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if any N is split off in the conversion, it is less than 0-5% of the original N. 
Th(* value rcport(‘d represents a solubility of 0 0170 mg. N per ml. or 0102 g. 
protein per litn*. Hsu & Wu's values when converted to the same basis show 
close agreemtuit, 0*017 ±0*000 mg. j>er ml.^ 

It can be observed that when th(‘ progress eurvci is drawn to allow for the 
solubility of the fibrin, the* curve is that typical of many enzjTne reactions. This 
is in contrast to the results of Klinke & Elias [1031] and Kugelmass fl925J who 
found the reaction to be a\itocataIyti(‘. The difference may be due to the different 
physical <*onditions used. 

Fihrinoljftir action of punjicd thrombin. A number f)f reports have a])peared 
in the litf‘ratq[re suggesting that thrombin has a 
fibrinolytic action (s(‘(‘ Hirose). Tlie most con- : 

elusive is that of Hirose [J934J. Sh(‘ reported that i 

using sf(‘ril(' tJirombin a/ul fibrinogen, fibrinolysis 
occurred in 3 to b <Jays. To our surprise*, we found 
that our j)urifi(*d thrombin had a very high filwi- 
noly tic action under the conditions of our experi- 
ments, measurable fibrinolysis occurring 4 hr. 
after flu* adtiition of thrombin. Fig. 3 shows an 
experiment of t}ii.s nature. The fibrin formf*d 
r<*ach(‘d a maximum in 3 hr. and then rapidly 
d(‘crcHS(*d . Increasing t he thrombin <*oncentrat ion 
dccreas(‘d the total amount of fibrin formed aiul 
increas(‘d the rate of fibrinolysis. ( Vmtrols show’ed 
tliat it was not due to the shaking, and that 
removal of tlu* sujxrnatant containing most of 
the tlirombin at the end of clotting resulted in tJie 
fibrinolysis being d(‘cri‘ased pro])ortionately. That 
such a mark(*d action of thrombin has not been 

0] )s<*rved before may be due to the use of less i)urified reagents. As found by 
Hiros(», the product of the reaction appt^ars to be Hammarsten’s fibrinoglobulin, 
no non-prot(*in iiitrog<*n appearing during tin* reaction. 

It is tliflicult to ])rov(' that the fibrinolytic t*nzyme is actually thrombin and 
not anothei* enzynu* which lias a(‘com[>ani<*d it through the purification process. 
As Mtdlanby's pn*paration of thrombin involves the preparation of prothrombin 
followed by its spontaneous activation and the removal of impurities which do 
not und(*rgo tin* same change* in properties, it s<*ems unlikely that the fibrinolysis 
is due to an accompanying I'lizynie. 

This work w^iis originally undertaken with a to applying the method 
(determination of the fibrin nitrogen by luicro-Kjeldahl analysis) as a cjuantitative 

1) asis for the study of various jiroblems in blood clotting. This has not proved 
feasible chiefly because of the difficulty in stopping the reaction to take samples. 
Any other method than centrifuging results either in the precijiitatioii of the 
fibrinogen or the re-solution of the fibrin. 

’ A further indii’ccl proof of the solubility hypothesis is the solubility of tibrinogen in salts 
used as pivripitants, (’ainpbcll & Haiiiia [ 1937] ha\x' remitly shown t hat fibrinogen is precipitated 
with 12*5% sodium sulphite so as to yield vahie.s which check with the \’an JSlyke & ('ullen method 
of estimating fibrin. In a series of experiments the stiliibility of fibrinogen under the conditions of 
their method was found to Ih» 0*043 mg. N per ml., the equivalent of 0*014 mg. fibrin N per ml. 
ill the Van Slyke & Cullen method. 


4 S »2 hr 

Fig. 3. Fibrinogen N = ]‘U9 mg. 
Thrombin X in .4 , ()-(.Hi4 mg. ; in 
y>\ 0-1 2S mg. 
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Summary 

Whon tluonibin acts uii a solution of fibriiiogi'ii, fr(H‘ from other prott4ius, all 
the fibrinogen N appc'ars as fibrin nitrogen. Owing to the solubility of fibrin, 
however, as niiKjh as 10% of the fibrin iiitrogeji may be prescmt in the super- 
natant. Purified thrombin preparations have a markcMl fibrinolytic action. 

Note added 5 July, VJ'dH, Since this papei* was s(‘nt to press the results of a 
similar study by Prcsnedl (Amcr. J . Physiol. 122, oOli, 1988) luive becm ])ubUshed. 
When his results are analysed, they indicate' an intcTprc'tation similar to tliat 
given above, namely that the differt'iice in the fibrinogi'ii nitrogen is due to flu* 
solut)ility of fibrin rather than to a “proteolytic’' action of thrombin. 
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CLVIII. ENZYME SYSTEM OF 
BACT. SUBOXYDANS 
II. EFFECT OF ACIDS AND pH 

By KENNETH RCPEHT lUTLlN 

From thv M icrobiolotjical ScrfioJi. Jiffnarch Laboratory, Department 

of Sr ienti fir and Industrial Rfscarrh, Trddhigton, Middlesex 

(lUreivtd 20 May 19iiH) 

It has b(*(*n sJiowii | Butliii, J93S] tliat tin* adilition of rhalk to maize wort 

agar used as growth merlium for Bart, suboxydam has a striking eff(*et on that 
organism's (Mizymie activity. Tliis idTeet was as(Til>ed to tin* neutralization by the 
chalk of th(* a(*i<l formed hy the growing eultun* on tlu* medium. To obtain further 
evidence for this, the direct action of acids on the highly oxidizing suspension 
d(Tivcd from ehalk-containing maize wort agar was examined. 

Experimental 

A suspension of Barf, suboxydans (dry weight 25 mg. ml.) was prepared as 
jireviously d(‘scribed IButliii, 103iij, aft<‘r 2 days' growth at 3B on maize wort 
agar containing 2'\, clialk. 4 ml. jioriions of the main suspension wen^ treated 
with 1 ml. acid of various stnuigths, hd't for i hr., (‘entrifuged and washed twdee 
with sterile sahiuN and linally made up with 0 ml. sterile .sahne. The control 
received tlie same treatment e\ce}>t that water w^as substituted for acid. The Oo 
uptake and ('()., ])roduction with 0*3 ml. 0*1 J/ glucose w'cre then (hdermined in 
the Barcroft dith*rential manomet(*r by the usual methods, phosphate buffers of 
pH b-0 and a t(*m]>eraturt‘ of 30 being used throughout. 

Figs. J and 2 contain the ()., uptakediim* and (H).^ evolution-time eurws wdlh 
glucose as substrati^ given by suspensions treated w ith varying concentrations of 
11(1. Tlie latt(*r are expressed in tiTiiis of the actual strength of acid in contact 
with the bacterial cells during treatment. It should be emphasized that after 
treatment tht* cells were well washed and their action with glucos(» conducted at 
pll ti'O. 

The results obtaint^d bear a .strong resemblance to those showing the eff(*ct of 
time of growth of the cultim* on the medium [Butlin. 10381, exc(*pt that there 
w^as no initial increase in activity. Hie control sus])ension gave the normal 
behaviour oi Barf. 8ubo.rydans with glucose at pH (> 0, i.e. rapid initial O.^ uptake, 
relatively slcm initial t»volutioii of COg, followed by an increase in the latter until 
it.s rate of (‘volution became ecpial to tlie rate of Oo ujitake. Treatment of the 
suspension with O-OUlxV HCl had only slight effect, but with increasing conctli- 
tration of acid the O.^ uptake and evolution of CO.j deereas(‘d by a])yiroximately 
(‘qual amounts until tin* latter entirely ct'ased, wlnm the (\ uptake (470/xl.) w^as 
equivalent to slightly less than l.l atoms O for each molecule? of glucost‘. This 
condition, in which the reaction with glucose was reduced to a simple oxidation 
jirocess, was attained by treatment of the sus[K*iisioii with 0*006 A" 11 ( 1 . From this 
stage the effect of tr(*atment with more acid was li'ss intense and a (?onc(‘nt ration 
as great as 0*02 w'as required to reduce the O.^ uptake to the equivalent ot 

( 1185 ) 
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1 atom O (344/il.). Despite the large decrease in total 0* upt^e the toW 
inhibition of CO* production, it is clear from Fig. 1 that the initial lute ot O* 
absorption, up to about 360 fih, is practically unaltered by treatment of the sus- 
pension with concentrations of HCl not greater than 0*02 A . From this it is 



Kg. 1. O* uptakes, with 0-3 ml. 0-1 M glucose as substrate, of suspensions of Bacl. svboxydant 
treated with different conoentrations of Hd and then washed. Temp. 30°. pH (S’O. 



Fie. 2. Evolution of CO 2 , with 0‘3ml. 0‘lilf glucose as substrate, of suspensions of Bact. 
tuhoxydoM treated with different concentrations of HCl and then washed. Temp. 30°. pH 8-0. 

inferred that the rapid initial O 2 uptake is chiefly the result of a aim plA 
process. With conoentrations of Hd greater than 0*02iV the 0* uptake was 
gradually inhibited until there was complete aerobic inactivation after treatment 
with 0-4Jy acid. The variation with different concentrations of add of total 0^ 
uptake and COj production given by the treated suspendons with glucose after 
3 hr. in the manometer is shown in Fig. 3. The rapid fall in the curve at the 
beginning illustrates the relatively great effect of the smaller conoentrations of 
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acid, which decrease Og uptake and COg evolution by equal amounts, up to the 
point when the CO 2 production is completely inhibited (0*006 N HCl). After this 
stage there is much greater resistance to the effect of increasing acid concentra- 
tion, shown by the much flatter portion of the curve at an O 2 uptake equivalent 
approximately to 1 atom O. The real effect is even greater than is apparent from 
Fig. 3 owing to the necessity for telescoping the scale for the larger acid con- 
centrations. 



Fig. 3. Oj uptake and CO, evolution, after 3 hr. in manometer with 0*3 ml. 0*1 glucose as 
substrate, of suspensions of Bac.i. avhoxydans treated with different concentrations of HCl 
and then washed. Temp. 30®. pH 6* 

These results indicate strongly a differential action of acid on the enzymic 
system of Bact, suboxydana and constitute further eWdence for the conclusions 
reached in a previous paper [Butlin, 1938], There it was suggested that Bdct. 
suboxydana possesses an enzyme system containing at least two important com- 
ponents. One, the more sensitive to acid, catalyses a reaction in which the O 2 
absorbed is equal to the CO 2 evolved. The rapidly falling portion of the curve in 
Fig. 3, where the O 2 uptake and COj evolution decrease by equal amounts when 
the suspension has been treated with comparatively small concentrations of acid, 
is contributory evidence for the existence of this component. The other com- 
ponent catalyses a simple oxidation of glucose to gluconic acid in which 1 atom O 
for each molecule of glucose is absorbed and a partial further simple oxidation to 
5-ketogluconio acid. This is represented by the flatter portion of the curve, 
which clearly illustrates its resistance to the action of acid. 

These data were obtained with HCl. Gluconic acid behaved in a similar 
manner. 

Influence of pi? 

The above results may be regarded not merely as the result of the action of 
acid on the enzyme system of Bact. suboxydana but also as the consequence of 
subjecting the suspensions to various pH levels for a certain period, the cells 
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being then washed and their action on glucose determined at joH 6*0. Kg. 4 
gives the jpH produced by the addition of increasing concentrations of HCl to 
the suspensions, which consisted of cells in physiological saline, and to saline 
alone. The buffering action of the cells is apparent from the figure. 



Fig. 4. Fig. 5. 


Fig. 4. pB. produced by different concentrations of HCl. (1) o— o On suspensions of BacU 
suboxydans in saline. (2) • • on saline alone. 

Fig. 5. (1) O 2 uptake o — 0; (2) COj evolution x — x and (3) “0, uptake unaccompanied by 
CO 2 evolution” after 1 hr. in manometer with 0*3 ml. 0*1 ilf glucose as substrate, given 
by suspensions of Bact, svboxydans at different pH’s. 

The results obtained by the action of acids gave evidence for the presence* of 
two components in the enzyme system of B(wt. suhoxydans. Similar conclusions 
may be drawn from the values for Og uptake, CO 2 output and ‘'O 2 uptake un- 
accompanied by CO 2 output” given with glucose by well washed suspensions of 
the organism at different pH after 1 hr. in the Barcroft manometer (Kg. 6). 
For pH 3*0, 4*0, 5*0 phthalate, for 6*0, 7*0 and 8*0 phosphate and for 9*0 and 
10*0 borate buffers were used. A temperature of 30'" was used throughout. The 
results show that, though there is little significant difference in COg production 
or total O 2 uptake at pH 5*0, 6*0 and 7*0, there is a rapid decrease below 5*0 and 
over 7*0. On the other hand the values for “Og uptake unaccompanied by CO 2 
output” remain practically constant between pH 4*0 and 8*0 at a value just 
above the equivalent of 1 atom 0, whereas at pH 4*0 and 8*0 the COg produc- 
tion is practically nil. Here again we have the phenomenon of COg production 
ceasing when the reaction represented by ‘‘Og uptake unaccompanied by COg 
output” is intact. This constitutes further evidence for the suggested* two- 
component enzymic structure of Bad, svboxydans outlined above. 

GvUures grown on other media 

The evolution of COg with glucose is not confined to suspensions derived from 
cultures grown on maize wort agar with or without chalk. In suitable conditions 
it has been observed with cultures from every other growth medium so far em- 
ployed, e.g. glycerol-yeast agar with and without chalk, malt wort agar with and 
without chalk, bouillon agar with chalk, glycerol-yeast extract solution, 10% 




ENZYME SYSTEM OF BACT. 8UB0XYDAN8. II 1189 


glucosc-chalk-yeaBt extract solution and 10% sorbose-yeast extract solution. 
Tliis property of Bact. mboxydana is therefore not specific to cultures grown on 
maize wort agar but is a normal characteristic of the organism. 

Discussion 

Previous ex|Hirimental results [Buthn, 1938] suggested that Bact, mboxydana 
possesses an enzyme system containing not only a comj)onent catalysing a simple 
oxidation process without production of COg but another component which 
catalyses a reaction in which the Og absorbed is equal to the COg evolved. The 
work described in the present pai)er presents confirmatory evidence for this 
suggestion, based on the differential effect of pH and of the direct action of acid 
on the enzyme system. 

In ordinary liquid culture Bact. mboxydana is characterized by its slight 
intensity of oxidation as exemplified in such typical and almost quantitative 
transformations as glucose to gluconic acid, sorbitol to sorbose and glycerol to 
dihydroxyai*etone. It is therefore surprising that it should possess a highly 
oxidizing factor in its enzymic equipment as shown by the action of washed sus- 
ptnisions of the organism with glucose under Barcrofb conditions. It might be 
suggeste^d that the strain used in the experiments had altered in character since 
its isolation. .Similar rc^sults, however, have been obtained from 5 cultures from 
different sources. Moreover, these highly oxidizing suspensions wiien inoculated 
into liquid cultures show the modified oxidations characteristic of the organism. 
A more probable explanation is that Bact. auboxydans is unable appreciably to 
exert its more highly oxidizing function because of the conditions it creates in the 
liquid cultures usually employed. This function, which is sensitive to acid con- 
ditions, will be inhibited if acid is formed in sufficient quantity, leaving intact the 
more moderately oxidizing component. This explanation is readily applicable to 
the case where glucose is the substrate in suitable liquid medium of initial pH 6*0 : 
the rapid fonnationof gluconic acid by the moderately oxidizing component w'ould 
quickly inhibit the more drastic oxidation. At first sight it does not appt^ar to 
explain the almost quantitative production of sorbose from sorbitol and 
dihydroxyai^etone from glycerol, the chief final products being neutral, w^hen 
suitable conccuitrations of the substrates in yeast water at pH 6*0 are inoculated 
with suspensions of Baci. avboxydana. In practice, however, it is found that owing 
to the formation of some unknown acid the pH of these solutions falls rapidly to 
4*5 and often lowrer, and at these levels only the less actively oxidizing component 
is able to function. Bact. mboxydana, therefore, while possessing a highly oxidizing 
component in its enzyme system, is usually unable appreciably to utilize it and 
is chiefly notf^d for its property of restricted oxidation. 

It is possible that the COj production with its accompanying equal O 2 absorp- 
tion is due to some anabolic process of the nature suggested by Barker [1936], 
Giesberger [1936] and Clifton [1937], in which the substrate is converted into 
cell materials simultaneously with the normal oxidative process. This possibility 
is being investigated. 

Summary 

From further evidence based on the differential effect of pH and of the direct 
action of acid on the aerobic activity of washed suspensions, it is concluded that 
Bact. atiboxydana possesses an enzyme system containing at least two important 
components. One, less sensitive to acid but more rapid in its action, catalyses a 
simple oxidation process. The other component catalyses a reaction in which the 
O 2 absorbed is equal to the COg evolved. 
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CLIX. CHOLESTEROL METABOLISM 
I. ACIDS APPARENTLY CONCERNED IN THE 
METABOLISM OF CHOLESTEROL 

By ROBERT PERCIVAL COORi 
Front the Biochemical Laboraiory, Cambridge 

{Received 1 June 1938) 

The question of the origin of cholesterol in animals has been the subject of 
numerous researches but the problem of the metabolism of cholesterol has not 
commanded the same attention. Page & Menschick [1932] concluded that 
approximately 70 % of the cholesterol ingested by rabbits could not be accounted 
for by the sterol excreted in the faeces or by that stored in the animals. Schon- 
heimer & Breusch [1933] found the cholesterol balance in mice to be negative or 
positive, depending on the supply of exogenous sterol. Beumer & Fasold [1933] 
showed that the rat also is apparently capable of metabolizing cholesterol. This 
conclusion was confirmed by Cook [1936, 1937], who found that rats fed a diet 
containing 2% cholesterol were able to metabolize 20-30% of the amount 
ingested. 

This communication gives the results of further balance experiments. It is to 
be remarked that this work must be regarded as preliminary in nature and only 
indicative as to the possible fate of the cholesterol. Experiments on the acidic 
constituents of the faeces have yielded such consistent results that it is felt that, 
even if the direct relation of these acidic substances to cholesterol is not yet 
established, there is little doubt that certain fatty acids are concerned in, or 
associated with, cholesterol metabolism. 

Exfebimental 

The animals used were drawn from the laboratory piebald stock. As far as 
possible litter-mates were taken but if these were not available animals of 
approximately the same weights were used. The room in which the animals were 
kept was maintained at a constant temperature. The animals were kept in 
Hopkins metabolism cages, the urine and faeces being collected separately. The 
experiments can be divided into four dietary groups, three of which received 
different fats, and one no fat. The diets fed to the animals were made up as shown 
in Table I. In the diets of the control animals the cholesterol was omitted. 

The cholesterol used was the specially recrystallized product of Glaxo, 
“Cholesterol Q. L. Puriss. Recryst/’ The cholesterol was first dissolved in 
the fat portion of the diet by heating on a water bath, the molten mass being 
then well mixed with the other constituents. 

The data with respect to the duration of the experiments, the weights of the 
animals and the amounts of food and cholesterol consumed are given in Table II. 
Exps. 1-4 belong to group A diet, exps. 5-7 to group B, Exps. 8 and 9 to group C 
and Exps. 10 and 11 to group D. Exps. 8 and 9 were done in collaboration with 
G. N. Jenkins. The results in Exps. 8 and 9, and Exps. 10 and 1 1 are the means of 
3 animals in each case. In two instances, Exps. la and 6a, the animals died during 
the course of the experiment, and to counteract this effect as far as possible the 

^ Beit Memorial Besearch Fellow. 
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Table I. 

Rata' diets 




All values in g. 





Group and type of fat 



A 

B 

C 



Arachis 

Triolein 

Beef 

D 


oil 

(B.D.H.) 

dripping 

Fat-free 

Caseinogen 

23*0 

230 

23-0 

230 

Bice starch 

40*0 

40-0 

400 

50-0 

Cane sugar 

17*0 

120 

17-0 

220 

Fat 

15*0 

200 

15-0 

0-0 

hlalt mixture 

50 

5*0 

5-0 

5-0 

Yeast 

7*5 

7*5 

7-5 

7-5 

Cod liver oil 

2*5 

2^5 

2*5 

0-0 

Kadiostoleum 

0*0 

00 

0*0 

1 drop per 





diem 

Cholesterol (Glaxo) 

20 

2*0 

20 

20 

Calories per 100 g. food 

4260 

448-0 

426-0 

347-0 


Notes. The caseinogen used was “Glaxo ash less casein E“; the salt mixture No. 185 of 
McCollum & Davis [1915]. The yeast was a dried yeast preparation of trade name “Ceremealo”. 
No oalorigenic value is given to the cholesterol. 

Table II. The duration of experiment^ animals* weights, food and cholesterol con- 
sumptions of the experimental rats. In Exps. 8, 9, 10 and 11 three animals 
were used in each experiment. The weight figures are mean values. 

Animals 

^ ^ Total Total amount of 




Days 



Wt. g. 


amount of 

cholesterol 

Exp. 


on 


f 


— — ^ 

food 

fed 

No. 

Diet 

diet 

Sex 

Start 

End 

Gain 

g- 

g- 

1 a 

15% arachis oil 

40* 


32 

65 

33 

1618 

— 

h 

c-^trols 

123 


30 

222 

192 



2a 

Plus cholesterol 

98 

S 

32 

176 

144 

1574 

28-1 

b 


100 


34 

192 

158 



3a 

15% arachis oil 

123 

V 

32 

160 

128 

2015 

— 

b 

controls 



29 

137 

108 



4a 

Plus cholesterol 

109 

? 

29 

116 

87 

1611 

28-7 

b 




30 

121 

91 



5a 

20% triolein 

29 


82 

145 

03 

550 



b 

control 



93 

144 

51 



6 a 

Plus cholesterol 

22* 

<? 

86 

76 

-10 

560 

lO-O 

b 


47 


95 

157 

62 



7 a 

Plus cholesterol 

34 

c? 

44 

97 

53 

503 

9-0 

b 




39 

92 

53 



8 

15% beef dripping 

22 

0 

r 

193 

187 

- 6 

715 



controls 








9 

Plus cbolestei*ol 

22 

¥ 

212 

231 

19 

818 

14-6 

10 

Fat free diet 

21 

$ 

104 

117 

13 

645 


11 

Plus cholesterol 

21 

? 

97 

133 

36 

657 

120 


* Animal died. 


remaining animals were allowed to continue for a longer time so that iiie food 
intake was approximately the same a6 for the other members of the series. The 
results for growth and food intake are in good agreement with the previouslv 
published figures. 
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The animals were bled under anaesthesia, the blood being analysed with 
the carcasses. The livers were removed from the well-bled animal and weighed. 
The values given for liver as % body weight are the weights of the blood-froe 
livers as % of the gross weights of the animals just before death. The animals 
were gutted, the gut and contents being analysed together. This material was 
kept free from mesenteric fat as far as possible. The remaining portions were 
analysed as carcass. In some cases the livers were analysed individually. 

Methods of analysis, A revision has been made in the methods of analysis. It 
was found that the Loathes & Rapt'r method tended to give low and inconsistent 
results. The method adopted is modelled on that of Kuraagawa & Suto [1908]. 
A prolonged alkaline hydrolysis is necessary, and the acidified mass must be 
extracted at least thrice with ether. The crude lipoid was then further saponified 
and the unsaponifiable matter extracted. The alkaline portion was then acidified 
and extracted with light petroleum, the acids being weighed. The lipoid in 
the case of the livers is the sum of the values obtained for the unsaponifiable 
matter (u.m.) and the fatty acids; on the other hand the values given for “fat” 
with the carcasses and gut represent the values obtained for the crude ether 
extract. 

The cholesterol is estimated as the unsaponifiable fraction of the lipoids. The 
criticism might be made that this fraction is too ill-defined and includes com- 
pounds other than sterols. Preliminary exi)eriments show, however, that the 
digitonin-precipitable mat<‘rial represtuits a high proportion of the u.M. (90% for 
the cholest<‘rol-fi'd animals). It should be pointed out that the digitonin method 
shows a sp(.‘cifieity for the normal stories of sU^rols only; the epi series is not 
estimated by this method. Also as will Ik? seen later coprostero) would be esti- 
mat(?d by this method. The point at issue has be(?n to decide whether cholesterol 
has been converted into a substance which would not Ik? estimated in the un- 
saponifiable fraction and on this point the exix'riments yield suggestive results. 

The question of the formation of coprosterol from cholesterol has not been 
studied but it will be realized that such a transformation would not affect the 
total sterols in the unsaponifiable matter isolated. Coprosterol can be readilj^ 
isolated from the i:.m. of the control faeces by recrystallization from acetone: 
water is added to the material dissolved in acetone until the solution becomes 
cloudjj^ ; it is then w^armed and allowed to cool slowly ; the first slight flocculent 
precipitate is filtered off and the* solution left to stand at 4^ ; after some hours the 
coprosterol crj'stallizes out in needles; the crystals are filtered off rapidly on a 
chilled filter. After one recrystallization from acetone a material was obtained 
giving the following analytical figures (Weiler): C, 83*09; H, 12*40%. C 27 H 4 gO 
requires C, 83*33 ; H, 12*48 %. The m.p. was 93*5®, and although this is lower than 
the value for synthetic material (102®) the m.p. was not depressed on admixture 
with an authentic sample of synthetic coprosterol obtained from Dr Rosenheim. 

It has been found impossible to use the colorimetric method for cholesterol 
with any degree of accuracy. Samples of the various fractions have been kept 
and their analysis will be the subject of a fiirther communication. 

Analyses of the animals 

The results obtained for the analyses of the livers, carcasses and guts of the 
animal^ on the various diets are shown in Table III. It will be observed that 
when fat is included in the cholesterol-containing diet “fatty” livei*s result. On 
a fat-free diet there is no increase of fat in the liver. It will also be seen that the 
results obtained with the triolein-containing diet are not consistent. In Exp. 6a 
the animal died and the amount of fat in the liver had not increased. This animal 



Table III. The analyses of the animals for "'fat” or toted lipoid and unsaponifiable matter (u.M.) 
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had not eaten for some days before its death. In Exp. 7 the amount of fat in the 
liver has increased slightly but the amount is not comparable with that observed 
in Exp. 0. Exp. 7 was actually carried out first but it was uncontrolled. The 
animals showed a severe diarrhoea which fact probably accounts for the rela- 
tively small absorption. In Exp. 6 and with the control animals there was an 
initial period of diarrhoea which lasted for about a week but thereafter the 
animals, with the exception of no. 6a, adapted themselves to the diet. 

It will be seen from the table, and with the reservations concerning the 
triolein-fed animals, that cholesterol is absorbed on a fat-containing diet irre- 
spective of the type of fat fed. Also from the results of Exps. 2 and 4 there is 
apparently no difference in behaviour of the two sexes. 

Analysis of tlm faeces 

The faeces were collected over the whole period and finally dried at 70° to 
approximately constant weight. They were then weighed and powdered. An 
aliquot was extracted in a Soxhlet apparatus with ether for at least 72 hr. It has 
been found that more complete if somewhat more higlily coloured extracts are 
obtained by using this solvent in place of light petroleum. The results for the 
analysis of the faeces ai*e given in Table IV. The5" are in agreement with the 

Table IV. Details of the analyses of (he lipoid and unsaponifiable 
matter (u.m.) in the faeces of the rats fed on the various diets 


Dry Aliquot estimation Total in faeces 


Exp. 


wt. 

faeces 

Amount Lipoid 



U.M. 

. ^ 

Li2>oid 

r.M. 

Lipoid 
as % 

f.M. 

% 

no. 

Diet 

g- 

g- 

g* 

g* 

g* 

g* 

faeces 

Iq^oid 

1 

o controls arachis oil 

59-7 

200 

2*02 

0*93 

7*8 

2*97 

13*0 

38*1 


Plus cholesterol 

97-8 

200 

200 

7*59 

1*00 

4*89 

37*20 

23*80 

38*0 

64*0 

3 

4 .' controls arachis oil 

79-4 

20*0 

2* 16 

0*84 

8*00 

3*23 

10*8 

37*6 

4 

Plus cholesterol 

94-2 

40*0 

17*05 

10*39 

40*10 

24*50 

43*5 

61*0 

5 

Controls triuUnn 

2P9 

20*0 

2*71 

1*20 

2*96 

1*38 

13*6 

46*5 

0 

Plus cholest€»r<)l 

34-6 

20*0 

7*72 

5*31 

13*35 

9*20 

38*6 

68*7 

7 

Plus cholesterol 

293 

29*3 

9*92 

6*03 

9*92 

6*63 

33*9 

66*7 

8 

Oontn>ls beef 

370 

20*0 

3*40 

0*54;> 

6*28 

1*01 

17*0 

16*0 

9 

drip})inK 

Plus cholesterol 

r»2i 

20*0 

7*90 

3*82 

20*74 

9*96 

39*8 

48*0 

10 

C’ontrols fat-free diet 

22-2 

10*0 

0*79 

0*45 

1*75 

1*(X) 

7*9 

57*0 

11 

Plus cholesterol 

360 

10*0 

3*71 

3*41 

13*36 

12*30 

37*1 

92*0 


prf‘viou8ly published results. The lipoid is the ether-soluble material. This was 
saponified for at least 5 hr. with 10% alcoholic KOH. The material was then 
diluted with water and extracted with ether. The ether extracts were washed 
5 times with water. No soaps have been found in tested portions of the u.m. The 
remaining alkaline material was acidified with cone. HCl and the acids extracted 
with light petroleum. These results will be dealt with later. 

Analysis of the urine 

Qualitative experiments had indicated that the amount of cholesterol'ex- 
creted in the urine of cholesterol-fed rats was not greatly augmented but no 
quantitative experiments had been made. The urines of the animals in Exps. 1 , 2, 
3 and 4 (Table 11) were collected over the period of experiment and the results 
shown in Table V were obtained. 

The urinary lipoids were estimated by first heating the urine on a water bath 
for 1 hr. with HCl and extracting with ether. The ethereal extracts were saponified 
and the tr.M. extracted. The tr.M. gave a precipitate with digitonin solution. 
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£xp. 

no. 

Table V. Analyses of rats’ urine 

Vol. 

ml. U.M. in aliquot 

U.M. calculated 
in total vol. 
mg. 

1 

Normal 

774 — 

— 

2 

(.^olestorol 

596 — 

— 

3 

Normal 

1706 270 ml. gave 8-8 mg. 

55*5 

4 

('holestorol 

630 200 ml. gave 17*4 mg. 

54>8 


A point of interest is the decrease in the urine volume of the cholesterol-fed 
animals. It was also noticed that the urine was much darker in colour. The 
results indicate that excretion of u.m. in the urine is a negligible factor in the 
metabolism of cholesterol although the rcscTvation must be made that other 
breakdown products ma}' be present. 

The cholesterol (as u.m.) balance sheet 

From the values that have been obtained it is now possible to construct a 
balance sheet (Table VI). 

Table VT. The u.m. balance sheet 

The vHliies for i;.m. in the table have been obtained by subtracting from the c.M. of 
the cholesterol- fed animals the amount of u.m. present in the control animals. 


Arachis oil 



^ ^ 

' > 

Triolein 

Jleef 


U.M. in 


i' 

Exp. 6 

dripping 

Fat-free 


g- 

g- 

g- 

g- 

Faeces 

20-83 

21-27 

7-82 

8-95 

11 -.30 

Livers 

0-43 

0-41 

0-24 

M2 

0-(K) 

Carcasses 

0-04 

0-03 

0-03 

— 

0-44 

Gut 

0*02 

0-08 

0-09 

— 

0-22 

Total 

21-32 

21-79 

8-18 

10-07 

11-96 

Cholesterol fed 

28-10 

28-70 

10-00 

14-60 

12-(K) 

% accounted for 

76-00 

76*(X) 

82-00 

69-00 

99-70 


These results show that when fat is included in the diets of cholesterol-fed rats 
there is a loss of cholesterol irrespective of the type of fat fed or the amount of 
cholesterol. The loss of cholesterol varies between 20 and 30 % . The higher value 
was obtained in Exp. 8 and here the results are not complete as the u.m, was not 
determined in the carcasses or gut. It is exti’emely probable that here a higher 
percentage of cholesterol would have been recovered had these values been 
determined. The results for the fat-free diet are of interest. It will be seen that 
here there is virtually complete recovery of the cholesterol fed. The value for the 
carcass u.m. is rather high and might possibly be correlated with the fact that the 
cholesterol-fed animals grew better than the control animals. The results make it 
exceedingly probable that in the rat cholesterol is only metabolized in the presence 
of fat. It would also appear that the type of fat fed has but slight effect on the 
metabolism of cholesterol. 

The fate of the cholesterol 

Some indications of a possible fate of the cholesterol or some association with 
acidic substances may now be given. Table VII is what might be called the lipoid 
balance sheet of cholesterol metabolism as reflected in the faeces. It would 
appear from the results that have becto given that the lipoid constituents of the 
carcasses do not give any clue as to the fate of the cholesterol. 

In column A are the values for the extra faecal lipoids due to or caused by 
cholesterol feeding. In column B are the values for U.M. These figures appear in 
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Table VII. The. faecal lipoid balance sheet showing the difference in the distribution 
of the faecal lipoids of the control and chdeaterol-fed animals on the various diets 


All value's in n. 









niff. 





Chole»1.erol 




Lipoid 



U.M. 


he- 


Acids 


A 


■' 

' 



PlU8 



Plus 




Plus 



counted Meta- 

% 


Con- 

ohoJe- 

niff. 

Con- 

ehnle- 

niff. 

and B 

Con- 

chrde- 

Diff. 


for as bolixed meta- 

Ex}). 1108 . and diet 

trols 

sterol 

A 

trols 

sterol 

B 

C 

trol.^ 

sterol 

n 

Fed 

U.M. 

E 

boUzed 

1 and 2 

7*80 

37-20 

3O-40 

2-97 

23-80 

20-83 

8-60 

4-45 

10*10 

5*65 

2h-J0 

21-32 

6*78 

24*1 

Aracbi'i oil cJ 















3 and 4 

S-iKJ 

10-10 

31-50 

3-23 

24*50 

21-27 

10-20 

5-23 

10-38 

5-15 

28-70 

21-79 

6-91 

24-1 

Arachifl oil V 















5 and (i 


13-35 

10-40 

1-38 

9-20 

7-82 

2-58 

1-41 

3*44 

2*03 

10-00 

8-18 

1-82 

18*2 

Triolojii 















8 and 9 

()-28 

20-7-1 

14-46 

1-01 

9-90 

8-95 

5-51 

4-80 

8*25 

3*46 

14-60 

10-10 

4-50 

30*4 

Beef (Irippint; 















10 and 11 

1-75 

l3-3d 

11 61 

M)0 


H-30 

0-31 

0-73 

0-97 

0-24 

l2-a) 


0-01 

0*3 


fat'frw* 

the u.M, balance sheet as faecal u.m. The difference between A and B shown in 
column C would therefore represent material other than t;»m. caused to be ex- 
oi-eted in the faeces by cholesterol feeding. This may be regarded as unaccounted 
lipoid. It will be obvious that this material should be present in the alkaline 
fraction as the potassium salt of an acid. If the alkaline fraction is acidified and 
extracted with light petroleum it is found that *‘fatty ” acids are indeed present. 
In column D are given the differences between the amount of acids found in the 
faeces of the cholesterol-fed rats and those of the control animals. This can b(^ 
regarded as the increase in the amount of acids caused by cholesterol feeding. 
In column El ai*e given the values for the amount of cholesterol metabolized. 
This was obtaincKl by subtracting the amounts of cholesterol recovered as shown 
in the balance* sheet (Table VI) from the total amount of cholesterol fed in each 
separate series. 

It will be seen from the tabit: that the values shown in colums C, D and E in 
each experiment are of the same order. In Table Mil are given the results of 
previously published experiments [Cook, 1937] to which the amounts of acid 
have l)een added. These experiments are not complete because the acid was not 
estimated in the first series of faeces collecttHl. A calculated value has therefore 
been added. The extraction of the faeces in these experiments was made with 
light petroleum. 


Table VUI. The lipoid balance in ike faeces on varying fat concentrations 

jdus cholesterol 

CholeeteroJ 



^ 

A 

^ 

Lipoid 





Found in faeces 


unaccounted 

Acid 

% 

Diet fat 

Fed 

and animals 

Difference 

for 

found 

cholesterol 

% 

g- 

g* 

g* 

g* 

g* 

metabolized 

15 

30*19 

18*90 

11*29 

7*62 

6*62 

37*4 

20 

29*77 

20*17 

9*60 

9*75 

7*13 

32*2 

30 

26*99 

18*95 

. 8*04 

0*17 

8*19 

29*8 ‘ 



Totals 

28*93 

26*54 

21*94 






Add calculated 

4*25 






acid for first series 

^6*19 



It will be seen that here, as in the experiments described above, the missing 
cholesterol bears some relation to the production of acids which appear in the 
Bioohem. 1938 xxxn 76 
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faeces. It will be realized that if these acids are derived from cholesterol this 
might be reflected in an increase in the mean mol. wt. or equiv. wt. of the acids. 
The equiv. wt. has been determined by titrating with standard alkali in alcoholic 
solution at 60®. The results obtained are shown in Table IX. 

Table IX. The equiv, wt. of the mixed faecal fatty acids 


Cbntrols 

Arachis oil 

320 310 

333 320 

Triolein 

3.j4 359 350 

Beef dripping 
285 303 

Fat-free 
323 332 


Mean 322 

Mean 354 

Mean 294 

Mean 327 

Plus cholesterol 

378 375 

320 328 323 

329 333 

329 320 

340 


Mean 375 

Mean 323 

Mean 328 



It must be emphasized that the values given are those of the mixed fatty 
acids and the results are comparative only. It will be seen that with the exception 
of the triolein and fat-free diets there is a tendency for the equiv. wt. of the acids 
to rise on cholesterol feeding. On the triolein and fat-free diets the equiv. wts. of 
faecal acids from the control animals arc high in value. It is })ossible that with 
the arachis oil and beef dripping diets there is a selective excretion of higher fatty 
acids in association with the cholesterol. The appearance of these fatty acids was 
first observed on the arachis oil diet. The mixed acids were crystallized out of 
alcohol and on recrystallization an acid of m.p. 73*5® was obtained. On analysis 
this compound gave (Weiler): C, 78-86, 78-69 and 78-53, 78-58; H, 13*01, 12*97 
and 13-03, 12*97 % . The mol. wt, (Rast) was 404 and the ecpiiv. wt. 386 and 390. 
The compound did not take up bromine in alcoholics solution. The formula 
(ygsHjpOg corresponds with the analytical figures but the substance is probably a 
mixture of high fatty acids. It is possible that this acid is deriveci from the 
‘‘lignoceric acid”^ which is present in relatively large amount in arachis oil. No 
systematic fractionation of the faecal acids has yet been made. A preliminary 
Twitchell separation indicates that the saturated acids form a high percentage of 
the material. 

The results with the other fats cannot be so easily explain(?d. The concentra- 
tion of lignoceric acid in beef dripping is very low and triolein naturally does not 
contain any. The position is far from clear but it would appear that the excretion 
of cholesterol in the faeces, and possibly its metabolism, are associated with the 
appearance of acids of high mol. wt. 

Summary 

1. Rats have been fed on synthetic diets containing cholesterol in the 
presence of arachis oil, beef dripping and triolein. The cholesterol was also fed 
with a fat-fi*ee diet. 

2 . Cholesterol is absorbed irrespective of the type of fat fed . It is not absorbed 
on a fat-free diet. 

3. Balance sheets of the cholesterol recovery on the various diets have been 
prepared. There is complete recovery on the fat-&ee diet but on the fat-containing 
diets only 70-80 % of the cholesterol can be recovered. 

4. A lipoid balance sheet of the faecal excretion has been constructed. This 
indicates apparently that cholesterol metabolism is bound up with an increase of 
fatty acids in the faeces. The amount of cholesterol missing is approximately 

^ The position with regard to this acid in naturally occurring substances is well described by 
Chibnall ol. [193SJ. 
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equal in amount to the acids recovered. These acids are of high mol. wt. but it 
cannot be stated as yet that they are derived from cholesterol. 

The writer is indebted to Sir F. G. Hopkins for his interest in the work. To 
Miss V. R. Leader he owes his thanks for tending the animals. To the Medical 
Research Council thanks are due for a grant covering part of the expenses. 
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CLX. COENZYME FACTOR OF YEAST 

By DAVID E. GREENS and JOHN G. DEWAN 
From (he Department of Biochemistry, Cambridge 

{lieceived 26 May 1938) 

Animal tissues have been shown to contain coenzyme factor, an enzyme which 
catalyses the oxidation of coenzymes I and II by carriers [cf. Dewan & Green, 
1937; 1938; Adler et al. 1937]. In this communication evidence is presented of 
the existence of the same enzyme in baker’s yeast and other micro-organisms. 
The wide distribution of coenzyme factor offers additional evidence that it is 
the normal physiological agent for catalysing the oxidation of the pyiidine 
nucleotides. 

I. Preparation of yemt coenzyme factor 

There are two methods available for extracting enzymes from yeast. The 
first and standard method is to dry yeast slowly, resuspend in water and allow 
aiitofermontation to proceed for some hours. By this procedure the more stable 
enzymes can be ('xtracted. The method however is not applicable to the fragile 
enzymes like cocnzyme factor and cytochrome oxidase which are destroyed in 
the course of drying the yeast. A more suitable method for obtaining these 
enzymes is that of the wet crushing mill (for a detailed description of the mill, 
cf. Booth & Green [1938]), 

A suspension of baker’s yeast ( 1 part yeast cake to 1 part water) was thoroughly 
ground in the roller mill and then centrifuged for 20 min. The supernatant 
liquid was mixed with J vol. saturated (NH4)2S04 (pB 5) and was centrifuged. 
The supernatant fluid was discarded and the sediment was redissolved in the 
original volume of water. The precipitation with (NH4)2S04 was repeated twice. 
The precipitate was finally dissolved in the original volimie of phosphate buffer, 
pH 7-2. By this procedure the coenzyme factor was obtained fT*ee from the 
soluble coenzyme dehydrogenases and from flavoprotein. Like its counterpart 
in animal tissues the yeast coenzyme factor is associated with highly peptized 
insoluble particles. As purification proceeds the insolubility of the particles 
becomes more noticeable. Sedimentation of the particles after the {NH4)2S04 
procedure becomes feasible even in salt-free solution. 

II. The catalytic effect of yeast coenzyme factor on animal 
coenzyme dehydrogenase systems 

The coenzyme dehydrogenases catalyse the oxidation of their respective 
substrates by one of the two pyridine nucleotides. The reduced coenzyme is 
non-autoxidizable and its reaction with Og can only take place through the 
intermediation of some natural carrier such as cytochrome a or 6, or an artificial 
carrier such as methylene blue. Coenzyme factor catalyses the reaction between 
reduced coenzyme I or II and the carrier. A system containing dehydrogenase, 
substrate, coenzyme, carrier and Og will not absorb Og unless coenzyme factor 
is added. Such a system is obviou^ suitable for testing the catalytic effect of 
coenzyme factor. 

^ Beit Memorial Research Fellow. 
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The preparation of the lactic, malic and triosephosphoric dehydrogenases of 
animal source free from coenzyme factor has already been described by Dewan & 
Green [1938]. Table I shows the effect of yeast coenzyme factor on these three 
systems. We have also been able to demonstrate the factor effect in the hcxose- 
monophosphoric dehydrogenase system of rabbit skeletal muscle. Our colleague 
H. S. Corran will deal with the action of coenzyme factor on this system in a 
separate communication. 


Table 1. The catalytic effect of yeast coenzyme factor on the. lactic, triosephosphoric 
and malic dehydrogenase systems of aninuil tissues 

fjl. Oj per 10 min. 


Complete system 
Without factor 
Without eoenzyme 
Without substrate 
\Vithout dehydrogenase 


Lactic 

Malic 

Triose- 

phosphoric 

189 

181 

165 

9 

10 

0 

0 

0 

0 

5 

0 

21 

3 

6 

0 


The following quantities were used in the complete systems; lactic — 1*5 ml. dehydrogenase, 
0*2 ml. factor, 0*7 ml. 0*2% coenzyme I, 0*2 ml. 2M HCN, 0*05 ml. 0*5% methylene blue, 0*3 ml. 
if/3 pyrophosphate and 0*2 ml. ilf lactate; malic — same quantities except 0*2 ml. M malate 
instead of lactate; triosephosphoric — 1*5 ml. dehydrogenase, 1 ml. factor, ()*7 ml. 0*2% coenzyme I, 
0*2 ml. 0*5% methylene blue, 0*3 ml. if/3 pjTophosphate and 0*4 ml. J//10 hexosediphosphate 
(KOH in the centn* pot). 


III. The catalytic effect of yeast coenzyme factor on yeast 
coe.nzyme dehydrogenase systems 

The malic, alcohol and triosephosphoric dehydrogenases were prepared 
from yeast by the following procedures. 

Malic, The centiifuged juice of crushed baker’s yeast was mixed at 0® with 
3 vol, cold ac('tone. The precipitate was filtered and washed with acetone and 
ether. The dried poA^ der was rubbed up with the original volume of water and 
the suspension was dialysed for 12 hr. at 0"^. The precipitate was centrifuged and 
discarded. The solution was then treated for 10 min. at 52". 

Alcohol, Maceration juice of top brewer's yeast was diluted with 2 vol. water 
and dialysed for 6 hr. against running tap water. The centrifuged solution was 
then made 0*6 saturated with respect to (NH 4 ) 2 S 04 , the pi'ecipitate collected by 
centrifuging and nnlissolved in the original volume of water. The (NH 4 ) 2 S 04 
precipitation was repeated twice. The final solution was treated at 0® with an 
equal volume of cold acetone, and the precipitate was filtered and washed with 
acetone and ether. The dried powder was finally dissolved in the original volume 
of water. 

Triosephosphoric. Dried baker’s yeast was rubbed up with 10 vol. iced water 
and the suspension was centrifuged. This washing procedure was thrice repeated. 
The final suspension was made up by mixing 1 vol. of washed and centrifuged 
yeast cake with 2 vol. of water. 

These three preparations contain highly active dehydrogenases free of 
coenzyme factor and flavoprotein. Table II shows the effect of addition of 
coenzyme factor to these d^ydrogenase systems. It is clear that regardless of 
the source of the ooenz 3 rme dehydrogenase, whether from animal tissues or yeast, 
the reaction of reduced coenzyme I with methylene blue (or the natural carriers) 
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Table II. The. catalytic effect of yeast coemyme factor on the nudic, alcohol 
and triosephosphoric dehydrogenase systems of yeast 




fJ. Og per 15 

A 

min. 


* 


Triose- 


Malic 

Alcohol 

phosphoric 

Complete system 

212 

134 

235 

Without factor 

29 

17 

26 

Without coenzyme 

0 

0 

10 

Without substrate 

0 

0 

22 

Without dehydrogenase 

0 

0 

0 


The following quantities were used in the complete systems: malic — 1*6 ml. dehydrogenase, 
0*2 ml. factor, 0-7 ml. 0-2% coenzyme 1, 0*2 ml. 2M HCN, 0*2 ml. 0-6% methylene blue, 0*3 ml. 
if/3 pyrophosphate and 0-2 ml. M malate; dUchol — 1*5 ml. dehydrogenase, 0*5 ml. factor, 0*5 ml. 
0*2% coenzyme I, 0*2 ml. 0*5% methylene blue, 0*3 ml. if/3 pyrophosphate, 0-2 ml. if/2 hydra- 
zine and 0*1 ml. 98% alcohol; triosep/iosphoric — ^2 ml. yeast susjiension, 0*5 ml. factor, 0*5 ml. 
0*2% coenzyme I, 0*4 ml. M/IO hexosediphosphate and 0*3 ml. if/3 pyrophosphate (KOH in the 
centre pot). 

takes place only in presence of the coenzymo factor. Furthermore, yeast factor 
works as efficiently with animal coenzymo dehydrogenase systems as does 
animal factor, and vice versa. 


IV. Comparison of yeast factor and flavoprotein 

Dewan & Green [1938] have shown that 1 mg. crude coenzyme factor of pig 
heart has the same activity as 20 mg. pure flavoprotein in the malic system (pig 
heart) and as 70 mg. pure flavoprotein in the triosephosphoric system (rabbit 
muscle). Tests with the crude yeast factor show that 1 mg. dry weight has the 
same activity as 6 mg. pure? flavoprotein in the malic system (pig heart) and as 
20 mg. pure flavoprotein in the triosephosphoric system (rabbit muscle). This 
discrepancy in no wivse indicates that the coenzyme factors from the two sources 
are not the same. In the next section evidence is presented of the extraordinary 
similarity in properties of the enzymes from the two sourc/t^s. It is important to 
note that the crude preparations of the factor whether from animal tissues oi* 
yeast contain all the insoluble enzymes and particles extracted from the cell. 
The coenzyme factor probably accounts for much less than 1 % of the total dry 
weight. At this level of purity the absolute activity of the coimzyme factor is 
not very significant in a comparison of the enzymes prepared from different 
sources. What is significant however is that the catalytic activity of even the 
crude coenzyme factor is incomparably higher than that of pure flavoprotein. 

The crude preparations of yeast factor were tested for the presence of flavo- 
protein with negative results. The fact that weight for weight the crude yeast 
coenzyme factor is many times more active than pure flavoprotein rules out all 
possibility that traces of flavoprotein could account for the catalytic effects. 
Flavoprotein was prepared from brewer’s yeast by the method of Warburg & 
Christian [1932], The flavin content was determined by extracting the dried 
powder with aqueous methyl alcohol and estimating the flavin content of the 
extract. 


Table III ^ow8 the extraordinary fragility ofthe yeast ooenzyme factor. All 

properties are identical with ihose of the ooenzyme factor of pig heart. 

The yeast factor is also partidly destroyed by drying and by precipitation with 
acerone. 
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Table III. The effect of reagents and temperature on the activity 
of the yeast coenzyme factor 


Treatment 

% loss in 
activity 

10 min. at 52° 

92 

1 hr. at 38° 

50 

20 min. digestion with trypsin at 38° 

100 

3 min. at pH 4-0 

7.5 

3 min. at pH 4*6 

0 

3 min. at pH 9*0 

12 hr. dialysis at 0° 

90 

10 


Thus far we have Ixien unable to detect any colour characteristic of the 
suspension of the coenzyme fa(‘tor. The more concentrated suspensions are 
slightly brown but this colour does not change when the complete catalytic 
system is functioning. Dr Straub of the Molteno Institute kindly tested our 
preparations of the coenzyme factor for the presence of the coenzyme of the 
rf-amino-acid oxidase. Only minute' amounts were found to be present. As yet 
no din'ct evidence is available for assuming that the coenzyme factor contains 
th(* flavin -adenine coenzyme as its prosthetic group. Numerous attempts were 
made to resolve the coenzyme factor into a prot<'in and erystalloidal cjomponent, 
but in no ease was there evidence of such a resolution. 

\"I. Coertzyme factor in other micro-organisms 

By a procedure similar to that ('inployed in the case of baker's yeast and by 
the use of the roller mill it was possihh' to demonstrate the presf^ice of coenzyme 
factor in the following micro-organisms: BacL coli. Bad. protem and Bact. 
suhtilis. The most aetivi* preparation was obtained from Bact. coli. 

Summary 

1. The ^preparation of coenzyme factor from crushed suspi'nsions of baker’s 
yeast and other micro-organisms is descrilped. 

2. Like its countorpart in animal tissues the enzyme catalyses the oxidation 
by carriers of th(* reduced diphosphopyridine nucleotide (eoenzyme I). 

One of us (D. E. G.) is grat<'ful to the Ella Sachs Plotz Foundation for a 
rest^areh grant. 
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CLXI. THE CONVERSION OF COLCHICINE 
INTO COLCHICEINE 


By eric BOYLAND and ELINOR HUNTSMAN MAW80N 
Fr(m the Research Institute, of the Royal Cancer Hospital {Free) 

(Received 26 May 1938) 

Colchicine is readily converted into the corresponding hydroxymethylene 
derivative, colchiceine, by hydrolysis of the methoxymethylene group in dilute 
acid solution. Colchiceine has only a fraction to ^^) of the biological action of 
colchicine [Brues & Cohen, 1936; Ludford, 1936; Boyland & Boyland, 1937], 
Hence the activity of orally administered colchicine might be partially destroyed 
by conversion into colchiceine by the action of the acid in the gastric juice. 

Experimental 
Method of estimation 

Colchiceine gives a green colour with FeCl^ in chloroform; colchicine and 
hexahydrocolchicine [Bursian, 1938] give no colour under the same conditions. 
The test can be used as a qualitative test for the detection of colchiceine in 
samples of colchicine. The method described below has been developed for the 
colorimetric estimation of colchiceine. As the colour reaction is given with tri- 
methylcolchicinic acid, this and other hydroxymethylene ketones would be 
estimated by this method. 

The solution containing colchicine and colchiceine is extracted by shaking 
with three separate lota of 3 ml, chloroform. The combined extracts are plac(?d in 
a 15 ml. graluated flask, and 4 ml. absolute alcohol and 0-8 ml. of a 0*2% solu- 
tion of FeClg in chloroform added. The total volume is brought to 15 ml. by 
addition of chloroform. Standards for comparison are made by dissolving known 
amounts of pure colchiceine in clilorotbrm. Such standard solutions are unstable 
and must be freshly made. The colours developed by the unknown and an 
appropriate standard are compared in a colorimeter, using a red screen if the 
amount is less than 1 mg. The depths of colour obtained are easily compared 
without a screen if the amount of colchiceine present is 1-4 mg. 

The greatest error in the method lies in the extraction of colchiceine from the 
aqueous solution with chloroform. Extractions of pure colchiceine showed that 
between 90 and 95 % with an average of 93 % was extracted. Allowance is made 
for this error in the calculation of results. 

Hydrolysis of colchicine 

Colchicine C22H250eN, 1*5 H^O should theoretically yield 92 % of its weight of 
colchiceine 0*5 HjO. Colchicine, on heating in NJIO HCl at 100® for 

1 hr., gives only 93% of the theoretical amount of colchiceine (see Pig. 1), even 
after blowing for the loss in the extraction. By carrying out the hydrolysis for 
1 hr. and then estimating colchiceine the origin^ ooMicine content of a solution 
can be determined. Hydrolysis in stronger acid such as N HCl gives lower yields 

( 1204 ) 
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(see Fig; 1) owing to further decomposition and a similar decomposition occurs 
even in weaker acid. 

Solutions containing 1 mg. colchicine per rnl. were incubated with N HCl, 
N/50 HCl and with normal human gastric juice at 37"^. Samples of the incubated 
solutions were taken and colchieeine estimated by the method descrited. The 
hydrolysis curves obtained are shown in Fig. 2. 



Fi^r. 1. 



Fig. 2. 

The amount of colchicine hydrolysed in A"/5() HCl or by gastric juic^' during 
the time that orally administei^ colchicine would be expected to remain in the 
stomach is small. If oolohicine is absorbed from the gut oral administration 
would be expected to be as effective as injection. 

StTMMABY 

A method for the oolonmetric estimation of colchieeine and colchicine is 
described. The rates of acid hydrolysis of colchicine at 37® and 100® have been 
measured* « 
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CLXIL EXPERIMENTS ON THE CHEMOTHERAPY 

OF CANCER 

I. THE EFFECT OF CERTAIN ANTIBACTERIAL 
SUBSTANCES AND RELATED COMPOUNDS 

By eric BOYLAND 

From the Research Institute of the Royal Cancer Hospital (Free), 

London, jS.IF. 3 

(Received 1 June 1938) 

Many dyes containing aminonaphtholsulphonic acid residues have affinity for 
some cells contained in grafted tumours and lymph glands. Such dyes are 
isamine blue [Roosen, 1930], trypan blue [Opitz et aL 1926] and an azo dye formed 
from H-acid [cf. Kottman, 1935]. Aecording t/O Ludford [1929] these dyes stain 
the macrophages of tumours rather than the malignant cells propc»r. Prontosil 
soluble, an antibacterial agent, contains an acetaminonaphtholsulphonic acid 
residue and on injection into animals with tumours it stains tumour tissue 
appanuitly in the same way as do the other dyes of this class. Prontosil soluble 
was found to have some slight inhibitory action on the growth of tumours in 
mice and many drugs related to this have bt^m testtnl for their actions on the 
growth of tumours. The Schiffs base of 4:4'-diaminodiphenylsulphone and 
lieptaldehyde was prepared and t(‘sted lieeaust* heptaldehyde has l>een described 
as causing retrogression of spontaneous tumours [Strong, 1938]. 

The study of the effect of substances on tumour gro>^dh is much easier with 
graft ed tumours as an unlimited nuralx»r of comparable tumours can be obtained 
at any one time. With spontaneous tumours, however, each tumour must act as 
its own control and each has its own properties. It is also at present difficult to 
obtain sufficient spontaneous tumoiurs. 

Whereas giafted tumours become haemorrhagic* on treatment with bacterial 
filtrates [Andervont, 1936] or colchicine [Boyland & Boyland, 1937] spontaneous 
tumours do not react in the same way. This difference in behaviour makes it 
appear possible that some substance might bt* effective against spontaneous 
cancers and not against grafted tumours. All substances mentioned in this 
paptir have therefore been tested on both spontaneous tumours and grafted 
tumours but it is thought that more weight should be placed on the results with 
the spontaneous tumours. 

Experimental 

Benzidinesulphone was prepared as descril^ed by Cul inane & Davies [1936]. 
Tolidinesulphone was prepared in the same way. Heptylideneaminobenzene- 
sulphonomide was prepared by the general method of Gray et aL [1937]. It was 
crystallized from alcohol and had m.p. 171-172°. (Analysis (Schoeller) found: 
C, 57-3; H, 7-56; N, 10-15%. CisHjoSOgNj requires C, 58 0; H, 7-5; N, 10*20% .) 

Female mice with spontaneous tumours which were either detected among 
the old breeding mice of the Strong A or Dilute Brown strains or supplied by 
dealers were examined and the tumours measured with calipers three times per 
week. The length and breadth of the tumour was recorded and the sum plotted. 
Normally the growth of tumours plotted in this way is linear [Boyland & McCleon, 
1935]. After ^e rate of growth of a tumour had been recorded for such a time 

( 1207 ) 
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that the sum of length and breadth had increased by about 10 mm. the animal 
was treated as shown in the figures with the compound under investigation. All 
the substances were administered orally using a syringe with a long blunt needle. 
The toxicity of each substance was determined and the daily dose given was less 
than 1/4 of the toxic dose. Each substance was ground with water and gum 
tragacanth to give a suspension 0*5 ml. of which contained the daily dose. The 
results of the treatment with each compound were observed with four mice with 
spontaneous tumours as shown in the tumour growth curves. On the death of 
each mouse the tumour or tumours were removed for histological examination 
and in all cases were shown to be mammary carcinomata. The results are 
shown in Figs. 1-23 and summarized in Table I. The figures marked (0) are 
taken from Gray et al. [1937]. If the size of the tumour was less at the end of 
the period of treatment than at the beginning the tumour is described as having 
retrogressed. 

Each substance was also tested in a similar way on the growth of the Crocker 
Sarcoma 180 in mice of the Strong A or Dilute Brown strains. In this case five 
mice of the same strain were treated with the compound while five mice grafted 
with the same tumour at the same time served as controls. If the substance 
produced definite inhibition of growth this is indicated by + in Table I. 


Table I. Action of substances on tumour growth in mice 


Sub»iaiiee 

Prontosil floiuble 
Prontosi) rubrura 
;>-Amiiiobenzene8alphonamide 
^•Heptylidcneammobenzenesulphonaniide 
jp-Aminobenzeneflulphonyl-T^'-stilphoi)- 
aimdophenylamide liydroolilorkJe 
Sodium o-aiiinobenzenesulphonatt’ 

Sodium m-aminobenzenezulphonate 
Sodium p-aminobenzeneBulphonat/(' 
Sodium sulphanilylBulphanilate 
Sodium P"hydrazinobenzenofiulpbonat»i 
4:4'-l)initrodipheuylHulplude 
4:4'-Dinitrodiphenyl8ulphoxide 
4:4'-Dinitrodiphenylsulphone 
4:4'-niamitiodiphenylHulphide 
4:4'-Diaminodiphenyl8ulphoxide 
4;4'’-Diaminodipheuyl8ulphoue 
4-p-Methoxybetizylidineamino*4'-amino. 
diphenylsulphone 

4:4 'Diaminodiphenylsulphone gluco 80 anil 

BenzidinoHulphono 

Tolidinesulphone 

Tetradecamethylene- 1 : 1 4-diarainedihydro- 
chloride 

Synthalin A (decamethylene-l:10-di- 
guanidme hydrochloride) 

Synthalin B (dodecam6thylene4:12*di- 
guanidine hydrochloride) 


Effect on spontaneous tumours. 
Each substance tested on 4 mice 


^ < ^ Inhibitory 

Maximum action on 
No. of tumours showing survival grafted 


Toxic 

dose 

Dose 

given 

. . ... . y 

inhibition 

Retro- 

under 

treatment 

tumours 

(tVocker 

mg. 

mg. 

of growth 

gression 

days 

180) 

>.>C 

25 

3 

»> 

16 


2fr/) 

3 

3 

0 

50 

- 

im{a) 

25 

4 

2 

58 

+ 

m 

25 

3 

2 

28 

- 

100 (0) 

25 

2 

r 

40 

+ 

>2CC 

50 

2 

o 

21 

4 


50 

0 

0 

19 

_ 

>2<K) 

50 

4 

1 

43 


>200 

20 

4 

3 

33 

+ 

200 

25 

4 

1 

33 


25 

5 

1 

0 

15 


20 

5 

4 

2 

38 


25 

5 

3 

1 

25 

T 

30 

5 

3 

1 

35 


20 

2 

4 

3 

00 

4 

10 

2 

4 

2 

16 

•f 

200 

4 

3 

3 

15 


100 

10 

4 

2 

37 

-f- 

20 

4 

3 

0 

44 

+ 

10 

4 

3 

2 

15 


2 

1 

3 

2 

25 


0*2 

0-05 

4 

1 

37 

+ 

0*2 

0-05 

2 

1 

32 



Some <rf the compounds were tested for any action which they migti* have 
upon the increase in body weight of young mice. Groups of four mice weighing 
lO g. each were weighed daily and while one group remmned as control other 
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groups were given p-aminobenzenesulphonamide, 4:4'-diaminodiphenylsulphone, 
4:4'-diamiiiodiphenylsulphoxide and 4-p-methoxybenzylidineamino-4'-aminodi- 
phenylsulphone. None of these compounds produced continued inhibition of 
body growth (see Fig. 24). Inhibitk>n occurred with all of the compounds for 
periods of 3-9 days after the beginning of treatment but subsequently growth at 
the normal rate occurred, although the compounds wore administered at the 
same level. The loss of weight which occurred during the first few days of admini- 
stration of the drugs may be due to increase in the excretion of urine, such as 
occurs when p-aminobenzenesulphonanude is given to rats [Rimington, 1938]. 

Discussion 

Although treatment with prontosil soluble (Fig. 1) produced inhibition of 
tumour growth, the mice did not survive the treatment very long; red prontosil 
(Fig. 2) and p-aminobenzenesulphonamide (Fig. 3) which are equally effective 
as antibacterial compounds appeared to be more effective in inhibiting tumour 
growth and animals so treated survived much longer. Heptylideneaminobenzeno- 
Hulphonamide (Fig. 4) and p-aminobenzenesulphonyl-p-sulphonamidophenyl- 
amide hydrochloride (Fig. 5) also have some action of this kind. 

Buttle et aL [1936] found that sulphanilic acid has only about 1/20 of the 
therapeutical action of p-aminot)enzene8ulphonamidc and that m-aminobenzene- 
sulphonic acid and p-hydrazinobenzenesulphonic acid had only slight actions 
against streptococcal infections in mice. Tested on tumours m-aminobenzene- 
sulphonic acid had no action (Fig. 7) while p-aminobenzcnesulphonic acid 
(Fig. 8) had definite action and o-aminobenzenesulphonic acid (Fig. 6) and 
p-hydrazinobenzenesulphonic acid (Fig. 10) some slight action. The marked 
difference between the w- and p-aminobtmzcnesulphonates indicates that some 
s)f)ecificity in t\imour- inhibiting action may be found. Sodium sulphanilyl- 
sulphanilate (Fig. 9) which has been recommended for treatment of canin(* 
distemjH*r [Dochez & Slanetz, 1938] was more effective than sulphanilic acid or 
p-arainobenzenesulphonamide. 

The 4:4'-diaraiiiodiphenyl- and 4 :4'-dinitrodipheny 1-sulphides, -sulphoxides 
and -sulphones (see Figs, 1 1~16) all showed some action but the most effective 
(‘ornpouuds were the sulphoxides, particularly 4:4'-diaminodiphenylsulphoxide. 
I.<evaditi et al, [1937] claim that 4-hitro-4'-aminodiphenylsulphoxide is parti- 
cularly efficacious against gonococcal infectious. In the case of one mouse 
(Fig. 14, no. 426) treatment with 4:4'-diaminodiphen\isulphide appeared to 
increase' the rate of growth. 

The Schiff’s bases 4-p-methoxybenzylidineamino-4'-amiiiodiphenylsulphone 
(Pig. 17) and 4:4'-diaminodiphenyisulphone-glucosc anil (Fig. 18) did not appear 
to be as effective as the original sulphones. Two dipheiiylene sulphones. benzidine- 
sulphone (Pig. 19) and tolidinesulphone (Fig. 20), produced definite inhibition, 
although in these compounds the amino groups are situated in the m-position 
to the sulphone group. It is hoped to be able to test other substances related to 
benzidinesiilphone . 

Tetradecamethylene*l:14-diaminedihydrochloride, w^hich King et al. [1937] 
have shown to be effective against some trypanosome infections, had some 
inhibitory action (Fig. 21) as also had synthalin A and synthalin B (Figs. 22 
and 23) which Jancsd & Jancs6 [1935] found to have trypanocidal action in 
mice. 

In those cases in which the mice survived and measurements were made after 
treatment had been stopped, the rate of growth of the tumours returned to 
normal indicating that the compounds did not produce a permanent inhibition 
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of growth. This effect is to be seen in Fig. 4 (mouse 641) treated with j>-heptyli- 
deneaminobenzenesulphonamide, Pig. 15 (mouse 316) with pp'-diaminodiphenyl- 
sulphoxide and Fig. 22 (mouse 574) treated with synthalin A. 

The effect of these substances on growth in body weight (Fig. 24) and the 
fact that the growth of tumours is inhibited only while the drugs are administered 
indicate that the inhibition is somewhat different from that produced by car- 
cinogenic compounds [Haddow et ah 1937]. Carcinogenic hydrocarbons generally 
exert a prolonged inhibitory action both on tumour growth and on growth of 
body weight. 

Many of the treated tumours in which growth was inhibited became much 
softer. The degree of hardness of a tumour is difficult to assess but the softened 
tumours vary considerably in size from day to day. As a result of this, marked 
variations in tumour size from day to day are recorded as shown in Pig. 2, mice 
507 and 531; Fig. 4, mouse 552; Fig. 6, mouse 434; Fig. 9, mice 526 and 534 ; 
Fig. 10, mouse 446; Fig. 12, mouse 413; Fig. 15, mouse 370; Fig. 21, mouse 281 ; 
Fig. 17, mouse 318; Fig. 23, mouse 342 and Fig. 19, mice 362 and 390. 

From Table I it can be seen that of the compounds tested only 4:4'-diamino- 
diphenylsulphoxide and sodium sulphanilylsulphanilate inhibited the growth of 
the Crocker sarcoma, inhibited the growth of spontaneous tumours used and 
caused retrogression in the case of three out of four of the mice with spontaneous 
tumours. Other compounds related to these are being investigated. 

SUMMABY 

Some aromatic sulphur compounds, have been found to retard the grow'th 
of spontaneous mammary cancer in mice. The most effective of the compounds 
tested appeared to be pp'-diaminodiphcnylsulphoxide and sodium sulphanilyl- 
sulphanilate. 

I should like to thank Mrs Bonser of the Department of Ex|)erimental 
Pathology and Cancer Research of the University of Leeds for supplying many 
of the mice with spontaneous tumours, Dr Smith of the Wellcome Chemical 
Works, Dr Henry and Mr Gray of the Wellcome Chemical Research Laboratories, 
and Dr H. King of the National Institute for Medical Rest^arch for their kindness 
in supplying many of the substances which have been tested. I am indebted to 
Messrs Schering for samples of synthalin A and synthalin B and Messrs Bayer 
Products for prontosil. Ilie work has be^n supported by a grant from the British 
hlmpire Cancer Campaign to this Hospital. 
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EXPLANATION OF FIGS. 1-24. 

AbBciHsae: FigH. 1-24: Days. 

Ordinates: Figs. 1-23: Tumour size as sum of length and breadth in mm. 

Fig. 24: Average wt. of mii-c in g. 

Fig. 1. Growth of siKintaneous mammary tumours in mice treated with 7-aeetamino-2:4'- 
sulphonamidobcnzene>azo- l-naphthol*3:6-di8ulphonate (prontosil soluble). 

In this and other figurt's each arrow represents the administration of the dose shown in Table I. 

Fig. 2. Growth of mammary tumours in mice treated with 4.auIphonamidol)cnzene-azo-2':4'- 
diaminobenzene (red prontosil). 

Fig. 3. Growth of mammaiy tumours in mice treated with p-arainobenzenesulphonamide. 

Fig. 4. Growth of mammary’ tumours in miexs treated ^ith p-heptylideneaminobcmzenesulphon - 
amide. 

Fig. 5. Growth of mammary tumours in mice treated with p-aminobenzonesulphonyl-p'-sul- 
phonamidophenylamide hydrochloride. 

Fig. 6. Growth of mammary tumours in mice treated with sodium o-aminobenzenesulphonate. 

Fig. 7. Growth of mammary tumours in mice treated with sodium m-aminobenzenesulphonate. 

Fig. 8. Growth of mammary tumours in mice treated with sralium p-aminobenzenesulphonate. 

Fig. 9. Growth of mammary tumours in mice treated with sodium sulphanilylsulphanilate. 

Fig. 10. Growth of mammary tumours in mice treated with sodium p-hydrazinohenzencsiil- 
phonate. 

Fig, 11. Growth of mammary tumours in micetreatetl with 4:4'-dinitrodiphenyl8ulphidc. 

Fig. 12. Growth of mammary tumours in mice treated with 4:4'-dinitrodiphenyl8ulphoxide. 

Fig 13. Groivth of mammary tumours in mice treated with 4:4'-ditiitrodiphenylsulphone. 

Fig, 14. Growth of mammary tumours in mice treated with 4:4'-diaminodiphenylsulphide. 

Fig. 15. Growth of mammary tumours in mice treated with 4:4'»diaminodiphenyl8ulphoxide. 

Fig. 16. Growth of mammaiy" tumours in mice treated uith 4:4'>diarniuodiphonylsulphone. 

Fig. 17. Growth of mammary tumours in mice treated with 4-p-methoxyb€'nzylidencamino-4'- 
aminodiphenylsulphonc. 

Fig. 18. Growth of mammaiy tumours in mice treated with 4:4'-diaminodipheuylsulphonc glucose 
anil. 

Fig. 19. Growth of mammaiy tumours in miw treated with benzidinesulphone. 

Fig. 20. Grovrth of mammary tumours in mice treated with tolidinesulphone. 

Fig. 21. Growth of mammary tumours in mice treated with tetradecamethylene-l:14.diamine. 
tlihydrochloride. 

Fig. 22. Growth of mammary tumours in mice treated with decamctbylenediguanidine hydro- 
chloride (synthalin A). 

Fig. 23. Grow'th of mammary tumours in miw treated with dodecamethylenediguanidiiie 
hydrochloride (synthalin B). 

Pig. 24. The growth in body weight of mice treated with certain sulphur compounds. 
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CLXIII. FAT METABOLISM IN FISHES 
XIII. FACTORS INFLUENCING THE COMPOSITION OF 
THE DEPOT FAT OF FISHES 

By JOHN ARNOLD LOVERN 

From the Torry Research Station, Aberdeen, of the Department of Scientific 
and Industrial Research 

(Received 23 May 1938) 

Thbbe are at least four factors which possibly affect the composition of the 
depot fat of a fish. These are (1) species, (2) diet, (3) and (4) temperature and 
salinity of the water. 

Species. It is well known that different species of animals lay down depot 
fats more or less characteristic of that animal. With normal diet the com- 
position of the depot fat will remain roughly the same. In the case of fish the 
author [Lovem, 1937] has shown that various characteristic depot fats are 
produced from a rougUy uniform diet, according to species, their composition 
thus being largely independent of diet. 

Diet. It is equally well known that the diet of an ani m al may affect the 
composition of its depot fat. The process, however, is by no means quantitative, 
and when it is studied in detail some contradictory results are obtained. There 
are two types of experiment which throw light on this problem. 

In the first type certain fatty acids are fed which can be detected if they are 
incorporated in the depot fat, e.g. elaidic acid and acids containing deuterium. 
Schoenheimer & Rittenberg [1935] found that in mice fed for 4 days on a diet 
containing 1 % of fat containing deuterium (the only fat in the diet), 47 % of the 
ingested fkt was found in the depots. The authors conclude that the largest 
part of the dietary fat, even at this low level of ingestion, is deposited in the 
fatty tissues before it is used. In another experiment the same workers [Ritten- 
berg & Schoenheimer, 1937] find evidence of a continual turnover between depot 
fat and ingested fat and suggest a half-lifetime for depot fatty acids of 5-9 days. 

In the second type of experiment fats are fed which differ from the normal 
depot fat of the animal in the proportions of the different acids present, or in the 
unsaturation of some of these. Here the results obtained are quite different and 
sometimes contradictory. Thus, Thomas et al, [1934] found that liberal allowances 
of whole soybeans, menhaden oil, com oil and coconut oil fed to steer calves 
for 260 days had no perceptible effect on the nnsaturation of the body fats. On 
the other hand, Ellis [1933] found a marked decrease in saturation in pig’s fat 
after feeding peanuts and an increase in saturation after feeding corn. Possibly 
the different species of animal used has something to do with this apparent 
contradiction. It should also be remembered that wl^t a change in iodine value 
indicates a change in composition, a constant iodine value does not necessarily 
connote a constant composition. 

The experiments of this second type uniformly indicate that fat must be 
fed at a fairly high level before any considerable effect is produced on the body 
fat. Thus, Banks & Hilditch [1932] found 1-2 % of and Cj, imoat-u rat ed 
in the fat of a pig fed on a diet containing 0-7 % of fish fat. Brown [1931] fed 
pigs on a diet containing 14% of menhaden oil, but the content of and 
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unsaturated acids in the fat was only 2-7 % , so that all this extra fish fat had had 
little effect on the depot fat. Bhattacharya & Hilditch [1931] showed that 3 % 
of shea butter or of arachis oil in the diet of a pig made little difference to the 
proportions of the various acid groups, and suggested that acids ingested in 
excess are disposed of (by oxidation) to leave a residue ‘'more or less adapted 
to the requirements of the particular storage fat’*. Again, Banks et ah [1933] 
found that when about 5% of cod liver oil was included in the diet of rats, 
there was not much alteration in the depot fat, apart from some deposition 
(about 8 %) of C 20 and Cgg acids. The rest of the acids appeared to be present in 
much the same relative proportions as when the diet was mainly fat-free. 
Therefore the ingested cod liver oil had not been freely incorporated in the rat’s 
depot fat. 

The discrepancy between the results obtained by experiments of these two 
tjqpes may be understandable. There are two characteristics of a fatty acid 
which may affect a fat in which it is incorporated — unsaturation and length of 
carbon chain. It may be that the requirements of an animal with regard to the 
chain lengths of its depot fatty acids are specific. In the case of fish, where 
there is a great range of chain lengths amongst the various fatty acids, the 
relative proportions of these groups of acids are often quite characteristic of the 
species. Now a fatty acid containing deuterium, for instance, might well become 
incorporated in the depots in place of some normal acid of the same chain 
length without upsetting the animal’s specific requirements. Whatever the reason, 
there seems little doubt that whilst normally there is constant interchange 
between ingested fat and depot fat (as shown by the deuterium experiments), 
this is not unconditionally the case when a fat with unusual proportions of the 
various acids is fed in the diet. Some selective mechanism then operates, and 
surplus ingested acids of varioas chain lengths are eliminated or modified until a 
mixture resembling the normal depot fat i^emains. If, however, the unusual fat 
fed is above a certain limit this selective mechanism partly breaks down. 

There has been vory little work done on the effect of different dietary fats 
on fish. 

Temperature, It is generally accepted that temperature has an effect on the 
composition of the fats of both animals and plants, higher temperatures tending 
to produce more saturated fats. It should be noted that this only applies to a 
given spt^oies under varying conditions of temperature. This effect has been 
studied, for example, in pigs, and Dean & Hilditch [1933] have confirmed and 
amplified the earlier results of Henriques & Hansen [1901]. In the case of fish, 
Brocklesby & Bailey [1932] found an increasing iodine value in the body oil of 
the salmon as they went further north (provided that they kept to the sameispecies 
of salmon), and stated that this corroborated the findings of investigators working 
on other species of fish. Tropical fish do not necessarily have a more saturated fat 
than other (even closely related) species inhabiting colder waters [Lovern, 1932; 
1935, 2]. 

Salinity, It has been shown repeatedly [Lovern, 1937] that fresh- water fish 
have fat different from that of marine fish, but the reason has not yet been 
found. The difference is also found in the vegetable-feeding zooplankton [Lovern, 
1935, 1]. These small Crustacea must produce these characteristic types of fat 
by appropriate modification of ingested fat, at least in the case of the marine 
orj^nisms [Lovern, 1936]. Whilst this effect is apparently associated with 
salinity alone, it may be an indirect effect. Thus, Fox Simmonds [1932] have 
found that the oxygen uptake of Crustacea is greater in fresh water than in salt 
water, and the whole metabolic rate is higher. 

77—2 
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In the experiments described in this paper an attempt has been made to 
study the individual effects of diet, temperature and salinity on the fat of a 
suitable species of fish. The common eel, Anguilla vulgaris, was chosen because 
(a) it has a high fat content and adequate quantities of material can be obtained 
from a reasonable number of individuals, and (6) it can live in fresh water or 
sea water. 


Experimental 

The apparatus consisted of three large tanks, each of which was connected 
to a smaller tank. The small tanks, placed below the larger ones, were fitted up 
as thermostats with both heating and cooling appliances. Water ran continually 
through gravel filters from the upper into the lower tanks, and was pumped 
back as an aerated froth. The eels were confined in the large tanks. They were 
fed daily, and each day the water was changed, affording an opportunity for 
cleaning the tanks and removing unconsumed food. Refilling was done slowly 
through the thermostatic tanks to minimize temperature disturbances. 

In the first experiment the tanks were set up as follows: 1, warm sea water: 
2, warm fresh water; 3, cold fresh water. Each tank was stocked with 60 eels 
30-35 cm. in length. Until feeding had commenced the temperatures were 
maintained at about 15®. In fresh water the eels refused food for about 10 days, 
but in sea water they commenced feeding at once. The diet consisted of shelled 
mussels (Myiilus edulis) and was fed ad lib. After feeding had become general, 
the temperatures were adjusted to the highest and lowest limits at which feeding 
was satisfactory. On raising the temperature progressively from 16°, the daily 
consumption of food increased until a temperature of 23° was attained. After 
this point consumption declined, and so tMs temperature was maintained for 
the two warm- water tanks. Similarly, on lowering the temperature from 15 
feeding was diminished, and below 12° almost ceased. A temperature of 14° was 
selected as the most suitable for the cold-water tank and was maintained 
throughout the experiment. 

Unfortunately, in this first experiment, no record was kept of increases in 
weight or of food consumption. Each month a sample of mussels was examined 
for fat content ; there was little variation, the total ether-soluble matter averaging 
about 1*35%. Feeding was continued for ^ months, when the eels wore killed 
^d the body fats extracted. In all the tanks there were a few deaths due to 
initial injury and to fighting, and in two cases (after 3 months in warm sea water 
and 5 months in warm fresh water) there was a breakdown of aeration which 
caused the deaths of about 20 eels in eaoii case, the remainder in each tank recover- 
ing. These latter dead eels were also extracted and their body fats examined. 

As stated, the eels were originally all about 30-35 cm." in length. It is 
necessary to have a uniform length to get roughly uniform fat content. The fat 
content of the eel increases almost linearly with length, at any rate between 
certain limits (Fig. 1). Thus, on the average, these eels would start with about 
9% of fat. 

At the end of the experiment some individuals appeared to have grown 
appreciably, whilst others had not. It is known that the so-called ‘‘male’* eels 
do not grow so fast as the female eels, and possibly the differences observed were 
due to mixed “male ” and female eels being used. There was a greater preponder- 
ance of larger eels in tank 3 at the end of the experiment than in the other tanks. 

The fat contents of the eels are given in Table I and the composition of the 
fats in Table II. A control sample of eels of the same length obtained from the 
same source (estuarine waters of the Rivmr Dee), is included in both tables. 
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Table J. Fat confenkn of eeh 


liaic'h 

no. 

« 

Deaoription 

Period 

fed 

months 

F&t 

content 

% 

lorline 

value 

1 

(’(jiitrol 

— 

9-3 

118-5 

2 

Frenh water 14 


180 

119-1 

3 

„ 23" 

5 

8-2 

126-4 

4 

.. 23 

OJ 

lU-2 

121-5 

Ti 

Sea water 23 ' 

3 

8'9 

118-5 

a 

o 23 

H 

9-4 

116-6 


Table 11. Composition of fatty acids of eel fats {mt. 


Butch 


Saturated 




Unsaturated 








no. 

C-ii 



(^4 


^ 18 

V- 80 V J22 

1 

4-3 

16-8 

2-5 

0-1 

8-8 

f-2'2H) 

39-4 

(-2-5H) 

20-8 7-3 

(-5-6H) (-10-2 H) 

o 

3-3 

20-5 

2-7 

Nil 

11-6 

(-2-4H) 

39-4 

(-2-7 H) 

16-1 6-4 

(-6-3H) (-10 0H) 

3 

3-6 

17-9 

2-8 

Trace 

6-8 

(-2-3H) 

39 2 

( -2-(> H) 

22-4 7-3 

(-5-8H) (-.8-OH) 

4 

4-1 

19-4 

2-2 

Nil 

5-7 

(~2.1H) 

37-5 

(~2.8H) 

20-6 10-5 

(-5-5H) (-9-2H) 

5 

3-1 

19-8 

4-8 

0-7 

5-8 

(~2-4H) 

42-6 

(-2-7H) 

15-7 7-5 

( -5-5H) (-8-0H) 

6 

3-7 

17-4 

3-9 

Nil 

9-5 

(-21H) 

39-6 

(-2-4 11) 

16-8 9-1 

(-5-2H) (-8-6H) 


A large quantity of mussels was extracted, and the ether-extract (123 g.) 
separated into acetone-soluble fat (73 g.) and acetone-insoluble crude phos- 
phatides (50 g.). The mixture of fatty acids recovered from each fraction was 
analysed. These mussels were obtained in December 1936. In October 1937 (in 
connexion with a second experiment) another, larger batch of mussels was 
extracted, giving 324 g. acetone-soluble fat and 152 g. phosphatides. The original 
analysis on the fat fraction was satisfactory, but the analysis of phosphatides 
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was deemed unreliable, so another analysis was carried out on the second batch 
of phosphatides. In each case appreciable amounts of organic acids of non-fatty 
nature were encountered, also about 20% of highly unsaturated acids of high 
molecular weight (about Both phosphatide acid analyses are only approxi- 
mate in view of the considerable experimental difficulties. These unusual acids 
did not occur in the acetone-soluble fat. The figures for the mussel lipoids are 
given in Table III (with non-fatty acids and Cgg (?) acids excluded). 

Table III. JPotty acids of mussel lipoids (vjt, ^jo) 

Saturated Unsaturated 

Material Cj^ Cm (\g Ci^ C^g Cgg Cjg Cgg 

Fat 1-9 16*7 1-7 0-3 10-6 ‘21*5 29-9 13*9 3*5 

(-2-5H) (-4-1H) (-7-3H) (-9-3H) ( - ? H) 
Phosphatide {!)♦ Nil 28-5 14-4 Nil 3-2 101 29*9 13-2 ? 

(-3‘5H) (-4‘6H) (-6-4H) (-8-6H) 

Phosphatide (2) Nil 27-3 6-2 Nil 6 0 16-4 32-2 12*9 ? 

(-3-2H) (-4-0H) (-6-0H) (-8-6H) — 

* Plus 0*7 % arachidic acid. 

This first experiment was considered unsatisfactory in several respects — ^in 
particular, the lack of records of growth and food consumption, and the use of 
mixed “male” and female eels with different growth rates. A second experi- 
ment was imdertaken with the conditions as follows. 

(1) The tanks were filled with (a) sea water at 14®, (6) fresh Water at 14®, 
(c) fresh water at 23®. 

(2) Each tank was stocked with 26 eels 60-55 cm. in length. This is above 
the supposed maximum size for “male” eels. 

(3) The combined weight of eels in each tank was taken at the start and 
finish of the experiment. 

(4) The diet in the fresh-water tanks consisted of herring. A large supply of 
herring in uniform condition was obtained at the start of the experiment. This 
was kept in cold storage and the required amount withdrawn daily. It was 
fed as pieces of flesh (with skin) about 2 cm. square, containing 20-7 % fat. The 
diet in the sea- water tank consisted of mussels. 

(6) The food was fed ad lib,y and the daily consumption was measured. 

(6) Any eels which died during the course of the experiment (which ran for 
6 months) were weighed and the weight was subtracted from the initial weight. 
It was assumed that they had eaten nothing since the commencement of the 
experiment, which was in most cases probably true, owing to initial injuries. 

The j^rticulars of the eels are given in Table IV and the composition of 
their fat in Table V. A control sample of eels of 50-55 cm. length, obtained from 
the estuary of the Dee, was also examined. The composition of the fat of the 
herring used is included in Table V. The samples are numbered as follows: 
1, control; 2, sea water at 14°; 3, fresh water at 14°; 4, fresh water at 23°. The 
initial weights are the corrected ones, allowing for 10 deaths in sample 2, 7 deaths 
in sample 3, and 8 deaths in sample 4. 



Table IV. Particulars of eels 

in Exp. 2 


Sample 

Initial 

wt. 

Final 

wt. 

Total food 
eaten 

Final fat 
content 

Iodine 

g* 

g- 

* ^g- 

% 

value 

I 

— 

— 

— 

241 

119*0 

2 

3038 

2574 

10,459 

16*6 

114*1 

3 

2732 

3159 

4,140. 

20-6 

1404 

4 

2829 

3556 

5,739 

23*9 

137-6 
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Table V. FaMy acid compositions of eel fats in Exp. 2 (wt. 




Saturated 




Unaaturated 


Sample 

Cl4 



C.. 

Ou 


Ch 

C,2 

1 

4-3 

17*8 

1*7 

Trace 

9*2 

(-2-2H) 

38-4 

(-2-7 H) 

201 

(-O-O H) 

8-6 

(-9*3 H) 

2 

4-8 

17-6 

2*6 

— 

9*4 

(-2-2H) 

41-6 

(-2.4H) 

16-4 

(-5-8 H) 

7*6 

(-91H) 

3 

6*4 

171 

1*3 

— 

6-9 

(-24H) 

31-9 

( ~ 3-0 H) 

22-2 

(-5-4H) 

14-2 

(-7-5H) 

4 

60 

16-5 

M 

0*6 

8*3 

(-2-2 H) 

33-9 

(-2-8 H) 

22-6 

( -5-5 H) 

no 

(-7*0H) 

Herring 

8*3 

12J 

0-3 

0-5 

6*4 

(-3-4H) 

21 0 

(-4-5H) 

28-3 

( -r>-5 H) 

23- 1 

(-4-6 H) 


The eels in the cold sea water were fed on mussels to obtain data on increase 
(or loss) in weight on a diet so low in fat. In Exp. 1 there was reason to suspect 
considerable deposition of fat in the cold fresh water, judging by the unusually 
high fat content (18%) of the eels. This was the more remarkable since the eels 
in cold water eat less of any given food than those in warm water. Actually, 
tliere was a loss in weight (as wedl as a reduction in fat content) on a similar diet 
in cold sea water (Table IV). 

An attempt was made to keep eels in sea water on a diet of herring in a 
smaller tank than the threi^ described. The water was not circulated, but was 
well aerated and changed daily. For some reason the eels refused to eat anything 
but particularly tempting food, such as live earthworms. After 5 months’ total 
starvation the attc^mpt was abandoned. 

Discussion 

It will, perhaps, be best if the influence of the various factors, diet, tempera- 
ture and salinity, are discussed under sc^parate headings, although some over- 
lapping is inevitable. 

Diet.. The diets fed, mussels and herring, probably represent about the 
extremes of non-fatty and fatty food likely to he eaten by an eel in its natural 
environment. The mussels contained on an average 1*35% of ether-soluble 
matter. Allowing for the 15 % of unsaponifiable matter present in this and for 
the lower proportion of fatty acids in phosphatides than in true fats, the mussels 
contain about 1*1 % of fat. Not many aquatic organisms will have appreciably 
less fat than this, and not many will have more than the 20-7 % of fat present in 
the herring. 

Both the dietary fats differ considerably in composition from eel’s fat. In 
the mussel, considerable proportions of phosphatide are present. The acids of 
the neutral fat and of the phosphatides differ mainly in the presence of more 
palmitic and stearic acids and less and Cjg unsaturated acids in the phos- 
phatides. If total groups are considered (all C\g acids, for instance, being con- 
sidered together), 5iere is no marked difference between the fatty acid com- 
positions of the three materials included in Table III. Indeed, one could imagine 
that the ^yoerides and phosphatides of the mussel had been formed from almost 
the same mixture of acids, with subsequent selective hydrogenation of the ' 
phosphatide mixture. The main differences between the mussel’s fatty acids and 
those of the eel (no. 1 of Table II and also of Table V are very similar) are in 
respect of the presence of considerably less acids, less and more Cgg and 
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C 22 acids in the mussel. The most marked diflFerenoes between herring’s fat and 
eel’s fat are in respect of the presence of much more C 22 acids and much less 
Cxg acids in the former. All the other groups, however, are appreciably different 
in the two fats, and there are more and CjjQ and less (especially total Cje) 
acids in the herring’s fat. 

The depot fat of the eels should have been appreciably modified if there had 
been any considerable incorporation of the ingested fat. From Table II, and 
also from comparison of samples 1 and 2 in Table V, it can be seen that there 
was no tendency for the fat of eels on a diet of mussels to be modified in the 
direction of mussel’s fat. This is in accordance with evidence already quoted, 
that dietary fats differing from the fat of the experimental animal in the relative 
proportions of the various acids must be fed above a certain level before 
modification takes place. 

On the diet of herring ther<i has been appreciable modification of the eel’s 
fat in the direction of herring s fat (Table V, samples 1, 3 and 4). In fact, the 
final compositions attained in samples 3 and 4 correspond well with those of 
definite mixtures of eel’s fat and herring's fat. In Table VI are given the 
calculated compositions of mixtures of 62 % eel’s fat with 38 % herring’s fat 
and 78 % eel’s fat with 22 % herring’s fat, expressed as total groups, compared 
with the actual fats of samples 3 and 4 (Table V) respectively. The analytical 
method used is not sufficiently accurate, of course, to differentiate between, say, 
a 60/40 mixture and a 62/38 mixture. Furthermore, the original eel’s fat and the 
ingested herring's fat were probably not absolutely uniform in composition. 


Table VT. Mixtures of eel and herring fats 


Material 




^’20 

(’gj 

62/38 mixture 

60( + ) 

23-8 

33*0 

23-2 

140 

Sample 3 

64 

24*0 

33*2 

22-2 

14*2 

78/22 mixture 

5-3 

251 

360 

21*9 

11-7 

Sample 4 

6-6 

24*8 

350 

22*6 

110 


It is evident from Table VI that when the ingested fat does find its way into 
the fat depots of the eel, it does so with the relative proportions of its various 
acids practically unaltered. Schoenheimer & Kitten berg’s [1935] experiments 
suggest a deposition of most of the ingested fat in the depots before use, and 
other experiments [Rittenberg & Schoenheimer, 1937] suggest a continual 
turnover between depot fat and ingested fat. Whilst this may be true for normal 
dietary fats, it cannot be unconditionally so for dietary fats differing appreciably 
from the depot fat of the animal. The results with the eel demonstrate this. On 
the theory of continual turnover it is possible to C/alculate the final composition 
of the eel’s fat by assuming that all the ingested fat is deposited in the depots and 
then a certain amount of the mixed fat is withdrawn. 

Errors in the calculation may be caused by the assumption that all the eels 
in Exp. 2 started with about 24% of fat. Fig. 1 was compiled from results 
obtained on batches of about 20 eels of each size. As the experimental batches 
consisted of a fair number of eels in each case, there is a good chance of individual 
variations being largely compensated. Moreover, it is unlikely that the average 
of all three batches varied much from 24%. For the sake of the following 
calculations a uniform initial fat content of 24 % in Exp. 2 will be assumed. 

From Table IV we can calculate the daily intake of fat and the daily retention . 
It will not cause serious error to assume a constant daily intake of l/180th of 
the total amount eaten. On this basis sample 2 consumed 0*64 g. of mussel’s 
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fat daily, and lost 301*4 g. of their own initial fat, or a total daily loss of 2*31 g. 
If this 0*64 g. was deposited unchanged in the depots and 2*31 g. of the mixed 
fat was withdrawn, the final composition after 180 days should be 81 % eel’s 
fat, and 19% mussel’s fat. Such a mixture does not differ from eel’s fat suffi- 
ciently to be detectable by analysis. Actually, the fat of sample 2 differs slightly 
from that of sample 1 in the reverse direction from that produced by admixture 
of mussel’s fat with eel’s fat. This is presumably due to variability in eel’s fat 
itself and to experimental error. The apparent failure of a diet low in fat to affect 
the composition of the depot fat, may, therefore, in this instance at least, be due 
to the limitations of the analytical procedure. 

Sample 3 ingested 4-76 g. of herring’s fat daily and the daily loss of fat was 
4*78 g. By the above hypothesis this process would finally give a mixture of 
28% eel’s fat and 72% herring’s fat, contrasted with the 62% eel’s fat: 38% 
herring’s fat mixture actually found. Again, in sample 4 there was a daily 
ingestion of 6*60 g. of herring’s fat and a daily loss of 5*65 g., which should 
ultimatc*ly give 24% eel's fat and 76% herring’s fat, contrasted with the 78% 
eel’s fat: 22% herring's fat mixture found. Such differences could readily be 
detected by analysis. 

The differences are so large that it seems improbable that they can be 
attributed to error in the assumption of an initial fat content of 24%. An 
initial fat content of 20 % , for instance, gives final compositions of the same 
order as with the 24% figure. The absorption of the mussel’s and herring’s fats 
by the eels should be almost <?omplete. McCay & Tunison [1934], in experiments 
on trout, showed good absorption of various fats fed even at 25 % of the diet. 
The conclusion of the writer is that there cannot have been a quantitative 
turnover betwt^en ingested fat and depot fat. 

The hypothesis of Schoenlieiraer & Rittonberg [1935] may be open to 
question. If admixture with the fat already in the depots is thorough before 
withdrawal of mixed fat for combustion, then in the case of mice fed at the 1 % 
level for 4 days oiu? would expect to find about 95 % of the dietary fat in the 
depots instead of the 47 % actually found. It is possible, of course, that the 
incorporation of ingested fat in the depots is not iiniform, and that the recently 
deposited fat is more readily withdrawn than the rest of the depot fat. Either of 
these? conditions (i.e. partial deposition only or uneven admixture and with- 
draw^al), or perhaps both together, could account for the observed results on eels 
not being fully quantitative. 

An interesting point is the high fat content of eels in batch 2, Table J. 
Although no records of weight were taken, there was visible evidence of growth, 
and this on a diet of mussels. The reason is obscure, but it may be noted that the 
final fat showed no evidence of having Ix^en modified by the diet. The eels 
feeding on mussels in Exp. 2 failed to maintain weight. 

Although the idea of a complete interchange between ingested fat and depot 
fat is not in harmony with the evidence, neither is the idea that there has been 
no interchange, and that the only herring’s fat deposited is that represented by 
the total gain in fat on the diet of herring. On this basis the final fat of sample 3 
(second experiment) should have consist^ of entirely unchanged eel’s fat. 

Evidently the quantitative effect of the dietary fat on the depot fat is 
governed by factors which are still obscure. The metabolic rate appears to have 
something to do with it, since the warm-water fish, in spite of ingesting more 
herring’s fat than did the cold-water fish, did not modify their fat so much. 

Temperature. In considering the effects of temperature we should not com- 
pare various samples with the control estuarine sample, since the temperature 
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of the estuary was variable and unknown. In Table II we can compare sample 2 
with samples 3 and 4, where the only difference was one of 9® in temperature. 
There is a slight suggestion that the fat in cold water is more unsaturated 
(certainly not shown by the iodine value, however, as seen from Table I). 
Cie, Cjo and C 22 unsaturated acids are slightly more unsaturated in sample 2, 
whilst Cjg acids are about the same. There is evidence of the production of a 
more saturated fat at higher temperatures, but the effect is certainly not a large 
one. 

In the second experiment we may compare samples 3 and 4, with similar 
results. Cie, ^18 and C 22 acids are slightly more unsaturated in the cold water 
than in the warm water, Cgo acids being about the same. In this experiment, 
however, the position is complicated by the different amounts of herring’s fat 
which have been incorporated in the depots. Herring’s fat is more unsaturated 
than eel’s fat for and C^g acids, and less unsaturated for C 22 acids. Cgo acids 
are about the same (if both samples of estuarine eers fat are considered). The 
fact that less herring's fat has been incorporated in the fat of the eels in sample 5 
than in that of the eels of sample 4 would mean that the results for Cjg and Cjg 
acids could be accounted for on this basis. The results for C 22 acids could not, 
however, be so interpreted and so here the evidence supports that of Exp. 1 . 

Actually, whilst as far as total groups are concerned the herring’s fat appears 
to be deposited with the relative proportions unchanged, the degrees of average 
unsaturation show distinct changes. In Table VTI are given the degre(*s of 
average unsaturation of C^g, C^g and C 22 unsaturated acid groups. 

Table VII. Degrees of unmturation of eel fats 



r>egree8 of iinsaturation 

A 

Material 




62% eel fat ) 

38% herring fat j 

-2*7 H 

^3-3H 

-7-5H 

Sample 3 

-2-4H 

-30H 

-7-3H 

78% eel fat ) 

22% herring fatf 


-3'2H 

-8-5H 

Sample 4 

-2-2H 

-2'8H 

~70H 


It can he seen from Table VH that the eels in both worm and cold water 
have partially hydrogenated either the herring’s fat itseli' or more probably the 
mixed fat in the depots. In the cold water such hydrogenation hqa been con- 
fined to the Cje and ^18 acids — ^the ones which the diet would tend to make more 
unsaturated. However, in the warm water the Cgg acids are also hydrogenated, and 
this difference is presumably due to the higher temperature. The exUmt to which 
the other acids are hydrogenated is almost the same in the two samples. 

Both experiments, therefore, afford evidence of greater unsaturation in fats 
laid down at lower temperatures, but the effect is certainly not a marked one. 
It is notable that whilst in both samples 3 and 4 hydrogenation has gone far 
enough to bring the unsaturation of the Cj* and Cjg acids almost to normal 
(Table V), there is not hydrogenation to such an extent that the iodine value of 
the entire fat is normal (Table IV). This is a further illustration of the com- 
pai^ative unimportance of the iodine value as a guide to metabolic processes in 
fats. 

Hie principal effect of a higher temperature in Exp. 2 has been to accelerate 
the process of modifying ingested fat. 
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Salinity, From the results of Exp. 1 it is evident that under such conditions 
salinity has had no effect. Comparing samples 5 and 6 with 3 and 4 (Table II), 
there is no evidence at all of a tendency towards a marine type of fat in sea water 
or a more truly fresh- water type in the fresh water. The differences between these 
types have been illustrated in detail [Lovern, 1937], and consist of higher pro- 
portions of Cj* and especially Cja acids, and lower proportions of Cgo and especially 
Ca 2 acids, in the fats of fresh-water fish. The estuarine eels’ fats (controls) corre- 
spond fairly well to the? fresh-water type, but are not really typical — ^in particular 
the Cie acids content is on the low side and the C^o acids content on the high side. 
The reason may be that they were obtained from brackish estuarine waters. 
That such a habitat may lead to a modified fat was suggested by the author 
[Lovem, 1937]. Shorland & McIntosh [1936] found that a closely related eel 
from New Zealand had fat resembling that of typical fresh-water fish. 

It should perhaps be noted that in these experiments aeration would 
probably not be as complete as under natural conditions. If the differences in 
metabolic rate observed by Fox & Simmonds [1932] are due to the greater 
oxygen content of fresh water compared with sea water (as they suggest), such 
differences might not obtain in the experimental tanks. 

It seems doubtful whether any fat was laid down under the conditions of 
Exp. 1 (apart from batch 2). It might be argued that the failure of salinity to 
have any effect was due to this, and that only fat actually deposited whilst th(» 
fish are in a certain environment can ht* affected by that environment. It has 
been shown [Lovern, 1934] that starving salmon in fresh wattT do not modify 
their fat in the direction of the fresh-water type. These eels were not starving, 
however, and unless the depot fat remained in a static condition with no ebb and 
fiow (and the experiments on feeding herring definitely indicate an ebb and flow), 
it seems hard to avoid the conclusion that salinity has little if any direct effect. 

The experiments with a diet of herring are difficult to interpret. Herring’s 
fat is markedly marine in type, and yet 6 months' feeding on this fat at as high 
a level as is ever likely to be encountered in nature, did not make the eel’s fat 
truly marine in type. It is notable that the more intensive feeding in the warm 
water, so far from causing the fat to become still more marine, actually resulted 
in less change. This suggests that there is in the animal a mechanism which can 
deal with ingested fat so as to modify it to the normal requirements of its depot 
fat. This mechanism might be unable to deal with fat above a certain level of 
ingestion, but its activity might well be increased at higher temperatures. 

It is impossible to tt?ll from these exjieriments how far it would be possible to 
modify the fat of a fish by an unusual diet if that diet was fed throughout its 
life. On the other hand, the existence of a mechanism which can modify ingested 
fat to a certain extent, and the fact that the rate at which this mechanism 
functions can be altered (c.g. by changes of temperature) is significant. Such a 
mechanism, with a variable rate, has been adduced for the herring [Lovern, 
1938]. 

StJMMAKY 

Using eels {AnffiMla vulgaris) as experimental animals, an attempt has been 
made to determine the separate effects of diet, temperature and salinity on the 
composition of the depot fats of fish. 

On a diet low in fat (1-1 %), the ingested fat had no detectable effect on 
the depot fat. On a diet high in fat (20-7 %), the eel’s depot fat was appreciably 
modified, but the quantitative relationship tetween the amount ingested and the 
effect produced was obscure. Such ingest^ fat as was incorporate in the depot 
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fat was apparently deposited with the relative proportions of the various acids 
practically unchanged. Hydrogenation, however, had taken place. The eel 
possesses a mechanism which can modify ingested fat to a considerable extent, 
and the action of this mechanism is accelerated by rise of temperature. 

In addition to the above property, temperature has a direct effect on the 
composition of fat. Lower temperatures lead to more unsaturated fat and higher 
temperatures to increased saturation. This effect is relatively a small one, and 
in natural conditions cannot be important. 

The effect of salinity has not been thoroughly settled, but with a low intake 
of fat it appears to have no direct significance. 
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CLXIV. ON THE RESPIRATORY METABOLISM 
OF HELIX POM ATI A 


By ERNEST BALDWIN 

From the Biochemical Laboratory, Cambridge 

(Received 14 April 1938) 

The results brought forward in this paix^r have been accumulated during the 
last three years in the courst^ of experiments on the respiratory metabolism of the 
edible snail, Helix pomatia. This paper does not purport to give a complete 
picture of the mechanisms concf^rned in the metabolism of this animal, but 
rather to summarize the situation as it appears at present, to indicate some 
metabolic pcscuUarities which have come to light and to draw attention to some 
interesting problems which still await solution. The work arose out of an 
attempt to obtain some information as to the general metabolism of carbo- 
hydrates in Helix, and it seemed worth while to extend the experiments to cover 
some other substrates of oxidation. 

Material and methods 

The tissue used was the so-called ‘‘liver'’ or hepatopancreas of Helix pomatia, 
an organ which, according to Biedermaim [1911], is responsible for the digestion, 
absorption and storage of the food. Theie can be little doubt of the metabolic 
importance of this organ. It is a large, dark brown structure which accounts for 
the greater part of the whole visceral mass, and produces numerous enzymes, 
including cellulase, a- and jS-glucosidases, a- and jS-galactosidases, fructosac- 
charase and otluT but less well-defined carbohydrases such as lichonase [see 
Kruger, 1933 ; Vonk, 1937]. ProUmiases and aminopolypeptidase [Rosen, 1934] 
and one or more lipases [Kuntara, 1934] have also iM^en found either in the 
secretion or in the substance of the gland itself. 

The main stock of animals was kept in the refrigerator and samples of a 
dozen or so were taken out often enough to keep up a supply of experimental 
animals. The use of manometric technique and tissue slices were the principal 
methods employed, the directions of Dixon [1934] lieing followed with only 
minor alterations. Slices were cut from the hepatopancreas of animals which 
had been starved for 2 to 4 weeks at room temperature ; this preliminary starva- 
tion went far towards ^moving stored foodstuffs and made it possible to cut 
thin slices from the tissue which, when full of stored materials, has the con- 
sistency of a soft rubber sponge and is exceedingly difScult to manipulate. The 
slices were washed in the phosphate-buffered saline described below (agitated by 
an air blast) till the washings were no longer turbid. No definite indications of 
a loss of ooenzymes or carriers were encountered at any stage in this work. 

After the slices were freed from surplus fluid by draining on filter paper, they 
were weighed on the torsion balance before being placed in the manometric 
flasks. The dry wt. was determined on a separate small sample of the same 
tissue when sufBicient material was available. In all, 47 such determinations 
were carried out, the results varying from 14 to 22% and averting 18% of 
the wet wt. This value was assumed in cases where a separate estimation of the 
dry wt. was not made. 
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The solution used for washing and suspending the tissue slices had the 
composition given below. The various substances the effect of which was to be 
test^ were added to the stock solution, usually to give a final concentration of 
JJf/100: 

g*/l- 


Na,HP04, 12H80 16120 

NaH4P04,Hj0 0*690 

NaCl 0141 

KCl 0*443 


This solution is allowed to stand for at least 3 days before use since, for some 
reason as yet undetermined, the use of perfectly fresh preparations occasionally 
leads to atypical results. The medium contains ilf/20 phosphate, a concentration 
which lies between the Jf/10 solution used by Dixon & Elliott [1929] and which 
van Heyningen [1935] believes to be detrimental to animal tissues, and the 
Jlf/40 solution which van Heyningen himself recommends. It was found 
necessary to use a fairly high concentration of buffer since the tissue itself has 
a distinctly acid reaction, and as much as 500 mg. of it had sometimes to be 
suspended in only a few ml. solution. The depression of the freezing point 
(0*31°), the pH (7*73 at 28°, electrometric), and the ratio Na+/K+ of this medium 
are the same as those of the hacmolymph of normal active snails [see Baldwin & 
Needham, 1934]. 

The O 2 uptake of slices suspended in this solution fell off slowly with time, 
but the same thing happens in COj-NaHCOg Ringer [Baldwin & Ni=5edham, 1934], 
and seems to be due to fragmentation of the somewhat fragile tissue rather 
than to any deleterious effect of the suspension medium. Every care was taken 
to minimize fragmentation by keeping the shaking machine well lubricated 
and reducing the rate of shaking to about 70 oscillations per min. As a rule 
readings were taken only over the first ^ hr., and very seldom over more than 
1 hr., and during this period the respiration remained practically linear in nearly 
every experiment. 

The “direct” technique described by Dixon [1934] was used for measuring 
the rate of respiration, the flasks being filled with pure O 2 and shaken in an 
electrically controlled bath maintained at 28°. This temperature has been 
repeatedly used for molluscan tissues and seems perfectly satisfactory [see for 
example Baldwin, 1935]. Where other methods have been employed they will 
be referred to in the text. 

Bbsxjlts 

It was found that there is considerable variation in O 2 consumption from one 
hepatopancreas to the next, and this made it necessary that all the slices used 
in any given experiment should be prepared from one and the same animal. 
Since it is often impossible to cut uniform slices of the tissue, and as the organ is 
too small to allow of the preparation of a large number of slices from whi^ the 
best could be selected, the measurements were usually made in duplicate. The 
results then showed a mean variation of the order of 10 % , and consequently 
each experiment was repeated several times and the results averaged. Each 
experiment mentioned in the protocols therefore refers to duplicate deter- 
minations on one and the same individual except in a very small proportion of 
cases. The rates of O 2 uptake are expressed th^ughout the paper in the usual 
Qq^ notation, with reference to pH 7*7 and 28°. The quotients found for the 
control md experimental samples are represented by Qp and Qp respectively as 
a matter of convenience. 
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The effect of saccharides and other substances upon respiration 

It has long been known that large quantities of glycogen can be stored in the 
hepatopancreas and that it disappears daring starvation [von Fiirth, 1903; 
Biedermann, 1911]. Probably much is used in muscular activity, for recent 
advances in muscle chemistry indicate that all muscles probably make use of 
closely similar mechanisms for their energy production. Very little is known 
about carbohydrate metabolism in Helix, although this form has been studied 
more than any other gastropod type. Schwartz [1935] and Wolf-Heidegger 
[1935] studied the effects of injecting adrenaline and insulin into snails, but could 
find no significant changes in the blood sugar level. Ermakov et ah [1935] on the 
other hand find that persistent hyperglycaemia develops after extirpation of the 
peripharyngeal ganglia or the injection of nicotine, while transient effects follow 
piqfire of the ganglia. These workers are of the opinion that the blood sugar is 
under nervous control. 

In addition to glycogen a second polysaccharide, galactogen, is present in 
the snail. This substance, to which we must refer again, has been studied by 
May [1931-34], May & Kordowich [1932], and Schlubach & Loop [1937]. 
Investigations which began before the pax)er of Schlubach & Loop appeared are 
also in progress in this laboratory ; the results lead us to believe that from the 
purely chemical point of view May’s conclusions are not entirely reliable, and 
we hope to have definite evidence regarding this in the near future. In the most 
recent of his papers May has brought together the pertinent observations of 
earlier workers, and comes to the conclusion that galactogen is a polysaccharide 
c'onsisting entirely of galactose units and having a peculiar importance in repro- 
ductive processes. There are indications in the work of Levene [1925] upon the 
slimy secretions of J¥. aspersa and H. pomatia that a polygalactose or perhaps 
an acetylated polygalactose may also be important in connexion with slime 
formation. May has shown that whereas glycogen is present in practically every 
part of the body of Helix, only the albumin gland contains galactogen, and here 
glycogen is absent. Galactogen accumulates in the albumin gland during the 
period prior to egg laying and is formed in quantities larger than can be accounted 
for by the amounts of galactose ingested, presumably being formed from some 
other sugar, such as glucose [May, 1934, 2]. The eggs themselves are remarkably 
rich in galactogen and contain no glycogen [May, 1932, 2 ], but if the animals 
are starved galactogen may disappear again and be utilized by the organism, 
but no eggs are then laid [May, 1934, 4]. It is likely therefore that glycogen (or 
glucose) and galactogen (or galactose) are interconvertible in the organism. 

It should be mentioned in passing that one of the two samples of galactogen 
used in the present work was prepared from the albumin glands of a number of 
snails. The glands were crushed in alcohol and allowed to harden, boiled with 
30% KOH, precipitated with alcohol several times and finally purified by 
precipitation with alkaline CUSO 4 [May, 1934, 1], followed by repeated pre- 
cipitation with alcohol. The other sample, kindly given to me by Dr N. W. Pirie. 
was obtained from the whole bodies in a similar way and freed &om glycogen by 
treatment with salivary amylase. Both preparations were free from reducing 
sugars and contained over 90% of galactogen. 

The carbohydrates studied were added to the tissue in the form of a 2-5 % 
solution, the final concentration in the flask being c. 0*25 % . The results are 
summarized in Table I. It will be seen that most of the sugars added were 
without effect, since changes of less than 10 % cannot be regarded as significant 
on the basis of only a small number of experiments. Apart from the results 
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Table I. Effect of carbohydrates on respiration of snail h^^patopancreas 


Averages 



^ 

A 

Increase 

Carbohydrate 


0^ 

% 

Glycogen (5) 

3*44 

3-35 

- 3 

Galactogen (4) 

3*51 

■ 4-68 

t 33 

Inulin (3) 

3*62 

3*49 

- 4 

BaSinofie (2) 

2*54 

203 

4- 4 

Maltose (2) 

2*85 

2-62 

- 8 

Lactose (2) 

300 

2-89 

- 4 

Sucrose (2) 

4-42 

411 

- 7 

Fruotosediphosphate (2) 

3*48 

3-31 

- 5 

Glucose (5) 

2-93 

301 

i 3 

Mannose (4) 

3-76 

3-87 

f 3 

Galactose (10) 

2*00 

3-85 

+44 

Fructose (4) 

3-89 

404 

+ 19 

Xylose (6) 

2*93 

3-42 

+ 17 

Arabinose (3) 

300 

2 94 

- 2 


Note: The figui'ea in brackets refer to the number of ex|)eriments can*ie(l out with each sub- 
strate. of the experiments was carried ovi during the ufinter period"* {Dec.-Feb ,) ; experiments 

7 >erformed at this time are considered separately. 

obtained with galactose and galactogen, the general picture is not unlike that 
given by mammalian liver. Fructose and xylose cause small increases in the 
rate of respiration, but glucose, glycogen and fructostdiphosphate are not 
oxidized. Correlated with this there is a very low rate of anacu’obit* glycolysis; 
a value of about 1 was found at 28®, and Chapheau 1 1932] has found results 
of the same order (O’S-l-O) for the hepatopancreas of another mollusc, the oyster. 
These figures are comparable with those of 2-3 at 38® rt'corded for mammalian 
livers [see Krebs, 1933, 1]. The rates of respiration too are of the same order b.a 
for mammalian liver, for the Qq^ values found in all the 92 control samples 
quoted in this paper (i.e. those to which no substrate was added) varied from 
— Id3 to —5*19 at 28®, with an average of —2-93, which is very like Chapheau s 
figure of c. —2 at 28® for the oyster hepatopancreas, and may be compared with 
the values of —3-4 to — 18*7 for mammalian liver at 38® [Krebs, 1933, 1]. There 
is thus a general qualitative and quantitative resemblance between the activities 
of the moUuscan hepatopancreas and the mammalian liver. Dorman’s [1928] 
contention, that the invertebrate “hepatopancreas” and the vertebrate liver 
are homologous, could thus claim a certain amount of biochemical support. 

But the parallel breaks down when we consider the large effects produced 
by galactose and galactogen which contrast interestingly with those of glucose? 
and glycogen. It is possible that galactogen, which has a smaller effect than its 
parent sugar, may be converted into galactose before being oxidized. Neither 
galactosemonophosphate nor glucosemonophosphate has yet been tried, but it 
seems unlikely in view of the other results that the latter would be oxidized. 
Although the galactose ester has been shown not to be attacked by a yeast 
trained to act on galactose [Grant, 1935], it might be attacked here if phosphoric 
esters play any part in the suggested conversion of galactogen into galactose. 
The existence of an enzyme which catalyses the oxidation of galactose is very 
interesting since it seems that, m general, galactose is converted into glucose 
before being metabolized [see Grant, 1935]. The presence of such an enzyme in 
Helix must presumably be correlated wi^ the fact that galactose is a major 
metabolite in this species. 

Attempts to demonstrate the presence of dehydrogenase systems with the 
aid of the methylene blue technique were wholly unsuccessful. Whether the 
tissue was used in the form of a brei or as slices, the reduction time ran into many 
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hours in most cases, even in the presence of added substrates. It was therefore 
necessary to have recourse to manometric measurements again, and the effects 
of pyruvate, lactate, succinate*, and a-giycerophosphate have been studied. As 
Table II shows, only the last three of these substances produced considerable 

Table II. Effe^d of various substances on the rate of respiration 
of snail hepatopancreas 


SiibHtrate (.lf/100) 

Averages 

O’ 

Increase 

/o 

Pyruvat*' (.3) 

2-02 

im 

~ 8 

Lactate (3 t ft*) 

2ol 

3*04 

+ 21 

Succinate (3+4*) 

2-80 

4-00 

+ 43 

a-GlycerophoHphatc (7*) 

2*33 

3-32 

+ 43 

Alanine (3*) 

3*26 

4* 16 

+ 27 


Note: Tho figures in brackets refer Ui the number of exjierinients carried out. ^^'here the 
figurt- is marked with an asterisk the corresiionding numbiir of experiments was carried out during 
the ‘'winter j>eriod’\ 

inerreases in the ratt* of respiration. That pyruvic acid is without effect indicates 
that it is not converted by the tissue into succinic acid at any considerable rate, 
though this transformation is known to take place in moulds [Butkewitsch & 
Fedoroff, 1929] and in y<*ast [Wieland & Sonderhoff, 1932]. The transformation 
also occurs in mammalian kidn<\v, but not in liver [Elliott, 1937]. 

In one experiment in which the Thunberg technique was used, 500 mg. fresh 
slices were s(?t up with buffer, ^V/lOO succinate and 2 ml. 1/20,000 methylene 
blue at 28"‘, and no less than 80 min. were required for decoloration of the dye. 
Nevertheless, as we have seen, tht* rate of O 2 uptake of the slices is of the same 
order as for slices of mammalian liver. From the data of the experiment just 
quot(*d a Q value of about —0*03 can be calculated to correspond to the rate of 
reduction of the methylene blue, whereas the Q of normal respiration is about 
- 3 . o, is therefore reduced about 100 times as fast as m(*thylene blue. In the 
case of yeast [Wieland & Claren, 1932] there is a factor of about 10, and the 
slowness of methylene blue reduction is due to the failure of the dye to pt*netrate 
into the cells. MethyU'ne blue, inde<*d, is used as a diagnostic reagent for deter- 
mining the viability of yeast cells. If these cells are disintegrated and their 
contents thereby made accessible to the dye, a rapid reduction begins at once. 
Similarly, mammalian liver reduces methylene blue more rapidly in brei than in 
slice form, but in the case of the snail tissue no more rapid reduction was 
obtained by using brei preparations. 

It seemed worth while to test the hepatopancreas for the presence of a 
possible inhibitory substance, and this was done by comparing the rates of 
reduction of methylene blue by washesd, chop^)ed frog muscle in the presence of 
succinate, with and without the addition of aqueous extracts of hepatopancreas, 
but the reliction times were identical within the limits of experimental error. 
Although methylene blue is known to inliibit most dehydrogenases to a greater 
or less extent [Meldrum, 1934, p. 39], it seems unlikely that inactivation of this 
kind could account for the large difference found here. 

The addition of methylene blue at concentrations up to 1/5900 had but little 
effect on the Oj uptake of surviving hepatopancreas slices, and cresyl blue was 
not much more active in this respect (Table III). The mean increase found was 
of the order of only 20 % , which is very different from the admittedly exceptional 
increases of 20-30 times found by Barron [1929] fop the respiration of i-ed blood 
cells. Now the addition of an auxiliary carrier such as methylene blue can 
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only bring about an increase in the rate of Og absorption of a tissue if the rate 
of action of the reducing systems of that tissue is limited by that of the normal 
Og-carrying systems, suggesting that in the present case the rate of Og transport 
in the tissue is not the limiting factor. This possibility was investigated by 
reducing the rate of respiration to about one-fifth by poisoning with 5. 10~^M 
cyanide. The experiments showed conclusively that even then the respiration is 
not stimulated to any significant extent ( + 8%) by the addition of 1/5000 
methylene blue. Dixon & Keilin [1936] have pointed out, however, that the 
inhibition produced by cyanide is not reversible under all conditions, but it is 
very improbable that irreversible inhibition can have played a significant part 
here since, in experiments in which no precautions were takcm to prevent the 
distillation of HCN from the suspension medium into the alkali used for COg 
absorption, the inhibition fell off very markedly in tlie cjourse of time. 


Table 111. Effects of dyestuffs on respiration of hepatopancreas 


Dye and concentration 

Substrate 

Averages 

‘q‘ O’ 

Increase 

0/ 

/o 

1/50,000 methylene blue 

Galactose (3) 

2-88 2-95 

f 2 

1/5000 methylene blue 

1/5000 cresyl blue 

Succinate (3) 

3-60 4-22 

+ 17 

Succinate (.3) 

304 3-93 

+ 29 

(Concentration of substrate 

MjlOO in all caaes.) 



The failure of methylene blue to exert its usual eflFect when added to hepato- 
pancreas tissue need not, however, be taken as conclusive eviden(;e that the 
mechanisms of cellular respiration here are essentially different from those found 
in other tissues. It must be supposed that methyiene blue fails to leach the 
reducing systems for some reason, though not, apparently, because it fails to 
penetrate into the cells. As we shall see, there is reason to think that the 
oxidation of succinic acid, at any rate, is catalysed by a typic^al succinic dehydro- 
genase in this as it is in other tissues. 

A complete survey of the individual dehydrogenases has not been attempted. 
The data of Table II suggest that powerful succinic and a-glycerophosphate 
dehydrogenases are present, together with a rather weaker lactic enzyme, while 
those of Table I may indicate the presence of a powerful dehydrogenase for 
galactose. In view of the recent work of Szent-Gyorgyi [1937] and Krebs & 
Johnstone [1937], for example, it seemed desirable to (jarry the study of the 
supposed succinic dehydrogenase a little further. This was done by studying the 
influence upon the respiration of surviving hepatopancreas slices in the presence 
of succinate of (a) narcotics, which inhibit the majority of dehydrogenases, and 
of (6) malonate, which inhibits the succinic enzyme competitively and rather 
specifically. 

The concentrations of various narcotics required to reduce to 50 % the Og 
uptake of washed frog muscle in the pr(>.sence of succinate have been determined 
by Sen [1931], and in the present case four different narcotics were used at the 
concentrations given by this author. Well washed slices of the tissue were 
suspended in the usual phosphate solution in the pi*esence of MjlOO succinate, 
with and without the addition of phenylurea, symm. diethylurea, urethane and 
phenylurethane. The data in Table IV (a) show that, although different in- 
dividual narcotics produce varying degrees of inhibition, the average of all the 
results is very close to the expected 50% inhibition, and it therefore seems 
reaB<mably likely that the hepatopancreas oxidizes added succinate by means 
of a fypical succinic dehydrogenase. More conclusive results were obtained 
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Table IV. Effects of certain respiratory inhibitors 

Averages 


inhibitor 

(a) Phenyhirea (2) 
Diethylurea (2) 
TTrethane (2) 
Phenylurethane (2) 

(h) Maloiiate ( I ) 


(c) Malonate (3)* 



f 

^ 

IniTeaHe 

Molarity 


(T 

o/ 

/o 

0-028 

4-71 

2-78 

-41, 

0-350 

3-67 

1*79 

51! 

0*070 

3-67 

1-02 

-72r 

0-003 

3*53 

2-79 

-2l) 

0-010 

4-31 

4-08 

-5 

0-020 

4-41 

3-54 

-20 

0-050 

4-49 

.3-11 

-31 

0-100 

4-52 

2-40 

-47 

O-KK) 

2-09 

1-61 

-23 


Av. 4(5% 


Substrate J//JO() sueeinatc in all eases except that marked with an asterisk, in which no 
substrate was added. 


in exporimenta in which malonate was used. Of the respiration taking place in 
the presence of succinate, nearly 50% is due to the addition of that substance 
(Table IT), and about the same percentage is inhibited b\^ Ji/lO malonate 
(Table TV (h)). Quastel & Wooldridge [1928] found that the addition of il//14 
malonate inhibits mon^ than 95 % of the activity of the succinic dehydrogenase 
of Bad. coli in the presence of 3f/140 succinate. The fact that the relative 
conc'cntrations of substrate and inhibitor are the same in both these cases very 
strongly suggests that the respective dehydrogemases must also be similar. The 
effects of J//10 malonate upon the basal respiration of hepatopancreas slices 
was also tested (Table JV (c)) and it was found that, eviai in the absence of 
add<*d succinate, 20-25% of the respiration is inhibited, suggesting that the 
succinic dcdiydrogeiiase system may be in some way concerned in a considerable 
proportion of the basal respiration of this tissue. 


Metabolism during the winter jieriod 

It was found in the course of experiments carried out between December 
1936 and February 1937 that the usual effect of galactose upon the rate of 
respiration cannot in general hi' observed at this time of year. The more or less 
complete disappearance of this effect during what might be called the “winter 
period ” is intert»sting from several points of view. Table V (a) gives a series of 
confirmatory data obtained during the winter period of 1937-38, and it will be 
observed that although a fairly, though not typically, large increase occasionally 
follows the addition of galactose to the tissue slices (Exps. 146, 148), the effect 
is abseuit in most cases. These data may bt^ compared with those obtained at 
other tinu>s of year and shown in Table IV (b) . The average increase for the whole 
series shown in Table V (a) is only 10%, a value which is just on the borderline 
of significance. There is no reason to suppose that the winter period is associated 
with any peculiarities of metabolism so far as the other systems which were 
studied an‘ concerned, for all these' were found still to be active (Table YJ). This 
suggests that the suppression of the galactose effect is not attributable to a 
breakdown on the part of the Og-carr^dng system (i.e. the cytochrome -f cyto- 
chrome oxidase system or its counterpart). The breakdown of the mechanisms 
by which galactose is ordinarily oxidized might bo due (a) to the absence of 
some special carrier or coenzyme, or (6) to the absence of the enzyme itself. The 
first of these possibilities has not been tested since it was not found possible to 
extract any of the enzymes from the tissue itself. 


78—2 
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Table V. Effect of galactose on respiration of snail hepatopancreas 


Exp. no. 


«• 

Increase % 



(fl) During winter 


143 


4*24 

4-20 

-1 

144 


2-42 

2-50 

3 

U.-) 


1-76 

1-85 

5 

146 


1-97 

2-78 

41 

147 


1*88 

2()6 

10 

148 


I 13 

1-35 

19 

149 


2-32 

2-52 

9 

1.50 


2-23 

2-54 

14 

151 


1-58 

1*70 

8 


Averages 

217 

2-39 

10 



(ft) At other periods 


8 


3-85 

5-31 

38 

15 


2*51 

2-62 

4 

19 


2-40 

3-62 

47 

22 


218 

406 

86 

30 


3‘38 

5-92 

75 

64 


2*22 

3* 10 

40 

65 


3-22 

4-79 

49 

66 


245 

2-91 

19 

152 


245 

3-33 

36 

1.53 


1-95 

2-93 

50 


Averages 

2*66 

3-85 

44 


Table VI, Metabolism during winter period 


Mean increaBcs % 


Substrate 

r 

“Summer” 

“Winter” 

Data in 
table no. 

Galactose 

44 

10 

V (a. ft) 

Alanine 

— 

27 

II 

Succinate 

52 

38 

II 

Lactate 

19 

23 

IT 

a-Olyceropho«phatc 

— 

43 

11 


The alternative view involves consideration of the galactose enzyme as an 
“adaptive ” one, disappearing during the winter for some reason as yet unknown, 
and reappearing in the spring, perhaps in response to the presence c^f galactose 
in the fo^ which is then ingest^. There is now a fair body of evidence* to show 
that bacteria can develop enzymes of this kind in response to the presence of 
certain particular substances in the culture media, and even among Metazoa 
there are examples of the production of adaptive enzymes [Stephenson, 1937 ; 
Yudkin, 1938]. 

It seems possible that the suppression of the oxidation of galactose by the 
hepatopancreas during the winter fieriod may be a physiological, seasonal 
change, correlated with the fact that the snail normally spends this part of the 
year in hibernation. It is not known whether the seasonal changes in metabolism 
which take place in certain animals are associated with corresponding “adaptive 
changes in enzymic activity, even in the extreme cases in which hil;>ernation 
takes place. Indeed, we know very little about the metabolism of hibernation 
[Gorer, 1930]. It is generally believed that in the cases of the hedgehog and the 
marmot, the metabolism of carbohydrate is almost entirely suppressed in favour 
of that of fat during the winter sleep; but whether there are any changes in the 
enzymes concerned we cannot say. Considerable metabolic differences exist 
between winter and summer frogs [see Tigerstedt, 1914, and Adlei", 1921, for 
example]^ and seasonal variations are known even in animals which do not pass 
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tjie winter in a state of inanition. Sherwood [193f>J, for instance, has found 
small but perfectly definite seasonal changes in the basal metabolic rate of rats. 
Seasonal variations such as these may well be associated with changes in enzymic 
activity, and the disappearance, or at any rate the suppression, of the oxidation 
of galactose in “winter** snails may ijerhaps be an example of this. 

There is reason to believe, however, that galactose can be utilized in some 
way by winter snails, for galactogen may disappear from the albumin glands of 
starved specimens after the stores of glycogen have been depleted [May, 1934, 4J. 
If, as seems to be the case, we must regard galactogen as a substance which is 
stored up in preparation for the egg-laying season, suppression of the oxidation 
of galactose during hibernation might be regarded as a device for conserving this 
polysaccharide as far as possible. 


Oxidase systems 

The presentje of xanthine oxidase in the hepatopancreas of Helix has already 
been demonstrated by Przylecki [1920] and confirmed by Baldwin & Needham 
[1934], but it could not be shown by the technique used in the present experi- 
ments. No increase in the rate of respiration ( — 2%) could be found following 
the addition of 3i/100 hypoxanthine to tissue slices, or to a preparation obtained 
by grinding the fresh tissue with half its own weight of sand and five volumes of 
phosphate buffer, centrifuging, half-saturating the centrifugate with ammonium 
sulphate, centrifuging again and finally taking up the precipitate in phosphate 
buffer. It is known, however, that xantliine oxidase has a great affinity for its 
substrate. For the xanthine oxidase of milk, Dixon & Thurlow [1924] give a 
Michaclis constant of 3.10“®.ili, and it is quite possible that in the present 
experim€>nts the enzyme was already saturated with its substrates, considerable 
amounts of which are believed to be present in the hepatopancreas tissue 
[Wolf, 1933]. 

The presenc^^ of amino-acid deaminase was readily demonstrated. Since 
pyruvate had already been found to have no effect upon the rate of respiration, 
alanine was a suitable substrate for these experiments, and a J//100 solution of 
the d{-acid was employed. The rt^sults are shown in Table II. The presence of 
the deaminase was also detected by shaking 5-23 g. washed slices with 500 mg. 
alanine in 25 ml. COg-NaHCOg Ringer [sec Baldwin & Needham, 1934] to which 
1 ml. saturated AS2O3 had been added [cf. Krebs, 1933, 2]. The shaking was 
continued for 5 hr. at 28® and the fluid then deproteinized with 5 ml. 30 % 
trichloroacetic acid. When cold, the filtrate received 10 ml. saturated 2:4-dinitro- 
phenylliydrazine in 2N HCl, and crystallization began at once. The whole was 
left in the refrigerator till next day and the crystals were then collected on the 
centrifuge, washed twice with A74 HCl and three times with distilled watcu- and 
finally dried in vacuo: M.r. 208®. After recrystallization from ethyl acetate the 
purified product came out in hexagonal plates, m.p. 216®. Found: C, 40-4; 
H, 3-1; N, 21-0%. Calc, for the 2:4-dinitrophenylhydrazone of pyruvic acid; 
C, 40*3; H, 2*99; N, 20*9 % . An entirely similar product was obtained by allow- 
ing an acetone powder preparation of the hepatopancreas to act upon alanine 
[cf. Krebs, 1935]. 

Colour tests were carried out on p-phenylenediamine, o-phenylenediamine, 
eateohol, 3:4-dihydroxyphenylalanine and tyrosine. When well washed slices of 
the hepatopancreas were added to dilute aqueous solutions of these substances 
a deep purple coloration was produced within J hr. in the case of jp-phenylene- 
diamine, but the other reagents showed no appreciable colour change after 24 hr. 
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If the slices were not thoroughly washed, weak positive reactions were given ali^o 
by catechol and 3:4-dihydroxyphenylalanine, and Pugh [19301 has found that 
these substances, but not monohydric phenols, are also oxidized by extracts pre- 
pared from the large black slug, ^ rion ater. In both these cases tyrosinase must be 
regarded as absent. But it seems difficult to attribute the powerful and decidedly 
specific oxidation of p-phenylenediamine to any enzyme other than the cyto- 
chrome (indophenol) oxidase. 

Confirmation of the presence of this enzyme was obtained inanonu^trically 
by measuring the increase in Og uptake resulting from the addition of a few 
mg, solid p-phenylenediamine^ to slices of hepatopancreas respiring in Af/lOO 
succinate. Characteristically large increases (average +3fi0%) followt^d the 
addition of this reagent. The effect was counteracted to the extent of 70-80 % 
by the simultaneous addition of 10“ cyanide, and the presenctJ of cytochrome 
oxidase thus seemed to be very probable. Further confirmation of this was 
obtained by taking advantage of the fact that cytochrome oxidase is powerfully 
inhibited by cyanide. In the majority of animal tissues it seems that 60-80% 
of the total respiration is inliibited by 10^^ J/ cyanide and therefore mainly due 
to the cytochrome system. 

The results of much early work on cyanide inhibition were invalidated 
because no precautions were taken to prevent distillation of cyanide from the 
suspension medium into the alkali used for CO 2 absorption, but Kr(d)S [1935j 
has described equilibrating solutions which overcome this difficulty. I'hese were 
used in the presemt experiments, and with very satisfactory results, for whereas 
the inhibition passed off with time if this precaution wa.s not taken, no sin^h 
effect was detectable when Krebs’s solutions were employed. The results of the 
experiments, which were carried out in the presence of MjlOO succinate, are 
shown in Fig. 1. They closely resemble those obtainable with many other animal 



Fig. 1. Effect of cyanide on respiration of hepatopancreas. 

tissues. A maximal inhibition of 80-85 % is reached at a cyanide concentration 
of 10“® Af , and the concentration of cyanide requiresd to inhibit 50 % of the total 
cyanide-sensitive respiration is about the same as that for cytochrome oxidase. 
It therefore seems reasonably certain that cytochrome oxidase is present in the 
hepatopancreas. 

Perhaps there has been no more fundamental contribution to the subject of 
cellular respiration than the di8ox)very by Keilin [1925] of cytochrome and of the 
part which it plays in living tissues [Keilin, 1929; 1933]. It seems, indeed, that 
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the cytochrome -f oxidase system is of almost universal occurrence in aerobic 
organisms, but its functional importance has been definitely established in only 
a few particular tissues. Although various unicellular organisms and some 
mammalian tissues have now been examined it must Ix' owned that the lower 
Metazoa have scarcely been studied at all from this point of view, although 
Keilin [1925] has studied thci biological oxidation and reduction of cytochrome 
in the wing muscles of the wax-moth, (killer la. 

An attempt was mad(^ to demonstrate the presence of cytochrome by micro- 
spectroscopic examination of slices of the hcpatopancreas. Whereas Keilin’s 
[1925] finding of cytochrome in the muscles of the radula was readily confirmed, 
no trace of cytochrome could be found in the hcpatopancreas. In this respect 
again the hepaiopanen^as resembles mammalian liver. The tissue is so darkly 
coloured that only small thicknesses of it could be examined, and it is therefore 
not impossible that minute amounts of cytochrome may have been present but 
evaded detection. The only visible band corresponded to the a- band of reduced 
helicorubin, and this was visible even after the tissue, which was used in the 
form of thin slices piled on top of each other, had been subjected to very 
vigorous washing. 

This pigment, helicorubin, is very widely distributed. It occurs in the gut 
juice of starving specimens of Helix, and according to MacMunn [1885], who 
described it under the name of entt'rohaematin, it is present also in the gut 
contents of many other gastropcxls and also in some crustaceans. Pantin [1932] 
states that it is to.lK" found also in the gut of an annelid worm, Aphrodite, It 
apfx^ars to be made in Ihe lu^patopancreas jind poured out into the gut, and “the 
helicorubin in the liver of the crayfish appears to be exactly the same as mol- 
luscan helicorubin" [Anson & Mirsky, 1925). In Helix at any rate it must 
probably b<‘ of physiological importancje, for if a starving snail be fed on filter 
paper, no trace* of helieoruliin can Ix^ detected in the faecal mass. This suggests 
that the pigment is not to lx* regarded simply as a waste product, analogous 
p(»rhaps to the bile jngments of the mammals, but that it is actively retained in 
the b(x^3^ In view of the fact that it is autoxidizable at the rather acid pH of the 
gut contents, Anson & Mirsky [1925] suggested that it might act as a respiratory 
pigment, but sinc*e it is found in the gut and the hcpatopancreas it is a little 
difficult to see how it could play any important part in the respiration of the 
animal as a whole. 

It seems not inappropriate at this point to put forward the tentative hypo- 
thesis that, while cytochrome is in all probability the chief ultimate H acceptor 
in many tissues, it is replaced by helicorubin in the h(?patopancreas of Helix, 
and perhaps elsewhere. Experinumts are in progress with a view to testing the 
possible truth of this hypothesis, and in thu meantime there is some apposite 
information. It is already knov^n that eytochromt* is replaced by other haematin 
compounds in certain tissues, among which mammalian liver is included. Keilin 
[1929] has shown that its place is taken by another type of hacmochromogen 
in facultative anaerobes, the liver cells of mammals and in the cells of some 
gastropods. The actiniohaematin of the Actinia is also a pigment of this kind 
[Roche, 1936, 2; see also the review by Roche, 1936, IJ. Helicorubin itself is a 
haematin pigment, the haem of which is identical with that of haemoglobin 
[Dh6r6 & Vegezzi, 1917; Anson & Mirsky, 1925] and very like that of cyto- 
chrome c, if not identical with it [Hill & Keilin, 1930]. In slightly acid solutions 
it is autoxidizable, a property which it shares only with haemoglobin, and with 
cytochrome in rather strongly alkaline solutions. Near the neutral point it 
loses this property but is then oxidizable in the presence of cytochrome oxidase. 
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just as is cytochrome itself under physiological conditions [Keilin, 1925, 1933]. 
These properties fit it, more than any other known haematin compound, to take 
the place of c5rtochrome. 

Evidence for the presence of cytochrome oxidase in the hepatopancreas of 
Helix has ali^eady been presented and there can he little doubt therefore that 
heliconibin, which is certainly present in this tissue, can be oxidized thei’e under 
the conditions obtaining in vivo. With regard to its possible reduction under 
biological conditions, some preliminary experiments have already shown that it 
is very rapidly reduced by traces of cysteine, and rather more slowly by certain 
biological systems. Further work in this direction is in progress. 

Summary 

1. The results of a number of experiments on the respiratory metabolism of 
the hepatopancreas of Hdix pomatia show that on the whole this tissue resembles 
the liver tissue of vertebrates fairly closely, but differs markedly from it in that 
its rate of respiration is much increased by galactose and galactogen. 

2. Succinate, lactate, a-glycerophosphate and alanine also increase the rate 
of respiration. 

3. During the winter the oxidation of galactose is largely suppressed, though 
succinate, lactate, a-glycerophosphate and alanine still produce their usual 
effects. It is suggested that this may be physiological seasonal change. 

4. The oxidation of succinate appears to be due to a typical succinic dehydro- 
genase. This is inhibited by narcotics and by malonate in the same way and to 
the same extent as the succinic dehydrogenase of other tissues. 

5. No rapid reduction of methylene blue by the tissue could be demon- 
strated under any of the conditions tried, nor could the respiration of normal or 
cyanide-poisoned tissue be accelerated by means of methylene blue. 

6. Cyanide in Jtf/lOOO solution inhibits 80 % of the respiration of the hepa- 
topancreas, and the inhibition seems to be attributable to* the poisoning of 
cytochrome oxidase. The presence of this enzyme seems to be liighly probable. 

7. No cyiiochrome could be detected spectroscopically in the tissue; the 
only haematin compound detectable in this way is helicorubin. A possible 
function of this pigment is tentatively suggested and discussed. 
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It is well known that most infants of both sexes secrete milk when newly born, 
the secretion being termed witches’ or sorcjerers’ milk. Halban [1904] described 
the phenomenon as a puerpural involution in the mammary glands of the newly 
bom infants. Billard [1837] considered the secretion to be imperfect milk loaded 
with leiieoeytes, ofttm ending in abscesses. Schlossberger [1852] has given an 
analysis of one sample, viz. total solids 3-25, fat 0-82, prot<‘in and sugar 2*83 and 
ash 0-5% . Three analyses by Gessner [1867] show the secretion to contain total 
solids 3-7-“10-6, fat 0‘8-l*5, total protein l*l~2-8 and lactose plus ash l*9”6-4%. 

In the present investigation, 5 samples of such secretions were coIlecit*d from 
infants of both sexes between 9 and 17 days old and submitted to as (joinjirt*- 
hensive an analysis as the small yields obtained pennitted. The milk was obtained 
by gentle squeezing of the enlarged breasts, the milk then being sucked up by a 
pipette and transferred to small glass bottles containing a trace of formalin. The 
yields were variable but in no case exceeded 1*8 g. 

By suitable management of fractions and adoption of microchemical t-t»ch- 
nique, the following analytical data were collected: total solids, nitrogen distri- 


Table I. Composition of milk from breasts of infants 


Sample Xo. 

1 

2 

3 

4 

5 

Sex 

M. and F. 

M. 

F. 

M. 

F. 

Age (days) 

8 (M.) and 17 (F.) 

9 

14 

10 

9 

Yield (g.) 

1'20 

0*35 

0*84 

1*77 

0*65 

As % of milk : 

Total solids 

8*67 

12*50 

7*36 

9*7r* 

10*.57 

Protein (N v 6*38) 

3*40 

7*23 

4*60 

2*68 

8*31 

Lactose 

1*80 

l-5() 

1*56 

2*67 

1*00 

(as glucose) 

0*99 

0*86 

(>■86 

1*47 

0*55 

Fat -f-ash, etc. (by difference) 

3*47 

3*71 

1*20 

4*41 

1*26 

0*14 

0*10 

0*14 

0*10 

0*12 

Total N 

0*53 

M3 

0*72 

0*42 

1*30 

Protein N 

0*34 

0*62 

0*51 

0*28 

0*71 

Casein N 

0*22 

0*52 

0*36 

0*21 

0*56 

Non-protein N 

0*J9 

0*51 

0*21 

0*14 

0*59 

Osmotic equivalents: 

Lactose equivalent of Cl 

2*74 

1*96 

2*74 

1*96 

2*35 

Lactose equivalent of N.P.N. (calc.) 

2*50 

4*30 

2*70 

2*40 

3*60 

As % of total N : 

Protein N 

65 

55 

70 

67 

55 

Casein N 

40 

46 

49 

33 

43 

Non-protein N 

35 

45 

30 

34 

45 

Casein in protein % 

63 

84 

70 

50 

79 

Peroxidase 

+ 

■f 

■f 

4* 

4- 

Phosphatase (units per 0*5 ml.) 

7*6 

( 1238 ) 

7*4 

7*5 

5*1 

6*9 
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bution, sugar and chloride content and evidence of the presence of peroxidase 
and phosphatase. The weights of samples were unfortunately too small to deter- 
mine fat and mineral distribution ; the amount of ash was in all cases too small 
to be determined accurately. 

Total solids were determined by drying at 100'. Nitrogen distributions were 
studied by separating the* casein at pH 4-6 with an acetate buffiT and (!entri- 
fuging, and total protein was determined by pn^cipitation with 4 % trichloro- 
acetic acid at 70" ■, all the nitrog<m fractions were dotermin(*d by micromethods. 
Sugars were (l(*termine'd by Maclean’s method for blood sugar. Peroxidase was 
t(?sted for by the benzidine-H202 method and phosphatase by the Kay & Graham 
[1935] technique. Table I gives the results obtainc^d for the 5 samples. 

All samples apyx^annl to contain fat since they showed the property of 
creaming on standing ; no churning of the fat had occurred during transit in the 
post. The fat content was not determined. 

Dificiission of results 

The total solids content was regularly higher than that reported by other 
workers, except a value for one sample given by (h^ssner. The highest total solids 
occurred around the 9th day, protein accounting for most (00-80 %) of the solids. 
It is probable that the secretion is at first watery, rises in total solids and protein 
content to the 9th day, and tlu‘n decreases in solids slowly and in protein rapidly, 
dut‘ to resorption in the following days. 

resorption ptTiod yields a s(»cretion which is higher in lactose and chloride 
than th(‘ pre-resorption jieriod. If the secretion obeys the same osmotic laws as 
normal milk, it can be stated that the higher non-protein nitrogen (*ontent of the 
s(‘CTetions (‘ontaining high total nitrogtm contents balances osmotically the low 
(*ontenls of sugar and chloridt*. This was roughly te.sted out in the following 
manner. In normal milk with only of the total nitrogen as non-protein 
nifiogen, the relationship betweeui lacto.se and chloride is expressed by the 

formula : + 19-6 C’l (A.) = 7-() [Davies, 19321. 

None of the present secretions obey this relat ionship, owing to the high non-protein 
nitrogen conUmt. The value 7-0-A. was plotted against the percentage of non- 
protein nitrogen for each case. This gave j)oints which lay roughly on a straight 
line represen t(Hl by the equation : 

Lactose equivalent of non-protein nitrogen = N.P.N. % x 3-f 2. 

Sugar, (‘hloride and non-protein nitrogen are thus responsible for most of the 
osmotic prc*8sure of these secretions. 

Protein, The amount of the total true protein represented by casein was 
variable, ranging from 50 to 84%. Generally, casein pt^rcentage was higliest 
when totarnitrogen was highest. The non-cascin protein, according to quali- 
tative precipitation teats, contained globulin, as saturation of casein-free filtrates 
wdth Na 2 S 04 and MgSO^ gave floccuient prt*cipitates. The amount of non-casein 
protein was lowest for samples with high non-proti^in nitrogen content. 

Oeneral. The secretions bear some rese'mblance in composition to those 
from the udders of pregnant heifers and dry non-pregnant cows [Woodman & 
Hammond, 1923], especially the latter. Close similarity exists in the low lactose, 
high total protein with low proportion of casein to total protein, and high non- 
protein nitrogen content. The appearance of globulin in amounts above those 
found in normal milk in the above and in infant secretions is undoubtedly asso- 
ciated with the abnormal functioning of the mammary glands, such as is found 
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before and immediately after parturition (colostrum). The secretion in infant 
breasts tends to resemble colostrum in composition, the main points of difference 
being the very low lactose and high non-protein nitrogen which does not occur in 
the latter. 

The secretions gave strong peroxidase reactions, due probably to the presence 
of leucocytes which were observed in all samples by microscopic examination. 
The phosphatase contc^nt was of the same level as that found in normal cow’s 
milk. 

Summary 

The analyses of 5 samples of secretions from the breasts of iiewly-bom infants 
from 8 to 14 days old are reported. The total solids, which range from 7-4 to 
12*5 % , consist mostly of protein and lactose. Compared with normal milk, the 
secretions are low in lactose but high in globulin and non-protein nitrogen. The 
secrt^tions contain appreciable amounts of peroxidase and phosphatase. 

The authors are indebted to Dr S. J. Folley for his assistance and interest in 
the work. 
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It has been shown [Knight, 1937, 1, 2, 3] that nicotinamide and aneurin (or 
certain closely related derivatives corrt^sponding to these two compounds) are 
iK'cessary for the growth of typical strains of Staph, aureus in a medium of 
known chemical composition. 

The activities of several compounds closely related to nicotinamide and 
aneurin which were previously tested [Knight, 1937, 3] showed that only a 
limited departure from these two chemical structures was compatible with the 
maintenance of growth activity. It was further found that a mixture of a 
pyrimidine and a thiazole, both having substituents corresponding to those of 
the component pyrimidine and thiazole rings of aneurin, could be used in plac(‘ 
of aneurin itself. The behaviour of the further series of compounds recorded in 
the present paper emphasizes the specificity of both the nicotinamide and the 
aneurin structures in the growth requirements of Staph, aureus. 

Technique 

The methods used for the growth tests were the same as those previously 
described [Fildes et al. 1930: Fildes & Richardson, 1937]. The test organism was 
a typical strain of Staph, aureus which could not grow on the basal amino-acid 
medium without th<» further addition of nicotinamide and ammrin (or the equi- 
valent pyrimidine + thiazole; see lielow). 

The substances to be tested fell into four categories : 

(1) Aneurin analogues: as substitutes for the complete aneurin molecule. 

(2) Pyrimidine series: as substitutes for the pyrimidine component of 
aneurin. 

(3) Thiazole series: as substitutes for the thiazole component of aneurin. 

(4) Pyridine series : as substitutes for nieotinaraide. 

The compound to be tested was added in serial dilution to the basal medium 
which was nutritionally adequate in all respects except for that component, the 
substitute for which was under test. Thus of the complete group of nutrients 
required for growth only one component was varied at a time. Pyridme deri- 
vatives (as substitutes for nicotinamide) were always tested in presence of 
an excess of aneurin (1 x 10~’' Jf). Similarly aneurin analogues or derivatives 
(pyrimidines and thiazoles) were tested in the presence of an excess of nicotin- 
wiide (1 X 10"® Jtf). When the component parts of the aneurin molecule were 
being investigated separately, i.e. either the pyrimidine or the thiazole moiety 
^ Ha^ey Stewart Research Fellow. * J.<everhulme Pesearoh Follow. 
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was being varied, then an excess of the corresponding thiazole or pyrimidine 
was added. Thus when testing thiazoles, 2-methyl-4-amino-5-aminomethyl- 
pyrimidine was used as the complementary active pyrimidine ; conversely when 
testing pyrimidines 4-methyl-5-j8-hydrox3^ethylthiazole was used. 

Growth was aerobic and incubation was continued for 3 days to allow time 
for slow utilization, if it occurred, to become apparent. Tn general the picture 
of activity shown within 24 hr. was not altered, qualitatively or quantitatively, 
on further incubation. Only in two cases have compounds apparently inactive 
at 24 hr. been found to permit grov^-th on longer incubation: these compounds 
were methyl nicotinate [Knight, 1937, 3 and Table IV] and 4-methyI-5-vinyl- 
thiazole (sec No. 14, Table III). 

The results obtained are collected in Tables I-IV; for completeness and 
convenience of comparison the chief results previously obtained are also in- 
cluded. Fig. 1 shows the structural formulae of aneurin and its components for 
convenience of reference. 



4‘Aniino-5-ammomethyl*2-niethylpyrimidine 



\ 


C^CH, 




4-Methyl«5*;3-lty(iroxyt*lhvllhiazoitt 


pyrimidine ring thiazole ring 



Aneurin cliloride 


Fig. 1. 

Aneurin analogues 

In all tills work where the typical active substances (e.g. aneurin) are of 
high potency it is necessary when testing closely related substances to be certain 
that apparent activities are not due to contamination by active impurities. In 
these circumstances failure to obtain growth is acceptable evidence of lack of 
activity, whereas an apparently lowered potency must be regarded scjoptically, 
until it can be shown, either by repeated purification leading to no alteration of 
activity, or by the method of synthesis, that an active impurity is not the cause 
of the observed growth. 

The much lowered potency of the “woaneurin”, about 1/10, 000th of the 
activity of aneurin, is probably real. From the method of preparation [Andersag 
& Westphal, 1937, pp. 2050-1] no contamination with aneurin itself seems 
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Table I. Aneurin analogues 

Cone. 

Growth 


M 

24 hr. 

Aneurin chloride HCl 

1 X 10-8 

4- + 4- 4- 


2xl0-» 

4- + 4* 


4 y 10 “io 

+ 4- 

»» 

8 X 10-» 

? 

t«oAncurin 

1 X 10-8 

+ + 4- 


1 X 10-* 

? 

4- correct pyrimidine 10“’ ..W 

1 y 10 ’ 

4- 4- + 

,, -f corrc(‘t pyrimidine 

1 y 10 8 

V 

Chloroaneurin 

1 X 10“8 

+ -f 4- 


1 X 10“8 

? 


1 X 10-’ 

0 

,, + correct pyrimidine 10“’ Af 

1 X 10-8 

4- 4- 4- 4- 

,, correct pyrimidine 10 *’ 3 / 

1 X 10 8 

4-4-4- 

Aneurin minua hydroxyethyl group 

1 X 10“8 

0 

,, ,, ,, + correct thiazole 2 X 10“’ .1/ 

1 X 10-8 

-f 4- 4- -f 

2 -M ethy laneuri n 

1 X 10-8 

0 

4- correct thiazole 1-0 x 10“’ 3 / 

1 X 10-8 

4- 4- 4- 


Anrurin: Hynlhctic specimen (Merck). 

?>oAneurin: having CHj at H instead of 2 in the pyrimidine. (I.G. Karbenindustrie; trans- 
mitted by Dr A. l..woff.) 

( ’hloroaneurin : having Cl instead of CH3 at 2 and CHj at 6 in the pyrimidine. (Dra Borgel & 
Todd.) 

Aneiirin minus hydroxyethyl group: lacking the 5 -/ 3 - hydro xyethyl group of the thiazole 
ring. ( Bergel & Todd.) 

2-Methylaneurni : having an additional (’Hg at 2 in the thiazole. (Bergel & Todd.) 

In this and in subsequent tables: 

+ -f f + , et<*,: '-numljer of signs proportional to related mass of growth, 
tr. -'-trace of grow^th just visible to the naked eye. 

? - just detectable effect visible to naked eye. 

0 — no detectable effect at concentration ahowm. 

possible. Using the ‘S‘,sroaneurin as a source of the thiazole only, that is, adding 
also 2-methyl-4-amino-o-annnomethyJpyrimidine, there was an enhancement of 
activity, although not reaching the level expected from equivalent active pyrimi- 
dine -f thiazole mixtures. 

Similarly the much rc*duced potency of the ‘‘chloroaneurin’' is probably real 
and not due to active impurity. Bergel & Todd [1937] reported that this com- 
pound apparently possessed some vitamin activity on one occasion, but further 
examination of the material failed to confirm this. Tlie chloro compound was a 
potent source of the thiazole for Staph, aureus when tested in the presence of the 
correct pyrimidine. 

Tht^ other two aneurin analogues tested have both altered substituents in 
the thiazole ring and their lack of activity is confirmed by the inactivity of the 
corresponding thiazoles in thiazole-pyriraidine pairs (Nos. 6 and 12, Table 1X1). 
These two analogues were found by Bergel & Todd [1937] to be devoid of 
vitamin activity for rats. 

Pyrimidines 

The results with the new pyrimidines tested confirm the conclusions of the 
previous work [Knight, 1937, 3]. The apparent activity of 2-methyl-4-methoxy- 
5-aminoethylpyrimidine (No. 4, Table II) was undoubtedly due to contamination 
with the corresponding active 4-amino compound (No. 1, Table II). This is 
clear from the mode of preparation of the 4-methoxy compound [Andersag & 
Westphal, 1937, pp, 2046-7] which involves the separation of a 4-methoxy 
compound from the corresponding 4-amino compound by different solubilities 
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in methanol. This might easily permit sufficient contamination of the former by 
the latter to account for the apparent activity; contamination of less than 0*1 % 
would suffice. 

The observed effects with all the pyrimidines tested show that the essential 
substituents of the ring for activity are : a CH3 group at position 2 ; an NHg group 
at 4; and at position 5 a CH3 group substituted in certain wavs. Thus at 5, 
— CH2NH2, — CHgOH and — CHaNH.CSH permit growth; but — CHgCO.NH^ 
dot^s not, nor does an unsubstituted — CH3. 

These results have a bearing on the question of whether Staph, aureus 
requires the complete molecule for its growth activity and whether it does in 
fact join an active pyrimidine and thiazole together to make aneurin when given 
the two components. The — CHj — at position 5 is that which forms the link 
between the pyrimidine and thiazole rings in aneurin. Since the results in 
Table II show that the nature of the groups attached to this o-CHg — group 



Table II. Pyrimidines 

(bnc. 

Growth 



M 

24 hr. 

1. 

2-Methyl-4-amino-5-aminomethylpyrimidine 

1 X 10 » 

. + f 4- + 


2 X 10 ® 

+ + 



4 X 10 -w 

+ 



8 X J0-“ 

9 

2. 

2-Methyl-4-amino-5-hydroxymethylpyrimidine 

1 xlO » 

+ + + + 


1 ^ 10“ 

+ + 



1 X 10 »» 


3. 

2-Metbyl-4-amino-5-tliioformamidomethylpyrimidine 

1 xlO « 

+ 4- + 4 



1 xlO" 

4 



1 X 10 » 

0 

4. 

2-Methyl-4-methoxy-5>aminomethylpyrimidine 

' 1 X 10 ’ 

4- 



2x10“ 

4“ 



4 X 10-’“ 

0 

5. 

(2-Metbyl-4-aminopyrimidyl (5))-acetamide 

1 X 10- 

0 

0. 

2-M6thyl-4-bydroxy-5-aminomethylpyrimidiiie 

2xl0-« 

0 

7. 

2-Methyl-4-bydroxy-6-hydroxymethylpyrimidine 

2 X 10“« 

0 

8. 

2:5-I)imethyl-4-aminop3rrimidinc 

1 X 10 

0 

9. 

2:6-Dimethyl-4-hydroxy-5-ammopyrimidjne 

1 X 10-6 

0 

10. 

2-Methyl-4-hydroxy-6-ammopyrimidine 

1 X 10-6 

0 

11. 

2-Methyl-4-mercaptopyrimidine 

1 X 10“ 

0 

12. 

2-Hydroxy-4-aminopjTimidiiic (cytosine) 

2 X 10-6 

0 


* The apparent activity of No. 4, 2-methyl-4-methoxy-5-aminoinethylpyrimifiine, was un- 
doubtedly due to contamination with the corresponding 4-amirio compound (No. 1. si'c p. 1243). 
The specimen was an l.G. Furbenindustrie product. 

Nob. I, 3, 6, 7: obtained from Drs A. R. Todd & F. Bergel. 

Nos. 2, 4, 5, 9: obtained from l.G. Farbenindustrie and made by Andersag & Westphal f 1937]; 
transmitted by Dr A. LwoflF (Institut Pasteur, Paris). 

Nos. 8, 10, 11: obtained from Hoffmann- 1>a Koohe; transmitted by T)r A. Lwoff. 

No. 12: synthesized by Hr G. M. Richardson [1930]. 

does affect the growth activity, this is evidence that the S-CHg — group is 
concerned in whatever function the pyrimidine has. The relative effects of the 
differently substituted S-CHg — group and the unsubstituted 5-CH3 group 
probably indicate that the pyrimidine and thiazole are joined by Staph, aureus, 
this being possible with — CH^NH*, — CHgOH, more difficult with 
— CHgNH.CSH, but not possible with -^HgCO.NHg or — CH3. On chemical 
grounds the formation of the thiazolium compound is likely with the first three 
groupings; the corresponding S-CHgBr — pyrimidine is used in the Williams & 
Qine [1936] synthesis. It is not likely with — CHg and hydrolysis of 
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— CHgCO.NHg would yield — CHgCOOH, having one carbon atom too many for 
the link. 

Hypotheses suggesting that an active pyrimidine and thiazole are used by 
Staph, aureus separately for different reactions, or for different parts of the samc^ 
process, with the corollary that aneurin itself is split into its two (iomx)onents 
seem improbable in the light of these findings. Hills fl93S], who showed that 
aneurin or the corresponding pyrimidine and thiazole together were nticessary 
for the normal metabolism (aerobic or anaiTobic) of pyruvate by Staph, aureus, 
found that the maximal effect of adding the two components simultaneously 
appears slightly lato than the full effect of adding aneurin in a parallel experi- 
ment, suggesting a short lag while aneurin was made by linking the components. 
Other reasons for believing that the complete molecule or derivatives of it, arci 
the active substances required for essential metabolic reactions in Staph, aureus, 
are discussed later. 

Thiazoles 

The most interesting new features shown by the thiazoles now examined are 
the reduced but real potencies of the jS- and y-hydroxypropyl compounds (Nos. 9 
and 10, Table III), the delayed e^ffect with the vinyl compound (No. 14, Table III), 
and the activity of 4-methyl-5-j3-acetoxy€‘thylthiazole (No. 2, Table 111). Together 


Table III. Thiazoles 


1 . 4-MethyJ-5-/8-hy(lroxyethylthiazole 


2. 4-Mot hjd-o-jS-acetoxyethylthiazolo 

3. 4-Metliyl-«‘)-*-hy(lr<>xyothyU hiazole 

4. 3- B<‘iizyl-4-mothyl-5-j3-hydroxyethyIthiazok*’*' 


5. 3-(4'(i5')-Methylimiciazole)-4-methyl-5-j3-hydruxyi‘thylthiazole* 


6. 2:4-l)iraolhyl-5- )3-hy<Jroxyethy Ithiazole 

7. 2-Hy droxy-4-niethyl -5 - jS-acot oxyothy It hiazole* 

8. 4-Mothyl-5-ethylthiazolo 

y, 4-Methyl -5- jS-liydroxypro])ylthiazole 

1 0. 4-Methyl-5-y-hydroxyiiropylthiaz<)le 

1 1 . 4:5- Dimethy Ithiazolo 

12. 4- Methy It hiazole 

13 . 4-Methyl -5 -raercaptothia zoic 


1 4. 4-Methyl-6- vinyl thiazole 


5xlO-^V 
5 X 10-* 2/ 


Cone. 

Grow'th 

M 

24 hr. 

5 X 10'* 

+ -r + 

1 > 10 -» 

+ 4- + + 

2x10-* 

+ + 

4 X 10-»® 

tr. 

1 X 10'* 

+ + + 

.> X 10“’ 

0 

1 xlO « 

-r 

1 X 10-’ 

+ -r 

1 X 10“* 

tr. 

1 X 10 « 

■ 4 - -4- -}- 

1 < 10”’ 

4- + 

1 A 10“* 

+ 

5 X 10-^ 

0 

1 X 10-*^ 

0 

5 X 10"’ 

0 

5 X 10“’ 

+ + 

.1 X 10“* 

0 

5 X 10 ■’ 

-t- 

5 X 10-* 

0 

1 X 10-’ 

0 

1 xlO « 

0 

1 X 10* 

0 

f2 hr. 

43 hr. 90 hr. 

0 

tr. + 

0 

0 0 


* Nos. 4 and 5. The apparent activity of these two cora|)oiind« was prohably duo to con- 
tamination with the correct thiazole (i.e. not substituted at 3) from which they would he prepared 
(see text, p. 124«). 

Nos. 1 and 12. Synthesizod by Drs A, R. Tcnid & K. Bergel. 

Nos. 2 and 7: l.G. Farbenindustrie product fAndersog & VVtwtphal, 19371; transmitted by Dr 
Lwoff. 

Nos. 4, 5, 11 and 13: HoflPmann-La Roche product; transmitted by Dr LwoflF. 

Nos. 3, 6, 8, 9, 10 and 14: obtained from Dr E. R. Buchinan (California Institute of Technology, 
Pasadena, U.S.A.). 
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these show that there is some, although limited, scope for variation in the 
structure of the thiazole which is an essential part of the growth requirements Oi 
Staph, aureus. 

The activity of 4-methyl-5-j3-aoetoxyethylthiazole is not unexpected; con- 
version into the aneurin thiazole (5-j3-hydroxyethyl) merely involves hydrolysis 
of the acetate. Staph, aureus is known to be able to hydrolyse an ester link, as in 
methyl nicotinate (see Table IV). 

We are assured by Dr E. R. Buohman, who supplied us with the specimens 
of 4-methyl-5-j8- and -y-hydroxypropylthiazoles that the activities we observe 
are not due to traces of contaminating active impurity (the aneurin thiazole). 
He and his colleagues had occasion to examine this point with regard to Phyco- 
myces growth activity (see Ik‘1ow) and found that these hydroxypropyl derivatives 
pltLS the correct pyrimidine had activities equal to the corresponding aneurin 
analogues which had been recrystallized several times. The quantitative equi- 
valence found could not therefore be explained by an active impurity in these 
two cases. We feel confident that tests of the corresponding aneurin analogues 
on Staph, aureus will confirm the real but much lower potency (e.g. 1/1000) of the 
4-methyl-5-j8- and -y-hydroxypropylthiazoles found in the present tests. The 
hydroxypropyl aneurin analogues had no antineuritic activity in rats at a dose 
1000 times the curative dose of aneurin (Dr E. R. Buchman; private com- 
munication). 

The delayed activity of the 4-methyl-5-vinylthiazole (No. 14, Table III) is 
real ; an active contamination would give an immediate response. It is reasonable 
to suppose that some of the active 5-j3-hydroxyethyl compound is formed by 
addition of water to the — CH=CH 2 side chain. The effect with the vinyl com- 
pound is presumably delayed while this takes place. 

The inactivity (no eflFect at 1 to 2xlO~’Jkf) of the 4-methyl-5-a-hydroxy- 
ethyl-, 4-methyl-6-ethyl- and 4:5-dimethyl-thiazoles, and the lowered potency of 
the hydroxypropylthiazoles (an effect at 5 x lO^'^ilf ) compared with the activity of 
the aneurin thiazole (4-methyl-5-^-hydroxyethylthiazolo) which shows a detect- 
able effect at 10“* Jf, illustrates the importance of the side chain at position 5. 

It is also interesting that substitution of a — CHg or — OH group at position 2 
in the thiazole ring (Nos. 6 and 7, Table III) inactivates an otherwise active 
thiazole; the same holds for a corresponding aneurin analogue (2-methylaneurin). 
When aneurin is oxidized to thiochrome it is the C atom at 2 in the thiazole 
ring which links with the nitrogen in the 4-amino group in the pyrimidine. The 
inactivity of these 2-substituted thiazoles suggests the question whether oxida- 
tion to thiochi*ome is involved in any of the metabolic functions of aneurin. 

The apparent activity of the two N-substituted compounds, Nos. 4 and 5, 
Table III, cannot be accepted as real without examination of further purified 
specimens, since the method of preparation, from the highly active aneurin 
thiazole itself, renders contamination by the latter very probable. Furthermore 
similar pure quaternary salts have been found inactive in the Phyconiyces 
growth test, which in general parallels the growth effects with Staph, aureus 
(E. R. Buchman, private communication). 

Aneurin and its pyrimidine and thiazole components in the growth 
of various organisms 

The observation that the pyrimidine and thiazole components of aneurin 
together were as effective in the growth of Staph, aureus as aneurin itself [Knight, 
1937f 3] has been extended to other micro-organisms. It has been shown that 
ihe corresponding thiazole-pyrimidine pairs are effective in the growth of the 
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mould Phycomyces blahealeeanus [Schopfer & Jnng, 1937; Schopfer, 1937; 
Sinclair, 1937 ; Robbins & Kavanagh, 1937 ; 1938], Similarly Lwoff & Dusi [1937 ; 
1938], Lwoff, A. & Lwoff, M. [1937; 1938] and Lwoff, M. [1937J have exttmded 
the field of action of aneurin or its components by showing that they are essential 
nutrients for certain unicellular protista [Evmryotes ; Lwoff, 1932]. 

A comparison of the need for aneurin or its compontmts in a wide group of 
fungi has been made by Robbins [1938] and Robbins & Kavanagh [1938, 3], for 
species of the genus Uaiilago by Schopfer & Blumc^r [193SJ, and for Mucor 
Mamannianus (Moll) by Muller & Schopfer [1937]. 

These investigations have shown that there are some species which need be 
given only one or other of the aneurin components, while other specit's cannot 
utilize tht5 two components but must be given the complete aneurin molecule. 
Of the latter type are the flagellate trypanosome Strigomonas oncopelti [Lwoff, M. 
1937] ; the ciliate GUittcoma piriformis [Lwoff, A. & Lwoff, M. 1937, 2; 1938] 
and Ustilago scabiosae (Sow.) [Schopfer & Blumer, 1938]. Aneurin analogues 
inactive for Staph, aureus were also inactive for Glaucoma piriformis [Lwoff, A. & 
Lwoff, M. 1938]. 

All the strains of Staph, aureus examined in our laboratory (now about 30 
typical strains) have required both the pyrimidine and the thiazole. In no case 
has a strain btien observed vrhich needed only one of them, or which could utilize 
only aneurin and not the two components. It is possible that other species of 
bacteria may be found which exhibit these growth requirements. 

We are indebted to Dr G. P. Gladstone for the unpublished observations that 
an examination of the filtrates from cultures of Chromobact. prodigiosum, 
Pseudmnonas pyocyanea^ li. subiilis and Bad. typhosum, has shown that all these 
bacteria, cultivated in media which do not contain aneurin, do in fact spithesize 
this substance (or its two components) since the filtrates can supply the aneurin 
requirements of Staph, aureus. This is an extension of the earlier observation 
of Hughes [1932] with Bad. coli. For these bacteria therefore the dispensability 
of aneurin (or its components) as a nutrient essential does not mean that this 
substance may not be involved in their metabolism ; it is in fact synthesized by 
these organisuiB. 

Robbins & Kavanagh [1938, 3] found that those species of fungi which 
required only one or other aneurin component for growth synthesized the com- 
plementary component, since the culture filtrates could supply both components 
to Phycomyces blakesleeanus. Analogous observations for Mucor Ramannianus 
and Rhodotorula were made by Muller & Schopfer [ 1937] each organism supplying 
one component to the other. In general therefore it is found for the organisms 
discussed here that a need for one or both aneurin components, or for aneurin 
itself, as nutrients, reflects the relative ability of the organism to sjTithesize 
aneurin. The latter appears to be required in the metabolism of all of them, and 
it or its components are nutrient essentials if they cannot be synthesized. 

An examination of the specificity of pyrimidines and thiazoles which can 
be used by various fungi and unicellular protista in place of the aneurin which 
provides essential nutrient material for them, and a comparison with similar 
observations for Staph, aureus^ supports this view. Generally speaking the 
specificity in the growth of Staph, aureus is paraUeled by the effects shown by 
Phycomyces [Robbins & Kavanagh, 1938, 1, 2; Schopfer, 1937; Sinclair, 1937] 
and by the protista studied by Lwoff & Dusi [1938, 2, 3], It will therefore be 
simplest to note only the points of difference. 

(a) ^-MeihyUi-amino-S-thioforniamidomei^ylpyrimidivs. Sinclair [1937] 
found for Phycomyces blakesleeanus that this compound was less potent than the 

79—2 
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corresponding 5-aminomethyl derivatives, in agreement with the results with 
Staph, aureus. Bobbins 4; Kavanagh [1938, 1] confirmed this, using a sample 
of the 5-thioformamidomethyl derivative from the same source as the si)ecimens 
used by Sinclair and by Knight, namely Dr A. R. Todd. Further, Robbins & 
Kavanagh showed that the activity of the 5-thioformamidomethyl derivative 
decreased on autoclaving to sterilize, a filtered solution being the most active. 
This did not occur with the 5-hydroxymethyl or 5-bromomethyl derivatives. 
Presumably it would not occur with the 5-aminomethyl derivative which would 
be the probable active contaminant of the 5-thioformamidomethyl compound 
if one were present (this follows from the mode of synthesis [Todd & Bergel, 
1937]). Schopfer [1937] with a different specimen of the 5-thioformanudomethyi 
derivative (Hoffmann-La Roche) recorded only very' feeble activity for Phyco- 
myceSy but he used an autoclaved solution. Lwoff & Dusi [1938, 2] found that 
a specimen of the 5-thioformamidomethyl derivative (also from Hoffmann-La 
Roche) but not autoclaved, had activity for Polytomella caeca and Chihmonas 
paramoeciumy but was less potent than the corresponding 5-aminomethyl com- 
pound. With the exception of Schopfer 's results, probably explicable by loss of 
activity on autoclaving, all the observations are in agreement that the thio- 
formamidomethyl derivative can bt^ utilized by Staph, aureuSy Phyconujee.^ 
blakesleeanuSy Polytomella caeca and Chikmouas paramoeciurny but in all cases is 
less readily available than the corresponding 5-aminomethyl, bromomethyl or 
hydroxymethyl derivative. This suggests a common objective in the utilization 
of the pyrimidine by all these organisms. 

(6) Thiazoles, The most striking difference of behaviour in the utilization of 
thiazoles by the different organisms considered here is that shown with the 
compound 2:4-dimcthyl-5-j3-hydroxyethylthiazole. This was inactive for Staph, 
aurem (No. 6, Table III) and for Phycamyces blakesleeanua [Robbins & Kavanagh, 
1938, 2] ; but Lwoff & Dusi [1938, 3] using the same specimen as we have us(‘d 
in the present work find that it can be utilized by the flagellatt^s Polytorna 
cavjdatum, P, ocellatum, and Polytomella caeca. The corresponding 2-hydroxy-4- 
methyl-5-j8-acetoxyethylthiazole was inactive for these flagellates as it was for 
Staph, aureus (No. 7, Table III). 

With the exception of this difference the specificity of the pyrimidine and 
thiazole components of aneurin is the same for all the organisms discusst^d here. 
These results emphasize the high specificity of the aneurin structure in the 
physiology of all these varied types of organism and also harmonize with the 
results obtained by Bergel & Todd [1937] with aneurin analogues for anti- 
neuritic activity in the rat, suggesting a fundamental metabolic role for aneurin 
common to all these organisms. 

Compounds related^ nicotinamide 

The results collected in Table IV^ emphasize the specificity of nicotinamide 
and two closely related compounds in the growth of Staph, aureus. One of the 
functions of the nicotinamide must be to contribute that molecuh^ to the 
synthesis of codehydrogenase I or II (pyridine nucleotide phosphate com- 
pounds) which Staph, aureus is known to produce. This follows from the fact 
that the organism is known to synthesize the F factor’’ for Haemophilus 
parainfluenzacy which Lwoff, A. & Lwoff, M. [1937, 1] have shown to be identical 
with either codehydrogenase I or II. Nicotinamide is more active than nicotinic 
acid, in agreement with the fact that it is the amide which is requiresd in the 
codehydrogenase. Staph, aureus can make the amide from the acid if necessary. 
It appears therefore that Staph, aureus must find nicotinic acid preformed be- 
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Table IV. Pyridine derivatives 


1. 

Nicotinamide 

Cone. 

M 

2 X 10-’ 

Growth 

24 hr. 

2. 

Pyri(!ine-3-carboxylic acid (nicotinic acid) 

4 X 10'« 

8 X 

1 X lO-* 

+ + 

9 

4.^4. 4- 

3. 

Methyl nicotinate 

2 X 10-’ 

5 X 10-’ 

-f (3 days) 

4. 

l*yridine-3-carboxyIic acid diethylamide (“Coramine”) 

1 X 10-’ 

1 X 10-® 

? (3 days) 
0 

.5. 

l*yridinc-3-8uljjhonale 

1 X 10“‘ 

0 

0 . 

Pyridin<*-3'nitrile 

2 X 10~® 

0 

7. 

3 -M et by I pyridine ( pi col i nc) 

1 X 10-^ 

0 

8. 

Trigonelline methyl Hiilphate 

] X 10"« 

0 

9. 

Trigimelliue chloride 

1 X 10-* 

0 

10. 

Pyridine-4-carhoxylic achl (//Jonicotinic acid) 

J X 10 4 

0 

11. 

Pyridine-2-carboxylic acid (picolinic acid) 

1 xlO * 

0 

12. 

Pyridine*2:3-dicarboxylic acid ((piinolinic acid) 

1 X IO-« 

0 

13. 

2:4- 1 )imethylpyridinc-3:5-dicarhoxylic acid 

1 X 10-< 

0 

14. 

2:4:(i-Tritnethylpyridinc-3:5-dicarboxylic acid 

1 X 10-* 

0 

15, 

Nicotine 

1 xlO’6 

0 


Xone of th<* conijiounds uh}<*h failed to jiemiit growth was^ toxic, since grow’th ensued on 
Hubsequently adding nieotinaiiude. Failure of grow'th was therefore due to non-utilizability. 

Xo. 4. “(Virainine” was obtained from Messrs ('iba. Ltd., through the courtesy of Dr K. 
Miesi'hcr. 

Xcis. (i and 9; obtained from Dr H. King. 

Xos. 10 and 12: obtained from Prof. G. H. flemo. 

Xo. 2. A eominereial a})eciinen of nicotinic acid W’hi(*h even on rejieated crystallization from 
wat(‘r gtiA'c pale yellow w'artv clusters of nwdles, w^as obtained frec» from the persistently associated 
impurities by sublimation and recrystallization from water after digestion wdth norite charcoal. 
It then sejiarated in long colourless fiat needles, M.r. 232'^ (unc‘orr.). 

Xo. o. Vyndine-^-siAphotiic acid was prepart'd by a method basetl on those given by Meyer & 
Kilter [1914] and Gastel & Weibaul |1934|. 

Xo. 8 Trujohflline methyl sulphate. Xieotinic aidd (1*0 g.) and freshly distilled dimethyl 
sulphate (9-8 ml.) heated at 120 for lo min., yielded a viscous gum which when crystallized from 
alcfihol gave colourless prisms of the incthosulphate, m.p. 210 . The alcoholic solution with picric 
acid yielded trigonelline picrate, m.i*. 204 . 

No. 13. 2:4- Dunethytpyr id ine''i'Carbo 2 'ylic acid hydrocMoride wm-s prepared according to 
Michael | iHSo], 

Xo. 14. 2:U(\-Trimethyl2tyridt»e-*i:^-dtcarbojrylic acid {K mlf) was prepared according to 
Hantzsch fl8S2]. 

Xo. II. 1’he copjKT salt of pyridinc-2-oarboxylic acid w'as obtained from Prof. G. R. Clerao, 
and the five acid (m.p. 130 ’) was pix'pared from it by passing HjS over the dry salt and extracting 
with water. 

Nos. 7 and 15 were both commercial specimens. 


cause it cannot synthesize it : the remainder of the codehydrogenase molecule 
(ribose, adenine) it can synthesize. The inactivity of the diethylamide (‘‘cor- 
amine’’) indicatt‘s that the organism cannot remove the two ethyl groups. It 
can hydrolyse the methyl ester of nicotinic acid since methyl nicotinate is 
active, although growth is delayed. The other compounds in Table TV, all of 
which are inactive, emjjhasize how small an alteration from the structure 
appearing in the codehydrogenase molecules produces inactivity in growth. 

Nicotinic acid has been found among the nutrient requirements of strains 
of C. diphtheri<ie by Mueller [1937] and of strains of dysentery bacilli by Koser 
et al. [1938]. Fildes [1937] has indicated a series of bacteria whose relative 
abilities to synthesize the whole or parts of the codehydrogenase 1 or II merfe- 
cules are reflected in the nutrient requirements of the different species. It 
appears probable that the organisms studied by Mueller and by Koser et ah will 
be found to synthesize codehydrogenase I or II, or both. 
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Summary 

An examination of a further series of aneurin and pyridine derivatives 
emphasizes the previous conclusion that aneurin and nicotinamide are highly 
specific in the growth requirements of Staph, aureus. Only very limited de- 
partures from these structures are permissible if growth activity is to be main- 
tained. 

A comparison with similar observations made upon other types of organisms, 
in particular certain fungi and unicellular protista, suggests an underlying 
biochemical unity. 

This work has been carried out under the direction of Dr P. Fildes who, 
with Dr G. P. Gladstone, has been responsible for the bacteriological side of 
the work. 

Grateful acknowledgement is made to the numerous persons mentioned in 
the text who have made this work possible by supplying specimens of many of 
the compounds tested. We are particularly indebted to Dr E. R. Buchman and 
Dr A. LwofiF for close liaison in communicating to us their results in this field. 
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Note added 8 June 1938. Since the above was written Woolk'y, Strong & 
Madden {J. bid. Chem. 1938, 123, Proc. cxxxi) have reported a similar high 
specificity of structure for pjTidine derivatives in the cure of canine black-tongue. 
They had previously shown that nicotinic acid or its amide could effect the 
cure (Elvehjem, Madden, Strong & Woolley, J. Amer. chem. Soc. 1937, 59, 
1767 ; J. biol. Chem. 1938, 123, 137). The non-utilisable derivatives agree 
with those? found for Staph, aureus with the exception that /8-picoline has a 
definite effect, and nicotinic acid 3/^-methylamide a slight effect with the dogs. 
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The literature concerning the existence of diiforent substances in fish liver oils 
which give a colour with antimony trichloride has been reviewed recently in 
detail in this Jouriml by Edisbury ei aL [1938] and by Gillain et ah [1938]. These 
investigators have established the existence in freshwater fish liver oils of a 
higher homologue of vitamin A, the ‘*693 m/x chromogen” or “vitamin 

Pull details are given below of experiments reported briefly elsewhere 
[Lederer & Rathmann, 1938], which show that vitamin A 2 gives in the presence 
of SbCla a second absorption band not previously observed. This band is of 
importance for the calculation of the relative quantities of vitamins A^^ and Ag 
in any given material. Our paper deals further with data obtained from oils of 
freshwater fish from different parts of Europe as w(^ll as from oils or fats from 
other animals. Experiments dealing with the absorption of vitamin Ag from the 
intestine and its accumulation in the liver of the rat and the frog are included. 

Expebimental 

Unsaponifiable fractions were prepared by the^ usual methods [of. Gillam 
ei ah 1938]. The livers and intestines were hydrolysed with aqueous or alcoholic 
NaOH (5-10%) and extracted with ether; the resulting concentrate was 
saponified. As the alkaline hydrolysis was always accompanied by a partial 
saponification of the oil, no values for the oil content werti available. In Tables I 
and III arc given the weights of the unsaponifiable fractions calculated for 100 g. 
of fresh organ. All measurements were made on the unsaponifiable fractions. 
For the determination of absorption coefficients a Hilger-Nutting visual spectro- 
photometer was used. All readings were repeated at least twice by one of us 
and controlled by the other. In Tables I and III it was thought sufficient to 
give the data for 7,?,. 695 m/x, as the corresponding values for 650 and 620 m/x 
can be easily calculated from the ratios £ 695m/x/JE 650m/[x and i?695mju/ 
E 620 m/x given in the tables. 

The inhibitor (Table III, no. 18) W€is prepartni as follows. After saponification 
of the pike liver oil (Table III, no. 17) the ether-extracted soap was acidified with 
5 % H 2 SO 4 and extracted three times with ether. The solvent was dried with 
Na 2 S 04 and distilled off. The colourless residue crystallized incompletely. 
20 mg. dissolved in 0-1 ml. CHGI3 were added to 0*2 ml. of a solution of the pike 
unsaponifiable no. 17 of Table 111. 

The 650 mp, band of vitamin A 2 

There is evidence that vitamin Ag is a higher homologue of vitamin Aj, 
having six conjugated double bonds, a ring of jS-ionone and one hydroxyl group 
[Gillain et al. 1938]. It would be surprising if this substance had only one 
^(uption band in presence of SbClg, seeing that vitamin A, and other natural 

( 1252 ) 
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carotenoids with hydroxyl groups (zeaxanthin, lutein, violaxanthin) show two 
bands [Castlee^aZ. 1934; Gillam, 1935: Euler & Karn^r, 1932 ; Eule^e^aZ. 1932].The 
hydrocarbons (a- and j3-carotc*ne, lycopene and ?.vocai*ottme) show only one band 
[Karrer & Walker, 1933; Gillam, 1935]. This is also true for synthetic polyenes. 
Thus the tetradeeapcntaen-ol of Kuhn & Griindmann [1938] gives two bands 
with SbClg, whereas the tetradeeahexaene prepared from the former by splitting 
off water gives only one band. The «pocarotinols of Euler el aL [1938] seem to be 
exceptions to these rules. 

We hav(^ found that vitamin Ag has indeed a second band (situated at ()45- 
650m^) hut this band is usually masked, just as is the second band of vitamin A^ 
at 580m/Lt; it can be made visible by adding an inhibitor, in th(i same way as 
can the second band of vitamin Aj [Emmerie et al, 1931; Eekelen ei ah 1931; 
Castle et ah 1934]. 

Table 111 shows the intensity of absorption at 695 m/t of concentrates from 
fish liver and intestines. For those which have a relative* absorption intensity 
i? 695m)Lt/A^ 620m/x higher than 2, the intensity of absorption at 650 m/x is 
about two-thirds of that at 695 m/x, the quotient A" 695mjLt/£’ 650m/x varying 
from 1*38 to 1*80. This variation is probably not significant, so that it may be 
concluded that both bands an* due to the same substance (scm* Fig. 1). 

The 650 m/x band can >je clearly seen on adding to the solution of the un- 
sapfuiifiable in chloroform the fraction of fatty acids obtained after saponifi- 
cation of freshwater fish liver oils. The absorption at 695 m/x is much diminished, 
while absorption at 650 and at 620m/x remains almost unchanged (Table 111, 
nos. 17, 18). 

The band at 640 or 645 m/x observed in some* natural oils [Heilbron el ah 1931 ; 
Morton, 1932; Edisbury et ah 1938: Gillam et ah 1938] sec'ms to correspond to the 
645-650 m/x band of vitamin A 2 . After saponifi(*ation of these oils the inhibitor 
is removt*d and th<* 693 m/x band reaches its full stiengih and masks the second 
band (cf. Gillam et ah 1 1938], oil of Huso huso). The same band is seen in partialh’^ 
saponified oils together with the 693ra/x band and is then located at 645 m/x. 
On the other hand, the 645in/x band is soni(*times observed in partially decom- 
posed vitamin A 2 concentrates [Gillam et ah 1938] ; its appearance is due in these 
cases also to a diminution of the inkmsity of the 693 m/x band. 

In some natural oils full inhibition of the 693 and 650 m/x bands occurs and 
such oils show only a wt*ak band at 6l0m/x (Table III, no. 2). After complete 
saponification the 610 m/x band diaapj)ears, overshadowed by the strong 693 m/x 
band. 

Quantitative detenni nation of vitamins A 2 ond A j 

Until quite recently the determination of the relative quantities of vitamins 
Aj and present in an oil was based on two assumptions: (1) that A 693 m/x 
for vitamin A.^ has the same value as E\ J;,; 620n)/x for vitamin A^, i.e. about 5(X)0 
[Edisbury et ah 1938; Gillam et ah 1938]; (2) that the absorption at 620 m/x is 
due solely to vitamin Aj and that at 693ni/x solely to vitamin Ag. 

The first assumption seems to be fairly correct as shown by the following 
consideration. Vitamin A 2 having one conjugak'd double bond more than 
vitamin A,. its molecular extinction coefficient at 345 m/t should be somewhat 
higher (about 20%) than that of vitamin A, at 328 mju.. Since, on the other 
hand, a 1% solution of vitamin A, contains about 10% fewer molecules than a 
1% solution of vitamin A„ the values should be about the same for both 
in the ultraviolet. Moreover, solutions of vitamins A, and A, having equal 
extinction at 328 and 346 m/i respectively show roughly the same at 620 
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and 693mjLt, as illustrated by the following figures for vitamin Ao taken from 
Gillam et al [1938]. 

Vitamin A* /;{ 344m/i:=:&50 E\ 697m/A=2600 

Vitamin Aj 328m/u=850 620 m;t= 2660 (calculated on the basis of the 

usual values for Aj) 

The second assumption is unjustified in so far as it concerns absorption at 
620 m^, for this has been shown to be only partly due to vitamin Aj [Lederer & 
Rathmann, 1938], 

On measuring the absorption intensities at 620 and 580ra/t of vitamin Aj 
concentrates as far as possible free from vitamin Ag (E 695m/Lt/i7 620m/ti <0-17) 
it was found that E 650m/i/JF 620m/jt for these preparations was approximately 
0*25-0*30 (Table I, nos. 2-5). A value of 0*35 was obtained by evaluation of 
the absorption curve of vitamin A from frog retina measured by Wald [1936]. 

Table I. Vitamin Aj from marine fish and land animals 


No. 

8pociea 

Organ 

Wt. 

g- 

Nonsap. 
mg. per 

100 g. 

organ 

l Pin 

695m/i 

E 6.50in/ii. 
E 620 uip, 

E 695 m/x 
E 626 m/i 

1 

Gadvs merlangus 

8 livers 

160 

400 

2*5 

0*61 

0*21 

2 

Halibut {Hippogloasus 

• 




40-0 

0-29 

0*17 

3 

hippoglosfius) 
lahinagi Herdepis 

* 


- 

1120 

0-26 

015 

4 

Sheep {Ovis aries) 

Chick {QaUm doimsticus) 

1 liver 

1080 

430 

1*5 

0-27 

0-03 

6 

1 liver 

27 

410 

1*2 

0-35 

0*08 

6 

Frog {Mam esadenta) 

14 livers 

11 

600 

8*2 

0*52 

0*27 



* Oil investigated. 





If one supposes that the absorption curve of pure vitamin Ag falls off at tlie 
same rate from 650 to 620mjLt as the absorption curve of vitamin A^ from 620 
to 650 mp,, one reaches the conclusion that E 620uijx/E 650 m/i for pure vitamin 
Ag must also be about 0’25~0-30. 

The relative intensities of absorption of our richest vitamin \ conccmtrates 
were: i7 695m/x/JS7 650m/Lt/E620m/Li = 3/l-8/l. Now if E 620m/Lt/iS 650m/A for 
vitamin A 2 is 0*25, then 0*45 (i.e. 1*8 x 0*25) or nearly half of the absorption at 
620m/x is due to vitamin A^ . 

On the basis of these figures we suppose that E 695m/x/A" 620 m/x for pure 
vitamin A 2 will be between 6 and 8. (The values previously reportt^d by Lederer 
k Rathmann [1938] were too low.) Taking 7 as an average value, the relative 
quantities of vitamins A^ and A 2 may be calculated by the formula 

vitamin A^/vitamin A^^E 695m/x/^£ 620m/x-^^:~--^^ ; 

Table II gives the relative quantities of the two vitamins calculated directly 
from the ratio E 695m/x/JP 620 m/x. 

Fig. 1 shows the absorption curve of a vitamin A^ concentrate (E 695 m^t/ 
620mft==:2*5) in presence of antimony trichloride. The crosses indicate 
average values from measurements on 10 different unsaponifiable fractions taken 
from different species of fish with ratios varying from 2-3 to 2*7. The measured 
curve can be shown to result from 4 separate hypothetical absorption curves 
with maxima at 693, 650, 620 and 580 m/u respectively (light lines). The figure 
demonstrates clearly the overlapping of the absorption bands of vitamins A, 
andAj* ^ 
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Table II. Relative qmntitiea of vitamins Aj and A 2 


E 695 m /A Vitamin A, 


E 620m/x 

Vitamin Aj 

% vitamin Ag 

% vitamin Aj 

0*5 

0*54 

35 

65 

1-0 

1*16 

54 

46 

1-5 

1*88 

65 

35 

2*0 

2*80 

74 

26 

2-5 

3*90 

80 

20 

3*0 

5*30 

84 

16 

4*0 

9*30 

91 

9 

5*0 

17*00 

95 

5 

6*0 

40*00 

98 

o 

7*0 

00 

100 

0 


Of course these figures have to considered as a first approximation and will have to he 
revised as soon as more exact values arc available. They ani independent of the chemical structure 
of vitamin Aj, which seems to need further investigation, as pointed out by Euler e/ ah [1938]. 



750 700 650 600 550 500 


Fig. 1. Absorption spectrum of vitamin A 3 concentrates (A’695 m/i/^620m^ = 2*5) in presence 
of SbCJa (X — X — X ). The light lines show the four hypothetical bauds with maxima at 695, 
650, 620, 580 m/i. 


Our resultH are of importance in considering the biological assay of vitamin Ag 
reported by Gillam ei al. [1938]. A final conclusion as to the activity of vitamin 
Ag was difficult to draw at that time as the assayed preparation was thought to 
contain only two parts of vitamin Ag to one part of vitamin Aj (E 695 m/x/ 
620 m/i =2). Since the activity of this concentrate was somewhat less than 
that of a halibut oil fed in equal doses, it could have been argued that the 
activity was due solely to the vitamin present. As the value of 2 for the ratio 
E Q95tn.[ilE 620m/i had been measured more than 2 weeks after the preparation 
of the oil, we suppose that the real value for the fresh oil was at least 2’3, as for 
all 1/uciopeTca luciopeTca concentrates measured immediately after preparation 
{vide infra). In the light of the conclusions reached above the assayed prepara- 
tion contained only about 20-26 % vitamin Aj • This seems to prove that the 
69 ixo.fl chromogen deserves the name vitamin Ag (cf. the critical remarks 
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of Euler et ah [1938]). Exact assays of our preparations have now been 
begun by Dr Th. Moore to determine more precisely the biological activity 
of vitamin Ag. 

Ultraviolet absorption spectra of vitamin A 2 concentrates 

Gillam et al, [1938] as well as Edisbury et al. [1938] stated that vitamin Ag 
concentrates have two absorption bands in the ultraviolet, on(^ at 345 m/t and 
the other at 280 m/z. The former authors arc inclined to think that both bands 
arc due to vitamin Ag because of the more or less constant relative intensities of 
the two bands in concentrates from different sources, whereas Edisbury et al, 
seem to have separated the two bands by treating vitamin Ag concentrates with 
83% alcohol. The insoluble fraction is shown to have the band at 280 m/i 
whereas the soluble fraction, representing vitamin Ag, has a band at 345m/>i. 
Edisbury et al. [1938] suppose that the insoluble fraction is identical with that 
isolated before by Pritchard et al. [1937] from a mammalian concentrate in the 
same way and that it represents a lower (Cjg) homologucj of vitamin Aj . 

These conclusions seem rather improbable, because it is difficult to believe 
that the Cjg horaologue of vitamin A^ should be quite insoluble in 83 % ethyl 
alcohol in which vitamin A^ itself is easily soluble. Moreov(*r, in our exjK*riraents 
we were unable to confirm the findings of Edisbury et al. concerning the separation 
of the two bands in the ultraviolet. 

2*2 g. of a concentrate from 50 pike livers (Table III, no. 14) wore dissolved in methanol and 
freed from sterols (1*6 g.) by freezing at - 1 2^^. The filtrate was then evaporated to dr^Tiess in vacuo 
and dissolved in 83% ethyl alcohol; after standing for an hour at - 12"' an araor])hf>uH precipitate^ 
settled out which was filtered off. The filtrate was evaporated to dryness in vacuo and the rt^sidue 
was completely soluble in 77 /o ethyl alcohol at room temperature. After standing for an liour at 
“ 12'' a second (oily) precipitate could be separated. The filtrate contained practically the whole of 
the vitamin A, (320 mg. with 695m/x=l(H50) and showed two bands in the ultraviolet (345 
and 280 m/i) with relative intensities practically the same as those of the original material, as 
far as could be judged from the photographs taken with an Yvon and Jobin spectrograph of siuall 
dis[)cr8ion. 

It seems therefore that both bands in the ultraviolet belong to vitamin Ag , 
It may be mentioned here that Gillam [1935] found a 268-280 m/x band in the 
ultraviolet part of the absorption spectrum of all the carotenoids which he 
investigated. 

The alcohol treatment resulted in a slight increase of the ratio jK695m/x/ 
E 620m/Lt, i.e. from 2*65 for the original material (Table 111, no. 14) to 3-0 for the 
fraction soluble in 77 % ethyl alcohol. The insoluble fraction had a ratio of 2-0. 

Colour reactions of vitamins A j and 

In the hope of finding some reagent which would enable one to distinguish 
more specifically between the two vitamins than is possible with SbClg , a number 
of other substances were studied. Rosenheim & Drummond [1925] reportcMl 
that trichloroacetic acid, dimethyl sulphate, perchloric acid, benzoyl chloride, 
acetyl chloride and arsenic trichloride gave blue solutions in the presence of 
vitamin A, but they recorded no spectroscopic observations, except for arsenic 
trichloride. 

The following table gives the results of measurements made on a marine 
and a freshwater fish liver concentrate (E 695mfx/JS? 620m/x = 2*5 for the 
latter). 
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Keagent 

Trichloroacetin acid 
Dimethyl siilpliato 
Per<jhlorio acid 
Benzoyl chloride 
Acotyf chloride 


Vitamin 

610ni/Li 

6ir> „ 

605 

Very weak 
572 m/i. 


Arsenic trichloride 628, 577 ni/x 

Reaction of Rosenthal 558, 480, 450 ni^ 
& Erdelyi [19H4J 


Vitamin A^ 

690m/Li 
680 „ 

680 
590 „ 

No band 

710, then 590 m/x 
685 m/x 


Remarks 

30% reagent in CHClj 
20% reagent in CHOI 3 
5-10% reagent in (JH(l3 
20% reagent in ('Ht'Jg 
A, , very unstable violet colour; 
Ag, first blue, then violet 
Ag, first green, then violet 
Ag, no colour change on heating 


These results were not encouraging for further studies, as the bands were 
more or less the same as those which occur in the Carr and Price reaction. 


Determination of the ratio K 695m/x/E 620 in liver oils of freshwater 
fish from different sources 

A striking difference schemed to exist Iw^twf^ien the results of Edisbury et al, 
[1938] on English fish and those of Gillain ei ah [1938] on Russian fish. The 
former authors found in general a ratio E 693m/x/£ 620 m/x varying from 0*8 to 
1*5 (for the livers of Salwo solar, Salmo trutta v/fario, Salmo irideus and Perea 
fiitviatilis), whereas the livers of Russian freshwater fish (Lucioperca lucioperca, 
Esox Ivcius, Silurns glanis, Abratnis brama. Huso huso, Ste, nodus leucichthys 
nelnm, Coregonus lavareius pidschkin etc.) had ratios varying from 1*6 to 2*6. 
Only a f(‘W varieties of salmon and carp had low values (0*25-4)*88). 

We decided to invf'Stigate this point and measured the relative absorption 
int(‘nsities at 695 and 620mp of liver concentrates from a number of fish from 
various parts of Europe (Austria, France, Holland, Hungary and Yugoslavia). 
The n'sults showed (Table 111) that there was no geographical difference but a 
very marked spe<ues specificity as rc^gards these relative intensities. Specimens 
of [)ike-perch {Lucioperca lucioperca), pike (Esox lucius) and catfish {Silurus 
glanis) from all over Europe had a ratio of l*9-2*7, whereas carp {Cyprinus 
rarpio), trout (Salmo irideus), salmon (Salma solar) and sturgeon (Acipenser 
siurio) had much lower values (0*4-41*8). Marine fish from the Atlantic coast of 
France (Gadus merlangus, HipfHxjlossus hipjKyglmsus) and from flapan (Ishinagi 
sferelepis) had still lower values (0*17-41*21). These measurements agreed well 
with those of Edisbury et al. [1938] and of Gillam et al. [1938] on English and 
Russian fish and the “striking difference ’ l>etwceii the results of these two 
groups of investigators was simply due to the fact that in the two laboratories 
different species of fish were used. 

We have observed that the beginning of o.Yidation in concentrates of vitamin 
Ag is indicated by a decrease of the ratio E 695m/x/.fi/ 620 m/x, due probably to 
the more rapid destruction of vitamin Ag. Some of the lower values for this 
quotient reported in the literature ([Gillam et al. 1938] and Table 111 of this 
paper) may be explained in this way. 

Comparison of liver oils and intestinal oils 

Edisbury et al. [1938] made the interesting observation that the intestinal 
oils of some fish contained great quantities of vitamin A, comparable with those 
found in the liver. They also recorded measui*ements of the ratios vitamin AJ 
vitamin Ag in the intestinal oils of freshwater fish, and found that as a rule they 
were lower than in the corresponding liver oils. 

Our measurements confirmed the findings of Edisbury e/ al. and showed that 
in some species (carp. Table III, nos. 30-33) E 695m/i/A' 620m/x of the intestinal 
oils was even higher than the corresponding ratio in liver oils from the same fish. 
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• VITAMIN Aa 

More detailed determinations were made on the distribution of vitamins A^ 
and Ag in the intestinal tract of the pike-perch (Lucioperca liLcioperca). The 
pyloric caeca of this fish are surrounded by great quantities of fat which can be 
separated mechanically from the caeca themselves. For stomach and (‘xterior 
caecal fat E 695m/i/A’ 620mp, was 1-0 (Table III, nos. 6, 7). The corresponding 
quotient for the caeca themselves and for the liver was 2*4 (Table 111, nos. 4, 5). 

This difference may be (‘xplained as follows. The vitamin A of the food is 
composed of about equal parts of vitamins A^ and Ag (A f)95m/[x/A' ()20m/x = 1 
for the stomach conttmts). After absorption, a part of the fat of the food is 
deposited in the fat depots around the caeca, a process which leaves the ratio 
vitamin A^/vitamin Ag unchanged. In the liver and the caeca, on the other 
hand, there seems to be a constant coming and going of fat resulting in a greater 
accumulation of vitamin Ag owing to its more unsaturated character. This 
would be in agreement with the observations of Zechmeister & Tuszon [1935, 1] 
that the more unsaturatt^d caroUmoids lycopene and capsanthine are more 
easily stored in human fat than carotene or lutein, as well as with the experiments 
of Thorbjarnarson & Drummond [1938J which show that fat leaving the liver 
may carry away some vitamin A. 

In one experiment the caeca of a pike-perch were emptied of their contents 
and the ea<^cal skin and the contents were analysed separately, w'ith the following 



Wt. 

Nonsap. 

FJ ' 

i I'm. 

E 695m/x/ 

Mg. vit. Aj 


fi- 

111^. 

69.>n)/i. 

E 620 m/i 

l>cr J(X)g.* 

("aecal akin 


27t 

50*5 

24 

12*5 

Caecal contents 

1-9 

12t 

240 

21 

34 


♦ Calculated on the aRmunpiion that 695 m/i of pure vitamin Agin 50(K). 
t Not entirely Raponified. 

The pyloric caecal skin had a high absolute content of vitamin Ag which was 
more than twice as great as that of the corresponding liver (Table III, no. 4; 
5*3 mg. vitamin Ag per 100 g. fresh organ). It is reasonable to suppose that the 
accumulation of this vitamin in the caeca is not fortuitous but is related to the 
mechanism of fat absorption discussed by Edisbury et al. [1938] in connexion 
with vitamin Aj . 

E GOoinplE 620m fjL of liver fat of animals other than fish 

The liver fat of sheep and chicken contains no vitamin Ag (Table I, nos. 4, 5), 
that of the green frog only small quantities (Table 1, no. (>). 

These observations confirm and extend the findings of Castle et al, [1934], 
Edisbury et al, [1938] and Gillam et al, [1938] conetTning the absence of the 
693 m/x chromogen from mammalian liver fat and seem to indicate that vitamin 
Ag is a specific product of the liver metabolism of certain species of freshwater 
fish. 

Exact measurements of the vitamin content of invertebrates have often 
been impossible because of the minute? quantities of chromogenic material 
isolated or because of the presence of substances causing the formation of a 
turbidity with SbClg . Qualitative observations indicate that the intestines of the 
cephaiopod Loligo vulgaris contain vitamin Aj without any trace of vitamin Ag , 

AccumtilcUion of vitamin Ao in the liver of the rat and the frog 

The absence of vitamin Ag from mammalian livcit fat might be due to a 
differential absorption of vitamins Aj and Ag from the intestine (cf. the differ- 
ential absorption of carotene and xan^ophyll by the horse intestine observed by 
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Zechmeister & Tuszon [1935, 2]) or to a more rapid destruction of vitamin Ag 
after absorption. 

Qualitative feeding experiments have shown that the rat accumulates 
vitamin A 2 in its liver when receiving orally a concentrate from freshwater fish 
liver oil in the same way that it accumulates vitamin A^ . The absence of vitamin 
Aj from mammalian liver fat can therefore b(5 explained by the absence of 
vitamin Ag from the food. 

Feeding experiments on frogs, using concentrates of both vitamin A^ and 
vitamin Ag, have shown that the amount of vitamin Aj as well as the ratio 
vitamin Ag/vitamin A^ can be inci’eased in the liver. 

Increase, of the ratio E 695w/i/E 620m^ in the Uver fat of frogs fed 
on a vitamin Ao concentraU 


No. of frogs 

No. of 
feedings* 

E e^runfi/E 020m/i 

4 

0 

0-24 

2 

4 

0*30 

2 

8 

0*30 

4 

18 

0*55 


* Two drops of pike-perrh liver oil (Table III, no. 2) a day ]ipr frog; no other food. 

Owing to the slow metabolism of these animals little effect was produced till 
the feedings were continued for more than a week. Most of the oil fed was found 
in the intestine of the frogs. 

Summary 

1. Vitamin Ag (693 m/i chromogen) gives with antimony trichloride a two- 
banded spectrum (maxima at 693 and 650 m/x). In unsaponifiable fractions the 
band at 650ra/x is entirely masked by the 693 m/x band: it can bc' seen in some 
natural oils and in partly saponified oils owing to the presence of inhibitors 
which diminish the intensity of the 693 m/x band. It can be made visible in 
unsaponifiable fractions by the addition of such inhibitors. 

2. The 650m|x band of vitamin Ag causes considerable absorption at 620m/x 
and therefore only a part of the absorption at 620 m^a observed in vitamin Ag 
concentrates is due to the presence of vitamin Aj . Measurements and calcula- 
tions lead to the conclusion that in concentrates rich in vitamin Ag (E 695 m^x/ 
A^620m/x==3) nearly half of the absorption at 620ra/x is due to vitamin Ag. 
Thus E 695m/x/A? 620mj[x of pure vitamin Ag would lie between 6 and 8. 

3. The ultraviolet absorption spectrum of our purest vitamin Ag concen- 
trates, which are entirely soluble in 77 % ethyl alcohol, shows absorption bands 
at 345 and 280m^. 

4. Trichloroacetic acid, dimethyl sulphate, perchloric acid and other 
reagents give with both the vitamins coloured solutions having about the same 
bands as those which occur in the Carr and Price reaction, 

5. The relative quantities of vitamins Aj and Ag (expressed as E 695 m/x/ 
E 620 m/x) have been measured for a series of livers from freshwater fish from 
several countries of Elurope. It has been found that this ratio is more or less 
constant for a given species. Thus pike-perch (I/ucioperca. lucioperca)^ pike {Esox 
Iticius), catfish {Silunis glanis), and perch {Percafluviatilis) have ratios of 2-(>-2‘7 ; 
trout {Salma iridetts), carp (Cyprinus carpio), sturgeon {Acipenser sturio) and 
salmon {Sdimo salar) have low ratios (0'4-0‘8). Marine feh {Oadus merlangus, 
Bippoglossua hippoglossus, Ishinagi sterehjns) and land animals such as sheep 
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(Ovis aries), chicken (Gallus (lomeMicus) and frog (Eana e^culenla) have still lower 
ratios (0‘03-0-27). 

6. Intestinal oils of freshwater fish have usually a some* what lower ratio 
i£? 695m/A/J^ 620m/i than the liver oils of the same animals. For the carp, on 
the contrary, this ratio tends to be higher in the intestine than in the liver. 

7. The stomach contents and depot fat around the pyloric caeca of the pike- 
pt‘rch have a ratio E 695 m^/ A 620m/^=l*0, whereas the liver and caeca them- 
selves have a ratio of 2*4. A possible explanation for this difiercmce is discussed. 

8. Feeding experinuuits have shown that the rat and the frog can absorb 
vitamin Ag from the intestine and accumulate it in the liver. Thus the abstmcc of 
vitamin A 2 from tlu^ liver of mammals and other land aniinals can be explained 
simply by the absence of vitamin A 2 from the food. 

Vitamin A 2 seems to be a specific product of the liver metabolism of certain 
species of freshwater fish. 

We wish to express our sincere thanks to Profs. G. Dupont and R. Levy for 
w orking facilities at the ficole Normale Superieure and to Prof. P. Langevin for 
})ermission to use his Hilger-Nutting spectrophotometer. Our thanks are due 
also to Prof. L. Wolff, Utrecht, for several specimens of Dutch fish livers and to 
Dr Vev(‘rs of the London Zoological Gardens for a sample of Ishinagi liver oil. 
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CLXVIII. THE UTILIZATION OF CO^ BY THE 
PROPIONIC ACID BACTERIA! 


By HARLAND GOFF WOOD and CHESTER HAMLIN WERKMAN 

From the Bacteriology Section, Iowa Agricultural Experiment 
Station, Ames, Iowa, U.8.A. 

(Received 17 May 1938) 

The utilization of CO 2 by heterotrophic bacteria was first reported by Wood & 
Werkman [1936, 1] in the case of the fermentation of glycerol by the propionic 
acid bacteria. Barker [1936] and van Niel [1937] have questioned the evidence 
for this physiologically important phenomenon. Van Niel states, “Wood and 
Werkman claim that carbon dioxide is reduced during the fermentation of 
glycerol by propionic acid bacteria. The published results cannot, however, be 
considered conclusive, although the data do seem to favor their claim.’’ 
According to previous concepts of the physiology of heterotrophic, non-photo- 
synthetic bacteria the utilization of CO 2 by the propionic acid bacteria appears 
unlikely; thus confirmation by other workers is desirable. Neither Barker nor 
van Niel state the respect in which they consider our data inconclusive. It 
should be clearly recognized that although theories advanced concerning the 
mechanism of COj assimilation are necessarily speculative and analyses of the 
fermentations will show experimental variation, proof of COg utilization does not 
depend on these points. The proof is simply that a given quantity of COg in the 
form of CaCOg was added to a medium wliich was fermented and analysed. Less 
COg was accounted for than was originally present in the medium. Moreover, 
the recovery of the COg from the CaCOg in an unfermented control medium 
was quantitative. The fact that the C recovery and oxidation-reduction balance 
were satisfactory when COg utilization was assumed but were not when the 
principle of COg utilization was not employed, was considered further evidence 
substantiating the occurrence of the phenomenon. 

The purpose of the present investigation was to obtain additional information 
concerning the utilization of COg in the dissimilation of glycerol by propionic 
acid bacteria. It is hoped that these studies will ultimately lead to an elucidation 
of the mechanism of this utilization. 

Methods 

Two procedures have been used involving (1) serial analysis of the fermen- 
tation and (2) single analysis at the conclusion of the fermentation. The medium 
consisted of glycerol 2*5%, Difco yeast extract 0*4% and NaHCOg 1*6%. 
Each constituent was sterilized separately. The NaHCOg solution was made 
acid to phenolphthalein by saturation with COg before adding it to the medium. 
Incubation was at 30®. The inocula were suspensions of cells in distilled water, 
obtained from glycerol yeast extract medium, used in a concentration of 3 % 
by volume. During incubation the medium was agitated by shaking once each 
day. 

1 Journal Paper No. J 6S6 of the Iowa Agricultural Experiment Station, Ames, Iowa, Project 
No. 573. 
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The apparatus used for the serial analysis is shown in Fig. 1 . The fermentation 
was conducted under an atmosphere of COg in a 2 1. Erlenmeyer flask (A) with 
1900 ml. medium. The rublKJr stopper held an inlet (B) for COa-saturation of 
the medium, an outlet {C) leading to the absorption train (/>), a syphon (E) for 
sampling, one connexion leading to a Hempel gas burette (F) and reservoir {G), 



a second connexion to a U-tube manometer (H) which was in turn connected 
to a closed flask {/) containing CO 2 and water to keep the gas saturated. The 
pressure in the fermentation flask w^as balanced against that of reference flask / 
by adjustment of the resc'rvoir (G) bc^fore reading the volume in the burette and 
removing a sample. It is convenient to use a reference flask since the apparatus 
is then not affected by changes in temperature or pressure. There was a libtiration 
of CO 2 during most of the fermentation, in spite of its utilization, owing to the 
reaction of the NaHCOa with acids formed by fermentation. This COg was 
collected in 30% KOH in two Bowen bulbs in the dr 3 dng train (D) and deter- 
mined by weight. Hg was placed in the bottom of the first KOH bulb to cover 
the tip of the inlet tube to act as a trap between the alkali and CO 2 and prevent 
the aUcali from being pulled back into the gas train. Only after the NaHC 03 
had completely reacted was the utilization of gaseous COg apparent. At this 
time a partial vacuum was created in the fermentation flask and the gas utilized 
was measured in the burette. 
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All samples were removed into a known volume of alkali to prevent loss of 
dissolved COg . During removal of the sample, COg was simultaneously introduced 
into the flask, thus preventing change in the equilibrium of free and dissolved 
gas. The liquor was thoroughly agitated before sampling to facilitate gaseous 
equilibrium. The original glycerol and CO 2 in the medium, i.e. dissolved CO 2 
plus CO 2 bound as NaHCOg were determined on a sample removed immediately 
after the medium was inotmlated and saturated with CO 2 . 

The principle's of the apparatus are described in more detail by Dixon [1934] 
and Wood et al, [1936]. No rubber tubing was used except at glass to glass 
joints where flexibility was necessary. Burette and manometer were filled with 
Hg. 

In the second procedure when only a single analysis of the fermented medium 
was made, the apparatus shown in Fig. 2 was used. All connexions were sealed 
by Hg. The fermentation flask was a 300 ml. Erlenmeyer with a tube fitted by a 



Fig. 2. Fermentation apparatus used in single analysis experiments. 

ring seal into the neck. 250 ml. of medium were used in each flask. The in- 
cubation time was 30 d&,ys. Anaerobiosis was assured by passing Og- and CO 2 - 
freo Ng through the medium before the addition of the NaHCCX,. After this 
addition the medium was again flushed with N 2 for about 5 min. : longer treat- 
ment caused the medium to become alkaline owing to the removal of COg . The 
original COg and glycerol in the NaHC^Oj and glycerol solutions wercs determined 
before addition to the medium. During the fermentation a slight vacuum was 
maintained in the apparatus (Fig. 2) thus preventing the development of pressure 
sufficient to break the Hg seals. After completion of fermentation, the COg 
was flushed from the medium for 3 hr. with Ng . Because of difficulty of including 
a drying train in the apparatus (Fig. 2), the COg collected in the KOH was 
liberated and reabsorbed in a suitable train for determination by wt., adding 
excess HgSO^ (blue to Congo red), boiling the whole under a reflux condenser 
and aerating. A correction was made for the small amount of COg contained 
originally in the 30% KOH. 

Other quantitative determinations in both procedures wore made as follows. 
The CO 2 (dissolved COg and NaHCOg) of the fermented medium was determined 
by wt. on an aliquot part of the sample. The volatile acids and propyl alcohol 
were determined on the same fraction after removal of the COg. The alcohol was 
concentrated and separated from the volatile acids by distillation of one-half 
of the volume of the liquor and redistillation after neutralization. The alcohol 
was determined by oxidation with dichromate and analysis of the resulting 
acids (unpublished method). The volatile acids were obtained from the acidified 
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oombined residues of the two alcohol distillations by steam distillation and were 
determined by the partition method of Osburn ei al, [1933]. 

Succinic acid was extracted with ether from an aliquot part of the sample 
acidified with H 2 SO 4 and determined gravimetrically as the Ag salt after removal 
of the volatile acids from the extract by steam distillation. The titratable acid 
in the distilled extract was equivalent to the succinic acid obtained in the Ag 
salt, also the Ag content of the salt was in agreement with the theoretical value. 
A separate aliquot part of the unheated liquor was extracted because apparently 
the glycerol and succinic acid react during the distillation. Previous results 
reported by Wood & Workman [1936, 1 ] may show some error in the succinic 
acid since the determinations were made on extracts obtained from the residues 
of steam distillations which were taken up in NagSO^. Recovery of succinic acid 
by this method is low when glycerol is present but complete when absent. 

The unfermented glycerol was determined in an aliquot part of the medium 
by oxidation with periodic acid (unpublished method). This oxidation is specific 
for polyhydroxy and related compounds. The medium in the absence of glycerol 
gives a negligible determination and none of the products reacts. Pyruvic and 
lactic acids were not found at any time during the fermentation and there 
was no reduction of Fehling’s solution by the fermentation liquor after 
hydrolysis with acid. Total C determinations were made by the method of 
Osburn & Workman [1932] on the acidified medium from which residual CO 2 
was removed. All analyses were made on the unfermented medium and the 
small blank values thus obtained were subtracted from the determinations made 
on the fermented medium. 


Experimental results 

Results of serial analysis of the fermentation by Propionibacterium perdo- 
Boemm. are presented in Tables I and II, The data in Table I are calculated on 
the basis of 1 1 . medium for the period to the time of removal of the respective 
samples. The results in Table II are calculatc^d on the basis of the fermentation 
occurring during the time between samplings and per 100 mil/, glycerol fer- 
mented. Data obtained by single analyses of the fermentation are given in 
Table III. . 

The accuracy of the data can be judged from the C recovery and oxidation- 
reduction balance; the former (Table I) is low during the early period but 
increases as the fermentation proceeds. On the basis of the glycerol fermented 
and COj utilized the C unaccounted for is substantiaUy constant after the 9th day 
as shown in Table I. The maximum cell development is reached on the 7th or 
8 th day and remains quite constant thereafter. This simultaneous occurrence 


Table I. Serial analysis of the dissimilation of glycerol by Propionibacterium 

pentosaceum {49 W) 


Qlyoeroi 
fermented 
Time per 1. 
days mM. 

4 3655 

6 66-26 

9 114-40 

12-5 160-90 

19-5 191-60 

28-5 222*30 

46-5 275-20 


CO, 



utilized 

Succini< 

per 1. 

acid 

mif. 

mM. 

5-34 

4-98 

10-53 

10-20 

23-90 

23-10 


TPlil 

53-60 

51-60 


68-60 


99-80 


Products per 1. 

A 

Propionic Acetic 

acid acid 

mM, mM. 

24-9 1-49 

43-8 2-46 

73-8 3-56 

101-9 4-31 

120-1 4-16 

136-7 8-18 

159-0 5-94 


C un- 


Propyl ed for 
alcohol per 1. 
mM, mM. 

1 42 13-0 

3- 84 20-O 

6-61 26-4 

6- 64 26-2 

7- 66 30-1 

4- 66 22-1 

4-69 26-9 


C Redox- 

recovery index 
% 0/R 

88-7 1-04 

90-2 1-01 

92-8 0-97 

950 0-98 

95-2 0*97 

97 0 1-00 

97-1 0.99 
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Table II. Serial arudysia of the dissimilation of glycerol by Propionibacterium 

pentoaaceum (49 IT) 

COg Products per lOOnijlf . glycerol 



Glycerol 

utilized 

^ 

.. . A 


^ 




fermented per 100 m J/. Succinic Propionic 

Acetic 

Propyl 

C 

Redox- 

Interval 

per 1. 

glycerol 

acid 

acid 

acid 

alcohol 

rccoveiy 

index 

days 

mM. 

mM. 

mM. 

mM. 

mM. 

mM. 

o/ 

/o 

0/R 

0-^ 

36-55 

14-6 

13-6 

68-3 

4-08 

3-87 

88-7 

1-04 

4-6 

29-71 

17-5 

17-6 

63-6 

3-26 

8-15 

92-0 

0-96 

6-9 

48-10 

27-8 

26-7 

62-2 

2-29 

5-76 

96-2 

0-94 

9-12-5 

46-50 

38-3 

38-6 

60-5 

1-61 

0-06 

100-2 

1-01 

12-5-19-5 

30-60 

38-5 

34-7 

59-4 

- 0-49 

3-34 

96-3 

0-92 

19-5-28-5 

30-70 

55-5 

55-2 

54-1 

13-09 

-9-77 

106-4 

1-12 

28-5-46-5 

52-90 

62-9 

59-0 

42-1 

. -4-23 

0-06 

97-7 

0-95 

Table III. 

Dissimilation of glycerol by the propionic acid bacteria.* 




VO. 

iitilizefl 

Products Tier lOOmJ/. glycerol 




Glycerol 

per loo 






RthIox- 

fcnnentod 

mil/. 

Succinic 

Propionic 

Acetic 

Propyl 

C 


per 1. 

glvcerol 

acid 

acid 

acid 

alcohol 

n-coverv 

indcx 

Culture* 

mM. 

mM. 

mM. 

m.V. 

mM. 

mM. 

% 

O/R 

11 W 

214-3 

12-6 

16-6 

80-00 

3-97 

1-42 

101-9 

1-06 

34 W 

212-5 

10-4 

15-0 

76-40 

3-30 

3-32 

98-4 

1-08 

35 W 

212-3 

13-5 

16-9 

77-10 

2-74 

2-77 

99-7 

1-04 

49 W 

211-5 

17-2 

20-2 

76-60 

1-38 

1-95 

1(K)‘7 

1-03 

52 W 

206-7 

21-1 

25-1 

74-19 

2-08 

0-19 

102-0 

1-07 


* (hilture numbers correspond to the following species: 11 W, P. petersHonii ; H4 \V, P. nrabino- 
sum; 35 W, P. zeae; 40 W, P. pentosaceum. and 52 \V, P. ahermanii. 


of cell development and low C recovery suggests that for the most part the C 
unaccounted for occurs as cell substance. The redox-inilex is satisfactory in 
almost every case in Table I, There is more variation in the balances shown in 
Table II than in those of Table I which is the result of the small values involved 
in the calculations of the data of Table II. The largest discrepancy is in the 
period between 19‘5 and 28*5 days. When the data are considered as a whole and 
the C in cell material is taken into account the results are acceptable. The redox- 
indexes in Table III show some variations from 1-0; however, a small error in 
the analysis can cause such discrepancies. 

A large utilization of COg, which started with initial fermentation and 
increased thereafter, is shown by Tables I and II. Since Barker and van Niel 
have previously questioned the validity of similar evidence of COg utilization it 
seemed advisable to obtain further proof. The organic C in the medium should 
increase by an amount equivalent to the COg utilized, since there is no loss of C 
as gaseous products. This relationship has been established by total C deter- 
minations on the medium before and after fermentation. The C determinations 
were made on the medium after bound COg (NaHCOg and dissolved COg) had 
been removed. Aliquot parts of the original sample (unfermented) and the final 
sample (fermented for 46*5 days) equivalent to exactly 3 ml. undiluted mediuTU 
were used in the determinations. The KgSgO^ oxidation gave 0*1235 g. COg per 
3 ml. in the unfermented medium and 0*1365 g. COg in the fermented medium, 
an increase of 0*0120 g. Experimentally 103*8 mM. of COg per 1. were 
utilized (Table 1, 46*5 days) or 0*0137 g. COg per 3 ml. The fact that the COg 
utilized, as determined experimentally, agrees closely with the increase in 
organic C, substantiates the utilization of COg and is strong evidence for its 
conversion into organic compounds. 
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Further evidence of COg utilization was shown by the formation of a partial 
vacuum in the fermentation flask in the interval between 12-5 and 19*5 days. 
During this time the NaHCOg in the medium was entirely decomposed and the 
utilization was no longer masked by evolution of COa*. 123 ml. COg at N.T.P. 
were utilized per I. medium.^ 

Propyl alcohol was a product of the fermentation of glycerol in the present 
investigation. The authors have not found previous mention of the formation 
of this compound by pro])ionic acid baettiria. Its isolation and identification 
will be described elsewhere. The alcohol obtaint^d in the j)resent investigation 
yielded after oxidation with didiromate a mixture of propionic and acetic acid 
in exactly the same proportion as from authentic propyl alcohol. 

Discussion 

The experimental results show clearly that substantial quantities of CO 2 are 
utilized by the pro})ionic acid bacteria in the dissimilation of glycerol. It is of 
primary interest to obtain an insight into the mechanism of COg utilization and 
to determine whether the j)h(momenon occurs in other biological processes. 

The i-esults in Tables J, 11 and III bring out one j)oint whi(‘h may give an 
indication of the mechanism of (X )2 utilization. The mJlf. of CO 2 utilized and 
succinic acid formed show a close relationship in all the fermentations. This 
approximate Ofjuivalence of the succinic acid and COg suggests that the former 
may originate by union of COg with some 3-C compound formed from the glycerol. 
In this connexion the possibility must Im^ considered of the formation of COg 
from glycerol and its utilization together with that from the NaHCOg. Since 
a 2-(’ compound (acetic acid) is formed from a 3-C substrate (glycerol), it is 
only reasonable' to expf*c*t the formation of an ('(piivalent concentration of a 
1-C compound (COg). In this case the total COg utilized will be equal to the sum 
of the (Xlg obtained from the NaHCOg (3rd column, Tables I-III) and that 
originating from glycerol with the acetic acid. Comparison of this sum (Table 111) 
with the values obtained for succinic acid (16*6~16'6, 13*7-ir) 0, 1()*3“16'9, 
lS*(>~20-2, 23*2-25*1) disclosc*s that the agreement is within limits of experi- 
mental error. The results shown in Table 1- are not in complete agixM^ment w'ith 
this explanation. If to the utilized from the NaHCOa a quantity is added 
equivalent to the observed acetic acid, then there is obtaincjd a significant (‘xeess 
of total COg over the succinic acid. It is probable that the results in Table III 
are more reliable than those in Table I inasmuch as the latter w'ere obtained by 
a more complex procedure. However, the redox-indexes are more satisfactory 
in Table 1. It is not deemed advisable to propose reactions to explain these 
small variations until additional evidence is available. Possibly part of the 
succinic acid was broken down to acetic acid without evolution of COg. There 
is, however, a general coi’ielation of COg utilization with succinic acid formation 
suggesting a synthesis involving CO 2 and succinic acid. Results reported in a 
previous paper [Wood & Workman, 1936, IJ do not show an equimolar formation 
of COg and succinic acid. However, as previously indicated, the method used 
in the determination of succinic acid was not accurate in all cases. For this 
reason present expt^riments are a better criterion of the COg-succinic acid re- 
lationsMp. 

^ The pH of the medium was 5*5 on the 19*6 day. Sufficient alkali was therefore adde^l to 
buffer the medium throughout the remainder of the fermentation and it was again saturated with 
COg. A sample was then removed for determination of bound CO,. 

* Table IX is not considered here because the method of calculation multiplies the exiierimental 
error. 
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During the preparation of this manuscript the publication of Elsden [1938] 
appeared, showing that the rate of succinic acid formation by washed sus- 
pensions of Bactmum coli commune from sodium pyruvate, glucose and galactose 
is a function of the concentration of CO 2 in the medium. No direct evidence was 
obtained for fixation of COg. It was suggested that possibly COj is involved in 
the synthesis of succinic acid but the facts were too few to permit theorizing on 
the role of CO 2 in succinic acid formation. In the view of present results which 
show that succinic acid, a 4-C compound, is formed from the 3-C compound 
glycerol in amounts approximately equivalent to the COg utilized, the definite 
possibility that succinic acid may be formed by synthesis from 3-C and 1-C 
compoimds is evident. In the light of this suggestion an explanation is available 
for the results obtained by Virtanen [1925] and Virtanen & Karstrom [1931] 
who found succinic and acetic acids in equimolar quantities as the only products 
from glucose using preparations of propionic acid bacteria in the presence of 
toluene. These results could not be explained logically on the basis of a 3-C 
cleavage, i.e. 

one 6-C=two 3-C = two 2-C+two 1-C: and two 2-0— one 4-C, 

since CO 2 utilization was not considered at that time. The formation of succinic 
and acetic acids by a 4- and 2-C cleavage was therefore proposed to account for 
the formation of succinic and acetic acids unaccompanied by a 1-C compound. 
It is quite evident that Virtanen & Karstrom ’s results are precisely those to be 
expected in view of the present proposal, i.e. that one hexose yields two 3-C 
compounds ; one is converted to acetic acid and COg and the other unites with 
COg or some derivative of COg to give succinic acid.^ Other investigators, 
Virtanen [1928], Scheffer [1928], Braak [1928] and Kluyver [1931], have applied 
the idea of 4- and 2-C cleavage to bacterial fermentations primarily because it 
offered an explanation for the shortage of 1-C compounds. 

It is of interest that Butkewitsch & Gaewskaya [1935] and Wells et aL [1936] 
claim that the formation of citric acid ifrom sugar by moulds cannot proceed by 
synthesis from 2-C compounds which originate from 3-C compounds. This view 
is maintained since they obtained more than the theoretical 3 rield of citric acid, 
i.e. if 1-C compounds are not utilized. Gudlet & Makarowa [1935] proposed a 
4-and 2-C cleavage of glucose with a subsequent synthesis as a possible mechanism 
in the formation of citric acid. Previously Bernhauer & Slanina [1934] showed 
that fungi can synthesize oxalic acid jfrom formic acid and pointed out that 
there is no arbitrary limit to the quantity of citric acid which may be formed 
from glucose if synthesis occurs. The merits of the different schemes of citric 
acid formation are not within the scope of this investigation but it should be 
emphasized that it is not possible to limit the quantity of citric acid which can 
be formed from glucose since COg utilization may also occur in mould metabolism. 
Woods [1936] has shown that Eecherichia coli can reduce COg to formic acid. 
This conversion does not involve a C to C linkage but does show that COg can 
be activated by Each, coli. Wieringa [1936] claims to have isolated an anaerobic 
spore-forming bacterium which almost quantitatively forms acetic acid from 
COg and Hg. The methods and data necessary to support the claim are not 
presented in his brief report but his discovery may be another example of the 
chemosynthetic activity of heterotrophic bacteria. If the propionic acid bacteria 
and the anaerobic spor^ating bacterium of Wieringa are oligocarbophilous there 

^ There is one inconsistency in Virtanen' Ss Karstrdm^s results. They obtained an oxidized 
product, succinic acid, with no corresponding reduced product, acetic acid being neither oxidized 
nor reduced. 
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is no reason a priori to assume that moulds and other tissues are not similar. 
There is no direct proof of the occurrence of a 4- and 2-C cleavage in biological 
reactions and many of the past concepts of fungous and bacterial mcitabolism 
may have to be re-evaluated on the basis of CO 2 utilization. Krebs & Johnson 
[1937] have recently shown that citric acid is synthesized by avian tissue from 
oxaloacetic acid and some unknown compound. It is possible that this synthesis 
involves utilization of CO.^ . 

Previously Wood & Workman [1936, 1, 2] and Wood ei al. [1937] have shown 
that certain glucose? fermentations by propionic acid bacteria yield relatively 
large quantities of succinic acid and CO 2 and a small quantity of acetic acid. 
These results are readily adaptabli* to a sciheme of fermentation involving the 
formation of succinic acid from acetic ac^id. On the contrary, if the succinic 
acid is assumed to be formed by union of OO 2 (or some other 1-0 compound) 
and a 3-C compound, it is difficult to explain the origin of the large quantities 
of CO 2 in comparison with the small amount of acetic acid. Two mechanisms have 
pr<‘viously been proposed for the formation of CO 2 ; one by the breakdown of 
pyruvic acid to acetic acid and COg; the other by decarboxylation of succinic 
acid to propionic acid and COg. If these reactions were the only sources of OOg, 
and succinic acid was formed by union of (Xlg and a 3-C compound, the C(32 
would of necessity be l(‘ss than the acetic acid provided that the latter was not 
broken down. If succinic acid formation occurs in glucose dissimilation solely 
by COg synthesis it is probable that there is a mechanism of CO 2 formation 
which has not considered as yvt. Stone et al, [1930] and Wood et al. [1937] 
have shown that acetic acid is activated and dissiinilated by propionic acid 
bacteria. In fact the results in Table I indicate there may have been some 
breakdown of acetic? acid between 28*5 and 40-5 days. Aerobically, resting cells 
of propionic acid bacteria can attack acetic acid slowly (unpublished results). 
At present it s(?ems jjrobable that there may be two mechanisms of succinic 
acid foi Illation in glucose dissimilation: one by (JOg synthesis and another by 
synthesis involving acetic acid [Wood & Workman, 1936, 2]. 

Although the present observations showing the equivalence of OOg and 
succinic acid indicate that the latter is formed predominantly by (Xlg synthesis 
in glycerol fermentation, other inter jiretations can be given. The formation of 
the oxidized product, succinic acid, must be accompanied by a simultaneous 
reduction. Since? the utilization of OOg involves reduction, the relationship of 
( ^>2 and succin ic acid may arise in the establishment of the oxido-red u ction balance. 

The close connexion of VO 2 to succinic acid formation has also been shown by 
fermentation of gl^^^eerol under Ng with phosphate as a buffer. Numerous experi- 
ments have lieen conducted but in no case have substantial quantities of suc- 
cinic acid been found as a product under these conditions, i.e. in the absence 
of COg. Propionic, acetic, pyruvic and lactic acids and propyl alcohol are 
formed with no gas. These experiments indicate that CO 2 is necessary for the 
formation of succinic acid and are in complete agreement with the investigations 
of Elsden [1938]. 

The relative change in the course of the fermentation with time as shown in 
Table II is of interest. On the basis of the glycerol fermented, the COg utilized 
and succinic acid formed during each interval progressively increased whei’eas 
the propionic acid decreased. Comparing the first with the final analysis, the 
mJf , COg utilized increased from 14*6 to 62*9 and the succinic acid from 13*6 to 
59*2 mJlf. while the propionic acid decreased from 68*3 to 42*1, per l(X)mJ/. 
glycerol. The cause of this change is not clear but it illustrates how large the 
utilization of COg can be and also the relative changes in the other products. 
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The CO 2 amounted to 17*3 % of the total C converted, on the basis of the glycerol 
fermented and COg utilized between 28-5 and 46*5 days. 

The complete mechanism of the fermentation of glycerol by propionic acid 
bacteria is not clear. The role of phosphate esters in this fermentation has not 
been investigated extensively. Werkman et ah [1937] have shown that the 
fermentations of glycerophosphoric and phosphoglyceric acids are inhibited by 
0-02 AT NaF. On the contrary, the fermentation of glycerol with proliferating 
cells proceeds in this concentration of fluoride (unpublished results). Apparently 
glycerophosphoric acid and phosphoglyceric acid are not necessary intermediary 
compounds. Wiggert & Werkman [1938] have recently shown that propionic 
add bacteria grown in the presence of fluoride do not have an enzyme system for 
the breakdown of phosphoglyceric acid, whereas in the absence of fluoride this 
enzyme system develops. Perhaps this also occurs in the fermentation of 
glycerol, in which case, in the absence of fluoride, phosphoglyceric acid and 
glycerophosphoric acid may be intermediates. Wood & Werkman [1938] have 
shown that glycerophosphoric acid is fermented to the same final products as 
glycerol and, on this basis, they could not exclude the ester as an intermediate of 
glycerol fermentation. Whether or not COg uptake is connected with phosphory- 
lation is not known at present. Pyruvic acid probably occurs as an intermeniiate 
since it may be isolated from glycerol fermentations by sulphite fixation [Wood 
et ah 1937]. This compound may be the point of entrance for CO 2 . Apparently 
propyl alcohol can be dissimilated by propionic acid bacteria. There was a 
decrease in the actual amount of propyl alcohol at the conclusion of the fer- 
mentation (Table I). Propyl alcohol is probably formed by reduction of prop- 
aldehyde which has been isolated from glycerol fermentation by fixation with 
sulphite and dimedon [Wood & Werkman, 1934]. 

Recently Promageot & Bost [1938] have reported that the succinic acid which 
they obtained in propionic fermentation probably originated from compounds 
of the yeast extract. The CO 2 was not determined in their experiments but was 
calculated from arbitrary equations. Wood & Werkman [1936, 2] have shown 
that similar equations are not completely adaptable to the propionic acid fer- 
mentation of glucose. The excessive C recoveries (based on calculated COg values) 
obtained by Fromageot &: Bost are not a strictly reliable indication that products 
are being formed from the yeast extract, inasmuch as no consideration was given 
to the possibility of COg utilization. It is probable that small quantities of 
different products are formed from the yeast extract; however, there is no 
evidence that these products are confined to succinic acid. In our experiments 
in which Difeo yeast extract (0*4 %) has been used as the source of N there has 
been no evidence that the quantities of products formed from the yeast extract 
are significant when compared with a fermentation of 2*5% substrate. 

SUMMAEY 

Previous experiments showing utilization of CO, by propionic acid bacteria 
fermenting glycerol have been confirmed and extendi^. The C of the utilized 
COg has been found in the products, which are succinic, propionic and acetic 
acids and propyl alcohol. 

Total C determinations before and aft.er fermentation show that there is an 
increase in the total organic C df the medium equivalent to the decrease in 
inorganic C (COg). 

The uptake of gaseous COg was sufficient to create a partial vacuum in the 
apparatus. 



COa UTILIZATION BY PROPIONIC ACID BACTERIA 1271 


The succinic acid formed and COg utilized are approximately equimolar. 
It is suggested that the formation of succinic acid is by synthesis from a 3-C 
compound through addition of COg . 

In the absence of COg little or no succinic acid is formed. 

The relative proportions of the products varied with time and the COg 
utilized. The succinic acid formed increased while the propionic acid decreased. 

Utilization of CO^ by hetorotrophic bacteria is considered in connexion with 
other reactions proposed for the formation of succinic and citric acids. 
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CLXIX. THE ACTIVATION OF FEMALE 
SEX HORMONES 

III. MONO-ESTERS OF a-OESTRADIOL 

By K. MIESCHER, C. SCHOLZ and E. TSCHOPP 
From the ‘*Ciba” Jiejtearch Laboratories 

(Received 16 May 1938) 

Two series of mono-esters are derived from a-oestradiol according to whether the 
acid radical is in the 3- or 17-position. 

Up to the present only one mono-ester has l)een thoroughly investigated, viz, 
oe*8tradiol-3-benzoate pn‘pared by Schwenk & Hildebrandt [1933], According to 
Kaufmann [1933; stn* also Schoeller et al. 1935] it lias a protracted effect in com- 
parison with the fret* follicular hormone. In the previous paper of this series 
[Miescher et al, 193H, 2] we showed that as regards duration of effect and output 
of activity many di-(‘st<*rs of watradiol are much better than the 3-benzoate. The 
same applies also to the scrubs of the 3- and 17-mono-t‘8ters. The investigation of 
the estt^rs was made by tletormining their thr<*shold value and duration of effect 
in the oestrus test as wtU as their action in the utt^rus growth test using rats in the 
same manner tis deHerilx*d piwiously. Again the osUus were injected subcu- 
taneously in oily solution. 1275 animals were used for these experiments. 

Tlie mono-estors of a-o<.*stradioI investigated by us are shown in Table I. 


Table 1 

Oestrus Uwt (rat) 


Oestrailiol mono-t»«ters 

M.P.* 

C. 

Tlirt*shoId 
value rat 
oestradiol 
=0*4y 

Threshold 
value 
based on 
oestradiol 
=01y 

3-Acet4ite 

130*5-137'.% 

0*4 

0*1 

3-rjn>|jiuuate 

125t>'-120'U 

0*4 

0*1 

3- n> Butyrate 

9«*0- IMI'O 

0*4 

0*1 

3-H-Yalerate 

Approx. 58 0- W>'0 

0*4 

0*1 

.3-n-Uexammte 

Approx. 4(»'0- 51 '0 

0*4 

0*1 

3-n-Octauoat« 

Approx. 48*0- .’>3'0 

0*6 

0*2 

3-n-I)ecanoate 

59 0- m>'U 

2*0 

0*5 

3-1’aliuitate 

70 t>- 71 0 

7*0 

1*8 

3-8tearate 

78-0- 78*5 

7*0 

1*8 

3-BenaKoate 

193*0-194*0 

0*75 

0*2 

17-Aoetate 

215*0-216*5 

-0*5 

0*1 

17-Propionate 

1990-200*0 

0*5 

0*1 

17-II- Butyrate 

166-5-1670 

0*5 

0*1 

17-MoButyrate 

183*0-183*5 

0*5 

0*1 

17-n-Valerote 

144*0-145*0 

0*5 

0*1 

n-n-Uexanoate 

128-5-129 0 

0*7 

0*2 

17-n-Ootanoate 

117*5-118*0 

0*8 

0*2 

17-n-Deoanoate 

112*0-112*5 

3*5 

0-9 

17-Benzoate 

93*0- 94*0 

3*0 

0*8 

1 7«Methyioar bonate 

216*5-218*0 

0*6 

0*2 

17-£thyl(»rl>0]iate 

1710-172*0 

0*6 

0*2 

3 : 17-Diethylcarbonate 

137*5-138*0 

1*5 

0*4 


* The melting-pointo are taken with a short thermometer. 
Biochem. 1938 xxxu ( 1273 ) 
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Apart from the 3-benzoate only the two mono-acetates have been mentioned 
in the literature. The preparation of a series of mono-esters has akeady been 
reported by us elsewhere [Miescjher & Scholz, 1937, 1,2]. A description of some 
further mono-esters is appended. 

OestradioLS-n-mlerate, 630 mg. oestrone-^i-viileriite were disHolved in IK*) ml. ethyl acetate 
(ooutaining no alcohol) and mixed with 3.50 mg. platinum oxide (Adams). I’hc whole was shaken at 
room temperature under a pressure of hydrogen of 4*3 atm. for 20 hr. After tiltering off the plati- 
num and evaporation of the solvent under diminished pi'essiiro the remaining oil was purified lor 
analysis by two distillations at 0*0(X)4 mm. (bath tem]>eniture 180-190 ). (Kound: C, 77'fil; 
H, 9-01 %. CgjHsaOa requires C, 77-47; H, 9-06%.) The oil can be i rystallizcd Irom ah-ohol-water 
but the crystals contain solvent, m.p. about 58-60 . 

OeBtradid-S-ti-hexanoate. A solution of 428 mg. oestroite-a-hexanoate in 65 ml. alcohol-free 
f^thyl ac*etatc was mixed with 220 mg. platinum oxide and reduced as above. The working up was 
the same. After distilling 3 times at 0-0(X)8 mm. (bath temjieraturc 180-190') a colourless oil was 
obtained which could be crystallized from alcohol -Avater; however, the crystals contain solvent. The 
M.p. is about 46-51"^. (For the oil, found :C, 77 -81; H,9-20^o. CgAHi^OgrcnjiiiivsC, 77*78; H,9*26*?o-) 

OeMradioUi-n-octanoate. In the same manner oestrone-w-octanoate, M.i*. 69-8-70-2', w^as 
reduced by means of platinum oxide in ethyl acetate and an oily residue obtained which was 
distilled 3 times at 0-0004 mm. (bath temperature 180 ). The oil was dissolved in alcohol- water and 
after standing, crj-stals were formed, containing solvent, m.p. about 48-53'. (For the oil, found: 
C, 78-45; H, 9-46%. CjcHagOs requires C\ 78-33; H, 9-62%.) 

Oeslradiol-3‘i\-decanoate. The oestronc-/i-decanoate was i-educed in the manner descrilied 
above. After filtering and evaporation of the ethyl acetate under diminished pressure an oil 
remained which after reerystalUzing several tiuies from methanol ga\e fine needle*^ with constant 
M.P, 59-60'. (Found: C, 77*05; H, 9*97%. 0*5 HgO requin^s (\ 77*18; H, 9*95%.) 

Oestradiol-17-ndi(iranoaie, 960 mg. oestradiol-di-«-hexanoate (an oil) wert* mixed with 60 ml. 
of 0*.5% KgCO, in 95”o methyl alcohol and stirred for about 3 hr. at room temperature during 
which time solution occurred. The solution was then slightly acidified and by slow ly a<lding water 
crystals w^ore precipitated. After filtering off and thoroughly washing first with water and then 
with diluted NajCOg and again with water, almost pure oestradioJ-i7-«-hexanoate was obtained 
and rec?rystallizod several times from methanol -water, m.p. 128*5-129 . (Found: (\ 77*67; H, 
9*29%. C84H34O3 requii-es i\ 77*78; H, 9*26%.) 

Oestradiol-17-n-ocfan()ate. Partial saponification of oestradiol-di-7oocianoalo (an oil) with 
0*5% KjCOa 95% methyl alcohol was carried out as above. The working up was the same. 
After purifying by reciystallizafion several times from aqueous methanol the crystals had m.p. 
117*5-118^ (Found: C, 78*37; H, 9*85%. rt-quires C, 78*33; H, 9*62%.) 

I. Assay in the oestrus test 

S-Mono-eMers, As will be seen from Table I the thi’cshold value in the oestrus 
test, determined on the rat, is the same from the 3-acetate up to the 3-hexanoate, 
and is the same as that of free oestradiol {Sr ==0-4y). From the 3-octanoate it 
increases but does not exceed 7 y even with the palmitate and stearate. As regards 
duration of oestrus (see Fig^ 1) with doses of 50y only a slight increase of the 
duration of effect is to be seen up to the hexanoate (from 4 to 8 days). With the 
3-octanoate the effect increases suddenly up to 52 days and attains with the 
3-stearate a maximum of 80 days On the other hand , the duration of effect with 
similar doses of the 3-benzoate is only 16 days. With the lower esters up to the 
3-octanoate, oestrus appears on the 4th day, that is, one day later than with 
oestradiol. With the higher esters oestrus appears on the 6th day. 

17-Mono-esttr8, In comparison with the 3-mono-esters the threshold value of 
this series is slightly increased. The most pronounced difference is observed with 

* Acoaxding to a private communication from Prof. SchoelJer, Berlin, the 3-palmitate in a 
previous experiment on a monkey also showed a long-lasting effect. 
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the 17-benzoate (3y) compared with the 3-benzoate (()*75y). As regards the 
duration of oestrus (Fig. 2) the 17-mono-osters exceed the corresponding 3-raono- 
esters considerably. Using 50 y the 17-acetate and 17 -propionate show the same 
duration of effect as the 3- benzoate ( 15 days). With the higher esters it increases 



Kipf. 1. 7'he oftV»<*ts of aliphatic of cio^tradiol in compariKon uith f»ostra<hoI aiul its 

.‘Mnnizoatcoii caHtratfd ruts in the «K‘Htrtit% test, umii^ various 

rapidly. The 17-octanoale is of particular interest as, especially with com- 
paratively small dos<‘s, it c^xhibits the most intense action of all esters hitherto 
investigated. With 5y the oestrus hists 30 days, with 20 y 00 days and with 50 y 
86 days. With the higlier esters (dt^eanoate) the effect appt*ars to diminish. 
The duration of effect of 17-benzoa<e (00 days) is 4 times that of the 3-benzoate 
(15 days). With the 17-mono-est(Ts onset of oestrus is rather more rapid than 
with the 3-mono-esters. All the 17 -mono-esters investigated show tiudr full efiFect 
on the 4th day. 



Pig. 2, The effects of IT-mono-estem of oestradiol in comparison M ith oestradiol and its 
3-benzoate on castrated rats in the oi^tnis test, using various doses. 


In Pig. 3 the threshold values (iS,.) and duration of oestrus {Tae) of the 3- and 
17-mono-esters (with doses of 50y) are given for comparison. The superiority of 
the 17-ester8 over the corresponding 3-esters as regards duration of oestrus is 
clear. A comparison of this %ure with Fig. 2 in the previous paper [1938, 2] is 

81--2 
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very instructive. It will be seen that with doses of 50 y none of the 3- and 
17-mono-esters studied is equal to the most active di-esters as regards duration 
of effect. 

In addition to these 17 -mono-esters we examined also two 17-raonocarbonic 
esters as well as one 3;17.di-ester of oestradiol using a dose of oOy. The duration 
of oestrus is with the 17-methylcarbonate 14 days, with the 17-ethylcarbonate 
25 days and with the diethylcarbonate of oestradiol 40 da^^s. 



Number of carbon atoms of the acid radicals 


Fig. 3. Comparison of the aliphatic oestradiol >3-mono>eHter8 ( ) and '17-mono-CKtcrs ( ) 

as regards the threshold value (*SV) and duration of effect in the oestrus test. 


II. Uierv^ growth tfst 

S-Mono-esters, As in the o(\strus test the lower alij)hatic 3- mono-esters show^ 
also in the uterus growth tt?st (Fig, 4) first of all only a slight increase of effect 



Days 


a-mono-esters of oestradiol in compariaon with oestradiol and its 
f V?* weight of the uterus of young rats after sn^taneous injection of a total 
dose of 50y of hormone given in equal parts on two consecutive days ^ 
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with the increasing length of the a(5id radical . On the other hand, the 3-octanoate, 
and particularly the higher esters, exhibit more pronounced effects. As regards 
effect the 3-benzoate is between the 3-hexanoate and 3-octanoate. The lower 
esters up to the 3-hexanoate attain their maximum effect on the 4th day. With 
the 3-octanoat€* it is delayed to the 20th day, the maximum eflFect of the higher 
estcTs appearing still later. 

17-Mvno-e.8ier8, The intensive action of the esters substituted in the 17-posi- 
tion is very obvious (Fig. 5). Already with the 17-propionate the intensity of 
effect obtained with the 3-l>enzoate is reached, yet as regards duration the former 
is superior (more than 30 days against 20 days). From the 17-n-valerate onwards 
all highcT esters show' particularly pronounced effects; evtui after 30 days tlie 
ju'tion is still maintained. In comparison with th(' 3-mono-esters the maximum 
(‘ffect of the corresponding lower 17-mono-est(^rs is delayed. Chmerally it may be 
said that the higher the activity of the ester the later the maximum is r(‘ached. 



Days 

Fig, a. Tin* cttVcts of ] 7*mono.e'4tcrs of oostradiol in comparison with oest radiol and it« S-la^nzoate 
on the weight of the uterus of young rats after subnitaneous inje<‘tion of a total dose of ,>0y 
of hormone given in equal jmrts on two e<msecuti\c days. 

The already mentionetl carlKmates w’ere examined also as regards their effects 
in the utcTUS growth test. The 17-monoethylearbonate A^ith an output of activity 
of 204 cg.-days was twice as active as the 17-monompthylcarbonate (approx. 
100 cg.-days). The diethylcarbonatt' of ot^stradiol shows an action similar to that 
of the oe8tradiol-17-i«obut\Tat(». 

III. Compan8on of the effeets on the uteri of mstmted and 
uncastraUd animals 

Up to the present our results have bt*en mainly obtained with young un- 
castrated rats. Experiments with oestradiol-17-oetanoate and -dipropionate on 
a great number of castrated rats demonstrate that during the comparable 
interval of the first 30 days the corresponding values obtained agree in an 
astonishing way (see Fig. 6), especially considering the different weights of the 
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two kinds of animals. However, it should be taken into account that the average 
weight of the uteri of the castrated untreated rats which we used was approxi- 
mately the same as that of the young rats. In any case the use of young un- 
castrated rats for the testing work during the first 30 days is quite justified. 



Fig. (5. Comparison of the effc'cts of oestradio]-di]>rt»piona1e and o(‘stnuliol-17‘oc‘tanoate on tho 

weight of the iiteri of young uneaBtrated rats { -) and of eastratetl rats ( - ) after 

Bubriituneoiis injection of a total dose of oUy hormone given in equal parts on two consecutive 
days. 


IV. Chardcterization of the effect of the investigakd cowpoimh 

As in the previous publications the effects of the compounds dt'alt with in 
this paper have been characterized systematically, in so far as (complete data are 
available, according to their output of activity, A , onset of the maximal effect, 1\ 
etc. With all higher esters the output of activit\" is above 300 (‘g.-days and attains 
quite considerable values. 

Table II 
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eg. -day M 
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‘•g- 

O' 

,o 

0/ 

/O 

c 

Oestradiol 

2(1-3 

5-0 

4 

9 

2-3 

1(X) 

46 

10 

-.3'acetatc 

22-(i 

4-0 

4 

n 

20 

80 

40 

l-J 

•3-propionate 

30-0 


4 

12 

2-5 

110 

50 

1-5 

-3'W- butyrate 

37-2 

ivO 

4 

13* 

2-9 

120 

58 

1-8 

-3-w-valerate 

4(v0 

8-0 

4 

13 

3-5 

160 

70 

2-3 

-3-»-hexanoate 


9-0 

4 

14* 

4-2 

IHO 

84 

2*9 

•3-benzoate 

1J8-8 

100 

8 

24* 

4-9 

2(H> 

99 

5-9 

• 17-acetate 

S6-0 

7-5 

3 

22 

3-9 

150 

78 

4-2 

-17- propionate 

1940 

10-0 

8 

34* 

5-7 

200 

114 

9-6 

-17-«-butyrate 

3270 

12-0 

15 

40* 

7-1 

240 

142 

161 

-17-n-octanoatp 

1100-0 

10-0 

30 

KMJ* 

11-0 

320 

220 

54-0 

- 1 7-methyJcarbonate 

lOO-O 

8-0 

, 7 

24* 

42 

160 

84 

4-9 

- 1 7-ethylcarbonate 

204-0 

9-0 

7 

37* 

5*5 

180 

no 

10- 1 


* Eatimated. 


V. Histological observations after administration of oestrom 
and> oestradiol esters 

It is known that the injection of follicular hormone into female rodents causes 
characteristic modifications in the structure of the mucous membrane of the 
uterus and vagina. 

The modification produced by esters of oestrone and oestradiol depends on the 
dose given and on the intensity and duration of effect of the derivatives concerned. 
After giving rats 60y (administered subcutaneously in two equal doses on 
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(ionsocutive days) of one of the esters investigated by us, the histological pi(;ture 
of the uteri shows a pronounced hypt^rtrophy of all tissue layers so long as the 
typical eornified non-nucleat(jd epith<‘lial cells are present in the vaginal snuiai’. 
Macroscopic examination shows that this organ is enlarged considerably and 
during th(? first days of the experiment is filled with liquid and mucus. With the 
shorter-acting esters the liquid diminishes from about th(^ fith to the 15th day 
and from the 15th to the 20th day in th(‘ case of tlir^ longer-acting esters. 

When the effect is mild, the (qnthelium of the mucous nu^mbrane consists first 
of all of high C(‘llular elernemts in a singl(‘ laycu*. Witli (‘sU^rs exhibiting a more 
intense and more prolonged effV(.‘t other mudifi(‘ations occur which are to lx? seen 
particularly in the epithelium. Whereas in the musculature and the mucous 
membraiH* a large niimlKT of eosinophil leueo(*yt(*s appear, characteristic 
changes are preeptibh* on the epithelium. In the place where single-layered 
(‘ylindrical epithelium was to be exp*(‘ted, with t-sters having a prolonged effect 
several strata of partly kc^ratinized (‘clls of v(‘rv high cylindrical epithelium 
(“vertical keratinization'* according to Freud [1937]) are found. The multi- 
plicity of ]ayt*rs can lx* very pnuiouneed at certain places yet the cylindrical 
(‘pithelial eharaet<‘r always remains. An infiltrative growth with destruction of 
the limiting membrane or d(^'p proliferation of solid epith(‘lial cones, as descrilx'd 
by Selye H al, 1 1935] after administration of high doses of follicular hormone w as 
not observed in our exjxu'iments. When the effect of th(‘ hormone ceases then tlu' 
eornified non-nncl<‘ated cells in tlu' vaginal smear disappear, tin* uterus atrophies 
and in8U‘a<l of the eornified (epithelial e<eUs nucleated epithelial ccHkS appear; they, 
are finally repla(»ed by normal cylindrical epithelial cells. 

Only in isolated carS(*s and with <».slers of o<*stradiol having a very prolonged 
t*ffect, were w'e able to obstefve in castrated rats a <*hang(‘ of the single-layered 
cylindrical epithelium of the mucosa into a multiple-layered paverm‘nt epithelium 
as des(*rilx*d by Sely<* W al, [1935j, Pi(»rsou |193r>|, Onimbreeht |1935], Kor(en- 
ehevsky [1937], Szarka & Rechnitz |193S], Dessau [193S] etc. 

We must mention that in our rats, even when using high doses of (»sters of 
oestradi<^l having very iirolonged action, malignant tumours were nevtu* observed. 

Xote. After eoni))ietiii^ this work we lH»came awure of a juihlieation by A, Fischer [ltl3SJ 
entitled: “rcUTilie biologische Wirknnj' der F*<»llikelhonnon-l)erivate.'’ Prubablv following on 
our own publioations [.Miescher, 1937; Mieacher i'i 1937, 1. 2. 3; 1938, 1, 2], this author also 
investigated wters of oestrone and oestradioi, particularly <»estraflioM7-mouo-csters and deter- 
mined, as we did, besidea the threshold \alue in the oestrus t<*st also the duration of the oestrus 
and the effect on the uterus. I’he oestrus thrt*shoid value.s ascertained on rats agrtn* with those 
eoininunjoated by us. To determine the duration of oestrus, Fisclier gave a single dose of ly to 
ciistrated niiee and to asetTtain the effect on the uterus h(‘ gave within 4 days 4 injections of 1*7 y 
each to young rats and weighted the dried uterus on the 5th day. Fischei did not obtain satisfac’tory 
results with the uterus test and therefore he recommends the seminal vesicle test. 

As is shown from the comparison with our results the experimeuts madtj by Fischer are to l>e 
consideretl as inadequate for the judgment of the effect of sex hormone compounds. The efficacy ot 
a substance cannot lie judged on the results of tests w ith small doses alone. A proper conclusion 
rc^gardiiig the total activity of such a comiKumd can only Ik* made w hen higher doses are also taken 
into (M:msidorHtion. In the ut^erus grow'th test (and moreover also in the seminal vesicle test) the 
time course of the swelling and the subsidence of the sweUing of the organ after injection must be 
considered. When this test is carefully carried out there is, contrary to the opinion of Fischer, a 
certain tiarallelisin between the duration of the effect in the oe-stnis test and in the uterus growth 
test. 
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Summary 

1. Nine aliphatic S-mono-esters, ten aliphatic IT-moiio-esters and the 17- 
monobenzoate of a-oestradiol were testecl by Hubcutaneous injection into the rat 
by the oestrus tost and uterus growth test and the results compared with those 
obtained with oostradiol-3-benzoate. 

2. Oestrus test. In both series of esters containing a fatty acid radical the 
threshold values are, up to the octanoates, comparatively low and are similar to 
that of free a-oestradiol (0-4y). From the octanoates they increase rapidly but do 
not exceed ly for the esters investigated. The threshold values of the 17-mono- 
esters are generally somewhat higher than those of the corresponding 3-mono- 
esters. A prolonged effect is obtained particularly with the liiglu'r esters. In 
this respect all the 17-ester8 investigated are much 8uj)erior to the corresponding 
3-esters; the 17-octanoate exhibiting the most int€?nse and prokuiged effect even 
with small doses. 

3. Uterus growth test. In this test also 17- mono-esters, particularly the lower 
esters, prove to be superior to the corresponding 3-mono-esters. The results of 
experiments with oestradiol dipropionate and the 17-mono-octant)ate on un- 
castrated young and on castrated adult rats agreed in an astonishing way. 

4. Histological observations. The single-layered cylindrical epithelium changes 
under the prolonged influence of hormone into several strata of partly keratinized 
cells of very high cylindrical epithelium (“vertical keratinization’^). An infiltra- 
tive growth with destruction of the limiting membrane or deep proliferation of 
solid epitlielial cones did not occur wdth our method of testing. Malignant 
tumours were not observed. When the effect of the hormone ceased a rf‘turn to 
normal followed. 
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The pigment respon«il)lo for the distinctive colour of human red hair apj3<*ars 
to bc‘ unknown. Text-hooks contain conflicting statements in regard to the 
question. Morse [1927] states tlmt ‘‘red hair is a diluted black”. If this is true, 
it. becomes difficult to explain the many shades of bro\^Ti which various sainjiles 
of hair exhibit. On the other hand. Bodansky [1934] states: “In addition to 
melanin, the presence of lipoc'hronie ha.s l)een deseril)f‘d in skin and hair, to which 
is attribiitf^d the characteristic red coloration which is often seen in hair.” The 
onl}^ lipochrome disc(»vered by Tutsehku [1923] in horse hair, how’ever, had a 
yellow -green colcmr and was jirescmt in hair of all shades excc])t white. Neither 
Morse nor Bodansky Cj notes literature r<*ferc»n(‘es in support of the statement 
contained in his text. 

Zwickv & Almasy [1935] have reportc‘d that the alkali-soluble pigments of 
red hair, black hair and melanomas of hors(\s c*annot be distinguished spectro- 
scopically. The j>resent author doc's not agrto with this (‘ont‘lusion, since in- 
spe^cticni of their data sh«)ws that the ratios of th«‘ extinction coefficients of the 
black hair extrac'ts and the red hair (extracts are not constant. That is, the two 
spc^ctral curves cannot 1h* made to coincide at any concentrations of the pig- 
ments. 

Neumann (1937] ha.s recently made a study of the pigments of rabbit hair. 
Three pigments, descrilR^d as yellow*, brown and black, were found. The yellow 
y>iginent has the lowx»st molecular weight and the lowest nitrogen content while 
th<.‘ bla(*k pigment has the liighest molecular weight and nitrogen content. 

Experimental 

Extraction of acid-sohtble pigment. Samples of red human hair were thoroughly 
washed with suewssive portions of 0-1 A' NaOH, O'l A" HCi and distilled water. 
The hair was then partly driisl lietween filter paptTs, after which it was extracted 
with boiling 0*1 N HCI for }>eriods varying from 3 to 10 days. During the first 
2 days the refluxing solution remained colourless; from the third day on, how- 
ever, coloration was present. The extract was concentrated by boiling and 
filtered to remove the hair residul^ and some protein which precipitated. The 
filtrates were clear; dilute solutions were coloured reddish yellow* and more 
concentrated solutions were red-browui. 

In order to demonstrate that the pigment extracted by this procedurt'> w*^ 
not produced by the chemical treatment, samples of black hair and of synthetic 
dopa-melanin (prepared by tlie oxidation of dopa [Arnow*, 1938]) were refluxed 
separately with 0*1 A" HCI for varying lepgths of time. The red pigment w^ 
never produced in these experiments. Apparently blai'k hair does not contain 
an acid-Boluble pigment, and such a pigment cannot 1 k' produced from dopa- 
melanin by prolonged boiling with dilute HCI. 

{ 1281 ) 
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Preparation of synthetic pigment. Solutions of dopa-mclanin in N NaOH 
were placed in 75 mi. test tubes. Air was bubbled through these solutions for 
several days. Excess HCl was then added and the precipitated dopa-melanin 
was removed by centrifuging and filtration. The resulting solution resembled 
in colour the extract of red hair. 

The pigment produced in this manner from dopa-melanin appears to be an 
oxidation product. Solutions of dopa-melanin in N NaOH which are kept in 
containers evacuated with a water pump are stable more or less indefinitely. 
Similar solutions exposed to air slowly produce the acid-soluble pigment. 

The experiments of Diili6re & Raper [1930J indicates that melanin can be 
oxidized with oxygen in alkaline solution. On theoretical grounds, the pro- 
duction of melanin from tyrosine by tyrosinase should require 5 0 per mol. of 
tyrosine. At jjH 6 this value was found, by the abovi' authors, but 5*23 O were 
used at />H 8. Moreover, “if a few drops of 30 % KOH were added to the solution 
in the expoiimental fiask after all enzyme action had ceased, a further oxygen 
uptake was observed. This occurred outside the limits of pH at which tyrosinase* 
is active and was probably due to production of oxidation products of melanin 
itself by atmospheric oxygen.” 

Comparison of natural and synthetic pigments. (1) Both pigments are soluble 
in acid, neutral and alkaline solutions. The term “acid-soluble pigment” lias 
been used in this paper to distinguish the coloured compounds from melanin 
(and perhaps other hair pigments), wdiich is insoluble in dilute* mineral acid 
solutions. 

(2) Both pigments exhibit more colour in alkaline solution than in ec|ual 
concentration in acid solution. The* degree of acidity or alkalinity can vary 
within wide ranges without affecting the colour, provided that the concentration 
of pigment is unalk^red. 

(3) The visible absorption spectra of tlu* two pigments in futher acid or 
alkaline solution agree qualitatively within experimental error (see Fig. 1). The 
absolute concentrations are not known, since neither substance has yet U^en 
isolated in pure form. It is possible, however, to adjust the solutions to equal 
concentrations as determined either with the spectrophotometer or with a 
Duboscq colorimeter. A Bausch and Lomb spectrophotometer was used in 
making the measurements recorded in Fig. 1. In accordance with Lambert’s 
law, the extinction coefficient is defined by the expression, 

extinction coefficient logj^ y , 

where I is the intensity of light after passage through d cm. of solution, and Iq is 
the intensity of the light entering the solution. According to Beer’s law, for any 
given wave-length this extinction coefficient is proportional to concentration, 
if d is maintained constant. The absorption vessels used in making these meiiisure- 
ments were 2*5 cm. long. 

Fig. 1 shows the increase in colour in alkaline solution, since the concen- 
tration of pigment is the same in both solutions. The colour in acid solution is 
not qualitatively identical with that in alkaUne solution. This is illustrated in 
Fig. 1 by a plot of the ratio of the extinction coefficients in alkaline solution to 
those in acid solution as a function of the wave-length. This would result 
identi^^?^^^^ parallel with the Abscissa if the colours were qualitatively 

(4) When acid solutions of the two pigments are shaken with n-butyl 
alcohol, a portion of the pigment enters the alcohol layer. If the experiment is 
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rejH*ated, substituting alkaline solutions for aeid solutions, no pigment enters the 
alcohol layer. 

(o) Solutions of both pignumts pass through dialysing membranes (Msking 
casing). 
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Kii», I. Almorpticii Hpei tra data. 

('iinf 1, in h\<lr(»(l»k»ric arid Mdution. 

o solution of fiiifiuent extrat’t(»<l from rcsi human hair. 

# Holiitum ot*#<jvntlH'tic pijfment. 

• ]M)jnts niloulatod from data of Zwit ky & Almasy [lHH.-ij. 

Cut VO 2, pi^:nu*nt'» in .sodium ln’dro.\i<h" solution. 

® I 

# ■ As lor t’urNr I . 

• ) 

Curu' ih dopa-inolauin ami hlai'k horao hair pi|;ment in alkaline solution, 
o dopa-melanin in NaOH (I IH mg. p<‘r L). 

• jKunts calculated from data of Zvviokj' ct Almasy 

Curve 4, ratio of extinct iou roeflioieniH of the pigment of red human hair (and of synthetic pig 
ment) in alkaline solution and in aeid suluticm. 


DlSCl’SSION 

The evidt^nee presentt*<l above suggests that the charaetiTistic pigment of red 
human hair is an oxidation product of melanin. Tin* strongest evidence of the 
identity of the synthetic and natural pigments is afforded by th<* spectral data. 
It is true that the evidence presented indicates only that the absorption spectra 
of the two jngments agree qualitatively with each other. It seems unlikely, 
however, that two chemically different substances could have the same qualita- 
tive spectra in lK)th acid and alkaline solutions, particularly in view of the fact 
that the spectra are both quantitatively and qualitatively different in these 
solvents. In respect to the other physical properties recorded in this paper, the 
pigments also agree with each other. 

The data of Zwicky & Almasy [1935], mentioned earlier, give some support 
to the present author's data. If the concentrations of the solutions studied by 
them are adjusted to those used in this paper by multiplying the extinction 
coefficients calculated from their data by a suitable constant, it is found tliat the 
spectral curve for the pigment of red horse hair agrc*es qualitatively with that 
for red human hair* This is indicated in Fig. 1, in which is also indicated the 
interesting fact that the spectral curve for the pigment of black horse hair 




1284 


L. K AUNOW 


agrees qualitatively with that for dopa-melanin. An inspection of these graphs 
will show that it is impossible to make the curve for dopa-melanin (or black horse 
hair pigment) coincide with that for an alkaline solution of the pigment of red 
hair (or oxidized dopa-melanin) by multiplication of the values of the ordinates 
by a constant. For this reason, the author cannot agree with the conclusion 
expressed by Zwicky & Almasy, that ‘"Das schwarze Pigment der einen Art, das 
Pigment roter Haare. . .erwiesen sich im gelosten Zustand als spektroskopisch 
ununterscheidbar”. The expression “der einen Art” is used because a pigment 
whose absorption spectrum was obviously different from that of melanin was 
found in certain samples of horse hair. 

Some protein is extracted along with the acid-soluble pigment, as indicated 
by the fact that the hair extract gives the usual protein colour tests, whereas 
solutions of the ijigrncnt prepared from dopa-melanin do not. 

The fact that the colour of the pigments deepens in alkaline solution suggests 
that the compounds are weakly acidic in character. The increased colour would 
then be explained by the increased ionization in alkaline solution. This view is 
strengthened by the finding that butyl alcohol will extract them from acid 
aqueous solution, but not from alkaline aqueous solution. 

Summary 

If red human hair is extracted with boiling 0*1 hydrochloric acid, a red- 
brown pigment is obtained in solution. This pigment has the physical pro})f‘rties 
of a pigment prepared by the mild oxidation of dopa-melanin in alkaline 
solution. It is suggested that the distinctive colour of red hair is diu^ to the 
pres^mce in such hair of an oxidation product of melanin. 
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CLXXL THE EFFECT OF BODY STORES ON 
THE EFFICIENCY OF CALCIUM UTILIZATION 
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{Received 7 May J938) 

Many Ca and P balaiujo oxpt^rimonts with animals and man have been carried 
out during the last 35 years. Th<‘ resulting data are rather difficult to interpret 
because of much variation from unknown causes. It occurred to the writer that 
possibly the degree of Ca “saturation” of the tissues was a factor influencing 
the efficiency with which an individual utilized his dietary (.^a. 

It has been shown by Fairbanks & Mitchell [1936] that a low Ca content 
of the body brought about by subsistenc^e on a diet poor in this elemtmt pre- 
disposes to a subsequent high retention of Ca when liberal amounts arc furnished 
in th(^ diet. In their exf)eriment, the Ca content of the di(‘t was 1*25% in the 
exjHTimental ptTiod which followed a prfdiminarv period on a low Ca diet. The 
1 -25 % (!a level is so mucih in excess of the Ca requirememt for maximum storage, 
how<^ver, that the animals were able to n^plenish their depk‘U'd Ca stores even 
with a low jKTcentage n^tention. On the basis of the intake an<l balance figures 
givem in tht'ir paptT, the witer has caleulaU^d the average percentage retention 
for the animals that had lieen on the* low diet in a previous period: this was 
found to b<* only 24%. Hence, this exinriment does not elucidate the question 
as to whether an individual l)ecomes mort* efficient in the utilization of the 
available dietary Ca in times of stn*ss. 

In order to test this point it is essential that the Ca furnished in the diet in a 
test period, following a preparatory period on a low^ Ca diet, be below^ the re- 
(juirement for maximum storage. It was felt that the point was of sufficient 
inijM^rtance in connexion with the determination of the Ca requirements of man 
and animals to justify exptu’imental enquiry. 

First experiment 

This ex|Hriment was conducted according to the pairt^d feeding method. 
The food intake of a pair was restricted to the amount consumed by the memlnT* 
eating the less. 

Six young hooded male rats were selectc^d and paired, the two members of a 
pair being of the same litter and as nearly alike as possible. Four of the animals 
were 33 and two were 30 days old when they were started on the balance 
experiment. 

A Imsal diet of the following composition was fed : 


Yeast 

5 

Casein 

5 

Wheat gluten 

15 

Corn starch 

60 

Butter fat ... 

12 

Salt mixture 

3 


* Royal Veterinary and Agricultural College, Cojienhagen. 
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The salt mixture was De Loiireiro’s [1931] with calcium phosphate omitted 
as adapted by Henry & Kon [1937], and was made up from B.D.H. “Analar” 
reagents. 

This basal diet contained 0*10 % Ca and 0*19 % P; its P content was adjusted 
to 0-4 % by addition of K2HPO4 . In the preliminary period the Ca was fed at 
two levels, namely 0-15 and 0-8%, one member of a pair b(»ing fed the 0-15% 
Ca diet, the other the 0*8% Ca diet. The Ca content was regulatt*d by addition 
of CaCOg . In all cases the odd numlxjr rats received the low Ca diet in the pre- 
liminary period. 

The diets were fed in four 7 -day balanct' periods. The animals w<»r<‘ kept in 
Hopkins metabolism cages made of stainless ste(4.. At the end of each 7 -day 
collection period the cages, beakers and funnels were rinsed in 5% HNOg and 
the washings added to the urine. The urine was evaporated to dryness and ashed 
before being analysed. 

The 4 weeks’ preliminary period was followed by a 5 w('eks’ test fx^riod during 
w hich the Ca content of the diet was adjustc^d to the 0-4 level for both inemberH 
of a pair. At the end of the tc'st period th(‘ animals were killed, the intestinal 
tract was removed and the carcass analysed for Ca and P. 

Results 

The food intake and gain in live weight an^ given in Table J. Tlu* averag<‘ 
daily gain in live weight in the preliminary period was l o g. for th(‘ animals on 
the low Ca diet and i*7 g. for those on the high Ca di(*t : in thi* test period th<' 
live weight gain was almost the same in both groups, averaging 2*2 g. daily. 
The relatively low gain in the preliminary period w'as due to lack of ajipetite in 
the animals on the low Ca diet. There was not a single instancH' of refusal of food 
in the animals on the high Ca diet. On the low Ca di(d, on tlu‘ other hand, 
refusals occurred frecjuently, although the attempt wa.s made not to fe(*d more 
than the amount which would be eaten within 24 hr. 

The food consumption improved in the test period and naturally a better 
grow'th was obtained. The figures for growth indicate a better food utilization 
on the high Ca diet, which was to be exp(‘cted in the light of th(* studies by 
Toepfer & Sherman [1936]. 


Table I. Food consumption and live weight gain (g,) in first erp. 



Pair I 


Pair 11 


Pair III 



JNo. 1 

No. 2 

No. 3 

No. 4 

No. 

No. 6 

Initial live wt. 

39 

36 

48 

44 

4U 

41 

Final live wt. 

153 

J50 

167 

169 

16.'» 

17."> 

(Jarcass wt. 

133 

128 

145 

147 

143 

153 

Av. daily gain in preliminaiy 
jKJriod 

Av. daily gain in test peri(»d 
Daily food consumption in 
preliminary period 

1-3 

1*5 

1-4 

1'6 

1-S 

20 

2*2 

51 

21 

2-3 

2-3 

22 

2*2 

51 

4-8 

4-8 

60 

6*(> 

Daily food consumption in 
test period 

8-7 

8-7 

9-2 

9*2 

9*3 

9*3 


The average Ca and P balances for the four weekly preliminary periods are 
given in Table II. On an average the animals on the low Ca intake stored I9I mg. 
Ca and 179 rag. P during the 4 weeks as compared with an average storage of 
570 mg. Ca and 293 mg, P by Hieir pair mates on the high Ca diet. 
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Table 11. Mmn storage of Ca and P in first exp. 






(‘a 





F 





t — 

Jn- 



Stored 

In- 



Stored 


Hut 

take 

Faeces 1 ’riiie 

^ 

^ 

take 

Faeces Urine 

, ' 

^ 


no. 

mg. 

mg. 

mg. 

mg. 

o 

o 

mg. 

mg. 

mg. 

mg. 

o 

,o 

Weekly av. in pre- 
liminary period 

1 

53-2 

25 

1-7 

49-0 

92-1 

1420 

12-9 

86-9 

42-2 

29-7 

2 

284-0 

128-7 

20-6 

134-7 

47-4 

1420 

59-1 

13-2 

69-7 

49-1 

,3 

40-9 

12-0 

1-4 

35-9 

71-9 

1330 

14-2 

85-6 

.33-2 

25-0 


4 

266-(» 

119-0 

22-0 

125-0 

47-0 

133-0 

53-2 

17 8 

62-0 

46-6 


Ti 

63-0 

3-2 

1-4 

58-4 

92-7 

168-0 

13-2 

96-0 

58-8 

35-0 


H 

336-0 

148-0 

20-3 

167-7 

49-9 

168-0 

61-2 

191 

87-7 

52-2 

Weekly av. in test 

1 

244-8 

50-4 

7-8 

lH()-6 

76-2 

244-8 

.38-1 

87-5 

119-2 

48-7 

jKjnod 

.1 

244-8 

116-6 

8-4 

119-8 

48-9 

244-H 

71-5 

SS-3 

85-0 

.34-7 

3 

256-8 

63-7 

8-6 

1H4-5 

71-8 

256-8 

46-5 

H9-7 

120-6 

47-0 


4 

256-8 

137-2 

21-3 

98-3 

38-3 

256-8 

74-6 

83-9 

98-3 

38-3 


T) 

259-2 

68 5 

7-5 

183-2 

70-7 

259-2 

45-7 

10«)-0 

113-5 

43-8 


0 

259-2 

109 2 

8-1 

141-9 

54-7 

259-2 

65-5 

94 4 

99-3 

38-3 


At the start of th(» ex])erimc*nt two male rats similar to the exp<?rimei)tai 
animals wert' aiialys(‘d for t'a and P and found to contain (a and 040 

V, In Table III will Ih‘ found (aleiilations of the (*a and P contents of th(‘ expri- 
mental animals at the end of the preliminary period, based on the assumption 
that th(‘8t! animals had the same initial Ca and P ptTcentages as those of the two 
animals analysed. The average Ca and P conU^nts of the rats on the low (^a diet 
work(‘d out at 411 and 348 mg. res]M*ctivcly. The corresponding figures for the 
animals on the high Ca <liet wert* 779 mg. Ca and 454 mg. P. The rats on the 
high (-a di(‘t thus contained OtP’o P than their pair 

maU\s on the low (’a di('t, but in spite of the Iom^ Ca content of these latter 
animals, thc'y st*emed to be in ('xeellent condition. The only difference l>etwecn 
th(* pair mates which ('ould be detected by the eye was a differen(‘t* in the 
incisor te(;lh. The incisors of the d(*plet<Hl animals were opaque with white 
chalky patches. Th(‘ incis(»rs of the replenished animals were transparent with a 
uniform brownish lustre. 

The balance data for the test ptu’iod are given in Table II. The table show\s 
that the depleU'd animals made up for previous shortage by a more efficient 
utilization of the Ca and P in the food. The depleted animals stoned on an average 


Table 1 11. Ca ami P stored ami Ca atid P content of the carcasses at 
the end of first exp. 


Hut no. 


Initial content, mg. 

Stored preliminary peruxl, 
28 days, mg. 

Stored" test period, So days, 

mg. 

Total stored, mg. 

Found in carcass, mg. 
Difference, mg. 

Difference % 

and P as % of not wt, 
Ca/P ratio of minerals stored 
in preUminary }>eriod 
Ca/P ratio of minerals stored 
in Uist period 

Ca/P ratio of minerals in 
carcass 


12 3 4 5 6 


Ca 

P 

('a 

V 

Ca 

P 

Ua 

P 

Ca 

y 

Ua- 

P 

203 

150 

187 

144 

250 

192 

229 

176 

20S 

m 

213 

m 

196 

169 

539 

279 

143 

133 

500 

248 

234 

235 

671 

351 

933 

596 

599 

425 

923 

603 

492 

491 

916 

567 

710 

496 

1332 

921 

1325 

848 

1316 

928 

1221 

915 

1,3,5S 

962 

1.794 

1011 

1334 

899 

1292 

842 

1365 

906 

1,370 

906 

1370 

906 

1538 

1000 

-2 

.^22 

+ 33 

+6 

-49 

^22 

-149 

-9 

-12 

^-56 

4.56 

+ 11 

0-r : 

2-4 

2-5 

0-7 

3-6 

2-3 

10-9 

1-0 

0-9 

6-3 

3-6 

1-1 

1-UO <V6g 

lOl 

0-66 

0-94 0-58 

0-93 

0-62 

0-96 

0-63 

l-Ol 

0-65 

1-2 


1- 

9 

M 


2-0 


1 

‘0 

1 

1-9 

P6 


1- 

4 

1-5 


1-0 


1*6 

] 

[-4 

1-6 


h 

6 

1-5 


1-5 


1 

-5 

] 

1-5 
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924 mg. Ca and 589 mg. P during the test period as compared with 600 mg. Ca 
and 471 mg. P stored by their pair mates. During the entire experiment the 
storage was nearly equal in the pair mates. The average figures for the depleted 
animals are 1115 mg. Ca and 768 mg. P as compared with 1170 mg. Ca and 
763 mg. P in the replenished ones. 

The Ca and P contents of the animals as calculated from the balance figures 
showed good agreement with the Ca and P found by analyses of the. carcasses, 
as will be seen in Table III. The (>a data for number 4 furnished an exception 
to this rule and showed a deviation of 10'9%. The deviation for the other 
animals ranged from 0-1 to 6-3 % . In the preliminary period the animals on the 
high Ca intake lost a large percentage of the Ca in the faeee*s. The average for 
the three animals was approximately 45%. The animals on the low Ca intake, 
excreted only very small amounts of Ca in the faeces ; two of the animals excreted 
about 5 % , the third about 25 % of the food Ca in the faeces. In the amount of 
Ca lost in the urine thewi was also a marked difiFeretuu* between th«‘ pair mates. 
In the preliminary period the loss was from 6-1 to 8*3% of the intake for the 
animals on the high Ca intake. On the low Ca intake the corresponding figures 
were from 2-3 to 3-2%. Two of the animals on the low intake stonnl approxi- 
mately 92% of the food Ca, the tliird stored 72%. On the high Ca diet the 
storage was from 47 to 50 % . 

The P excretion also showed a striking differencti l)etween th(‘ pair mates. 
On the low Ca diet the P was cxcrc'ted mainly in the urine, on the high ('a diet 
mainly in the faeces. In the urine the averages w'ere from 57 to 64 % on th(» low 
Ca diet and only from 9 to 13 % on the high Ca diet. In the faeces the excr(*tion 
of P ranged from 36 to 42 % on the high (Ja diet and only from 8 to 11 % on the 
diet low in Ca. The difference in P storage was about 20% in favour of the 
animals on the high Ca intake. 

In the following 5 weeks’ test period when the pair mates were fed the same 
diet in equal amounts, the depleted animals utilized the dietary Ca moni 
efficiently than did their replenished pair mates. This was mainly brought about by 
better absorption from the intestine. The difference in the urinary ("a was 
comparatively slight, but this diff’erence was in favour of the depleted animals 
too. The replenished animals lost from 42 to 53 % of the Ca in their faeces cks 
compared with 21 to 26 % in the case of the depleted ones. 

The P excretion in the urine was nearly equal for the pair mates. In the 
faeces on the other hand there was a difference of about 10 % in favour of the 
depleted animals. 

Second experiment 

This experiment was conducted in much the same way as the first one, the 
only differences being shorter balance periods and a lower Ca content of the 

Table IV. Food consumption and live weight gain (g.) in second exp, 

Pairl Pair 11 Pair 111 



No. 7 

No. 8 

No. 0 

No. 10 

No. 11 

No. 12 

Initial live wt. 

50 

33 

52 

53 

51 

4:1 

Final live wt. 

146 

163 

150 

159 

159 

161 

Carcass wt. 

135 

142 

138 

147 

147 

148 

Av. daily gain in preliminary pc^riod 

20 

2*7 

1*8 

2*0 

2*0 

2*5 

Av. daily gain in test period 

2-6 

*3*0 

2*9 

3*0 

3*1 

31 

Av. daily food consumption 
in |)reliminary period 

Av. daily food consumption 
in test period 

7-0 

7*0 

6*9 

6-9 

7*6 

7*6 

10*4 

10*4 

10*2 

10*2 

11*0 

no 
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ration during the k^st period. The preliminary pc^riod and the test }x*riod eacli 
lasted for only 3 weeks and the Ca level in the test period was adjusted to 
0*25%. A earmine marker was administered at the end of the preliminary 
pc^riod in order to (*ffeet a better sc^paration between the faeces from the two 
periods. 

The six male rats 8(*l(»eted for this ox]X‘riment wt^re 33 days of age at the start. 
The food intake and gain in live weight as shenvn in Tabh’i IV were higher than 
in the previous expc'rirac^nt. The animals in this experiment gained only slightly 
less in () weeks than tlu^ animals in th(' first experiment did in 9 weeks. 

RfHUltH 

The balance data are given in Table V. The average storage^ for the pre- 
liminary p(*riod was 212 mg. Ca and 154 mg. P on the low Ca diet. On the high 
(,-a diet the average storag(‘ was 545 mg. Ca and 2S0 rng. P. A.ssiiming that these 
rats had the. same initial per(*<mtages of Ca and P as the two rats analysed in 
the* first exiKTinient, the diffeutmee* in ('a and P contents of the rats on the high 
and the low (>a di(‘ts at the end of the preliminary pt*riod was found to be less 
than in the first t*xiK*riment. The calculated figures show that the animals on the 
high ("a di(*t contained 60 % more Ca and 25 more P than did their pair mates 
on the low Ca diet. An examination of the incisor teH.dh did not reveal such a 
striking difference as that found in the first expf*riraent, although the incisors 
of the depleti‘d animals were d(*finitely poorer tlian those of the replenished ones. 

Espc'eially in the first week of the test period the depleted animals proved to 
lx* more efficient in the utilization of dietary Ca. The total Ca excretion in the 
fa^'oes and the urine ^vas more than thrt*e times as high in th(* replenished animals 
as in their depleted pair mat<‘s. The difference in the Ca excretion between tht* 
pair mates in the pn*ceding jxjriod, however, w^aa so large tliat if only a small 
amount of faeH'es from the diet of the preliminary periocl had be(*n collected at 
the b(?ginning of the test period, the Ca contained hen*in would easily account 
for the higher ('a content of the fm*ces from the replenished rats in the first wwk of 
the test ptjriod. The use of a marker does not entirely dispose of this possibility 
since the marker d(H*8 not effect a perfect separation. The P excretion, however, 
strongly indicated that no excreta from the previous period had been collected 
in the test period. In the week prior to the change in diet the P excreted in the 
faeces was 5-6 times larger in rats on the high than in those on the low Ca diet. 
In the urine the rt? verse condition held true. On the low Ca diet 3-4 times more 

Table V, Mean storage of Ca and P in secoml exp, 

Ctt P 


8torwi Stored 



Rat 

no. 

Intake 

mg. 

Faeot« 

mg. 

Urine 

mg. 

mg. 

0^ 

o 

Intake 

mg. 

Faeces 

mg. 

Urine 

mg. 

mg. 

" 

O'' 

.0 

Weekly av, in pre- 

7 

740 

3*7 

1*3 

mo 

93*2 

197*3 

16*9 

13M 

49*3 

25*0 

liminary peric^ 

8 

394'6 

178*7 

42*9 

173*0 

43*8 

197*3 

80*4 

19*9 

97*0 

49*2 

9 

72‘5 

3*1 

1*8 

67*8 

93*5 

193*3 

16*2 

127*9 

49*2 

25*5 


10 

388*6 

190*4 

27*2 

169*0 

43*7 

193*3 

78*8 

35*3 

79*2 

41*0 


11 

79*5 

2*7 

1*4 

75*4 

94*8 

212*0 

17*8 

138*7 

55*5 

26*2 


12 

424*0 

185*0 

360 

203*0 

47*9 

212*0 

81*2 

27*6 

103*2 

48*7 

Weekly av. in test 

7 

182*5 

14*0 

2*6 

165*9 

90*9 

292*0 

267 

140*0 

125*3 

42*9 

period 

8 

182*5 

22*5 

6*6 

153*4 

84*1 

292*0 

26*9 

134*8 

130*3 

44*6 


9 

179*2 

10*8 

2*6 

165*8 

92*5 

286*6 

24*7 

126*9 

135*0 

47*1 


10 

179*2 

25*2 

9*2 

144*8 

80*8 

286*6 

30*3 

136*2 

120*1 

41*9 


11 

191*6 

10*7 

3*4 

177*5 

02*6 

306*6 

25*7 

145*7 

135*2 

44*1 


12 

191*6 

20*0 

7*1 

164*5 

85*0 

306*6 

28*6 

143*1 

134*9 

44*0 
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P was excreted in the urine than on the high Ca diet. During the first wecik of 
the test period the pair mates excreted ntiarly equal amounts of Ca tuid P in the 
faeces and urine. 

In the following 2 weeks the depleted animals stored only slightly more Ca 
than did their pair mates. The difference was mainly brought about by a 
smaller Ca loss in the faeces though the urinary Ca ex(Tetion also favoured the 
depleted animals. In E* metabolism there was no significant difiert‘nce l>etween 
the pair mates. 

The agreement between the (Ja and P eonlents of the rats ealcjulatt'd on the 
basis of balance data and the C^a and P conk'uts found }>y analyses of the car- 
casses was very close (Tabh' ^’T). The maximum deviation was only 2*5% for 
Ca and 4-0 % for P. 


Table \T, On and P stored and Ca and P contents of the carcasses at 
the end of the sec^ond exp. 


Rat no. 

7 


8 

9 

10 

II 


12 


r 

^ 

^ 

r — ' \ 

, 


- - 


, — — 


Ca 

P 

Ca P 

(.•a 1’ 

Ca 

P 


r 

Ca P 

Initial oonteiit, mg. 

2d(» 

2(M> 

172 132 

270 

208 

270 

212 

205 

204 

224 172 

Stoi*ed preliminary jMTioil, 21 
davs, mg. 

207 

148 

291 

203 

148 

.507 

238 

220 

107 

009 310 

Stoivd test ijeriod, 2 1 dayrf, mg. 

498 

376 

46(i 391 

497 

405 

434 

300 

532 

4(M> 

493 405 

Total stored, mg. 

905 

724 

1151 814 

970 

701 

1217 

810 

1023 

777 

1320 887 

Found in carcaa.s, mg. 

91H) 

712 

1106 807 

903 

732 

1198 

801 

1011 

759 

1300 891 

Differenco, mg. 

-25 

- 12 

15 -r7 

+ 7 4 29 

*-19 

4 9 

^ 12 

I- 18 

-20 -4 

Difference 

2-5 

1-7 

1-3 0-9 

0*7 

40 

10 

11 

1*2 

l>'4 

2-0 04 

Ca and P as % of net wt. 

Ca/P ratio of minerals stored in 
preliminary period 

Ca/P ratio of minerals stored in 
test period 

Ca/P ratio of minerals in carcass 

0-73 ' 

1-4 

1-3 

1-4 

0-53 

0*82 0%57 

18 

1-2 

14 

0-70 0-53 

1-4 

1-2 

1-3 

0-82 

2* 

!• 

1- 

ihr>4 

1 

2 

5 

009 ( 

1-4 

1*3 

1-3 

1-52 

0>88 0-00 

20 

1-2 

1-5 


During the pndiminary pericnl on the low Ca diet the animals stored on an 
average 212 mg. Ca and 154 mg. P. The corresponding figures for their pair 
mates were 545 mg. Ca and 280 mg. P. In the test period the average storage 
was 509 mg. Ca and 396 mg. P for the depleted animals, as compared with 
462 mg. Ca and 385 mg. P for their replenished pair mates. 

In the tc^st period the depleted animals stored 92 ^>f the Ca and 44*7 % of 

the P. The corresponding figures for their pair mates were 83*6 and 43*5. The 
replenished animals excreted about 6 % more Ca in the faec(?s and about 2*5 % 
more Ca in the urine than did their pair mates. It must kept in mind, however, 
that the difference between the pair mates decreased after the first week of the 
test period. 

Discussion 

Data reported in the literature indicate that 0-4 % Ca in the diet is inadequate 
for maximum storage when growth is normal. The rate of growth obtained in 
these experiments, however, was below normal and the possibility that the 
replenished animals were able to keep their tissues “saturated with Ca must l)e 
considered. 

The analyses of the carcasses support the view that the animals in the first 
experiment did keep their tissues “saturated” with Ca on the 04% Ca level. 
Th(3 balance data on the other hand show a much smaller Ca content of the live 
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weight increase in the test period than in the preliminary period on the 0-8% 
C^a leved. Calculated on the basis of the balance data and gain in live weight the 
live weight increase contained 1-19% Ca and O-fil % P in the preliminary 
period. In the test period on 0*4% the live wcdght increase contained 0*78% 
Ca and 0-61 % P. The high (*a ligun* for the pr(*liminary period is of course^ 
})artly brought about by the low initial Ca content of the animals, but even 
when allowance is made for the increase in Ca jXTcentage dm* to increase in age, 
thc^re is still a diffenmee hTt between the two periods which may be explairuxi 
as resulting from the inadequacy of the Ca level of the di(?t in the test period. 

In the second exp(*riment the (‘a lev«d was so far below the retjuirement that 
th(* replenished animals wen* rapirlly deph^Unl of Ca, which undoubt-^Mlly con- 
tributed to improved utilization as the test j)eriod advanc<*d. Thf‘ carcasses of 
the depleted animals contaim^d 0*71 (*a as eom|)ared with i)*84^/o the 

replenished animals. Tin* corresponding figure's for the first (‘xpt'riment were 0*97 
and 0-98. 

From the findings of the two exjK'riments it setmis justifiable to draw the 
conclusion that the degnn' of (*a ‘‘saturation'’ has an efh'et on the efficiency of 
(’a utilization. The efficiency is greatitu* with depleted than with replenished stores. 
This must be taken into consideration when interjm'ting mineral balances in 
animals and man. Eejuilibrium or positive* balance is not necessarily proof of 
adecpiacv of intake. It might 1x3 in part a refle'xion of the level of previous 
min<*ral nutrition. In other words, an intake which will barely maintain equili- 
brium with depleted store's might not suffice to maintain equilibrium wIk'Ii the 
stoix's are filh'd. In this eojmexion one might naturally ask if it is desirabh* to 
keep the Ca store's tilled. Our present knowleilge is not siiffieie'nt to answc'r this 
(juestion, but it doe*s si'e'm likely that (’a store's may be* eonsiderabiy redue‘ed 
and (’a utilization eonse*quently impn)ve'd without any harmful effect to the 
individual. 

Under the' conditions e)f this experiment, the P excretion in the faeces was 
determined to a eonside'rable* ext<‘nt by the amount of (’a pre»sent. In the pre- 
liminary pe'riexl of Imth expe'rime'nts, on the high (’a elie't about 40% 
iugt'ste'tl P was lost in the* fai'ce's and 8-10%^ in the urine. The corresf.K)nding 
figure's fe)r the low Ca diet are 8~10% in the fai'ces and t)0--70% in the urine. 
McGowan [1933J showeel with rabbits that a shift in the P exen'tion from the 
urine to the faeces occurred after addition of (’aC’Gj to the diet but that the reten- 
tion was better with (’aCOg than \^ith die^ah'ium hydrogen fdiosphate or steami'd 
bone flour. He elaimt'd that the neutralization of gastric HCl by CaCOg or other 
basic salts was the cause of the lowered Ca and P absorption from the intestine. 
In the t€^st [.K'riods of the presi'nt ex|X'riment it was not the neutralization 6f 
gastric HCl which caused an increased loss of P in the faeces. The pair niates 
were fed the same diet but none the less the replenishedaniraalslost more Caand P 
in the faeces than did their depleted pair mates. This fact seems best explained 
on the assumption that the largo amount of Ca present in the faeces of the 
replenished animals due to miuc^ absorption interfered with the absorption of P 
by reason of the formation of I'elatively insoluble calcium phosphates. The 
experiment does not, however, exclude the possibility that the neutralization 
of the HCl of the stomach did play a part in the high P excretion in the faeces 
of the animals on the high Ca diet in the preliminary period. 
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Summary 

1. The degree of Ca “saturation” of the tissues aifeets the efficiency of Ca 
utilization when Ca is furnished at levels below the requirement for maximum 
retention. 

2. Under the conditions of these experiments the P excretion in the faeces 
tends to run parallel with the Ca excretion. 

3. Lack of Ca in the diet affects the appetite adversely. 

The miter wishes to thank the Director of the Rowett Rt^search Institute, 
Sir John Orr, for the opportunity to use the facilities of tlie Institute. He 
is also indebted to the Head of the Physiology Department, Dr tJ, T. Irving, for 
his interest in the problem and for many helpful suggestions and to “ Rejsefonden 
af 1918”, the Royal Veterinary and Agricultural College, Copenliagen, for 
financial support. 
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CLXXII. DETERMINATION OF CALCIUM 
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The assay of })arathyroid hormone by the method of Dyer [1937] requires the 
mass detfTinination of ('a in small amoimts of rat’s urine. The methods given in 
the literature apply (•hiefly to human urine, of which large amounts are readily 
available, and involve incineration, whic‘h greatly limitvS their usefulness for 
mass analysis. 

The chi(‘f objection to precipitating C'a oxalate* directly from urine appears 
to have lxH*n the danger of simultaneous adsorption or precipitation of uric acid 
|cf. McC?rudden, 1911-121. This is not very probable in the case of rat or moust 
urine, in which uric acid is replaced largely by allantoin, and (‘oukl probably be 
avoided in any cas(‘ by varying the concentration and pH of urine and the 
duration and temjK'rature of pn^cipitation. In the ease of rat or mouse urine a 
further disturbing factor enters, namely, the invariable presence of ])rotein in 
these urines, and this has, as will ])e s(M»n later, a small but definite interfering 
<‘fiect. 

The t)bject of the present research w^as to det(uinine whether, and under 
what conditions, the microtitration method of Halverson & Bergeim [1917] is 
applicable to urine, deproteinized or not, the n^sults Ixung compared with those 
obtained for ashed uriiu*. 

Experimental 

( 1 ) Materials 

Rat and moust* urines w^ere <K>lleeteil in glass metabolism (‘ages of the type 
di'serilH'd by Dyer [1937], witli groujm of 5 rats or 10 mice in each cage; the 
daily output wiis made up with diluted act‘ti(‘ a(*id to 100 ml. Human urim* was 
taken from healthy adults. 

(2) Methmh 

The Halverson- Bergoim technique, as modified by V’an Slyke & Sendroy 
[1929], was apxfiuxl in all cases to the final determination of (^a. The following 
minor modifications wert^ found desirable. The piecipitate oftcui has a tendenc'y 
to adhere to the sides of the tub<^ and to float on tin* surface of the liquid. This 
can lie obviattxi by adding oxalate to the solution at SO"" and allowing it to 
cool to room temperature; large crystals of Ca oxalate are thus obtained which 
readily settle. Three washings with 1 : 50 ammonia arc prt‘ferablo to two, as 
recommended by Van Slyke. 

The filtered acidified urines w'ere deproteinized by mixing 10 ml. of 20% 
trichloroacetic acid with 25 ml. of diluted urine (containing 0-4-0-8 mg. Ca), and 
centrifuging after 30 min. 


( 1293 ) 
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In view of the destructive action of phosphates on platinum vessels, dry 
incineration is not a desirable procedure*. Wet ashing with H2S()4-(NH4)2S20g, by 
the method of Shohl & Pedley [1922], or with H2SO4-KHSO4 gave much lower 
results than those obtained by direct precipitation, both for urine and for 
standard CaClg solution. Since the only difference in tlu; final solutions was the 
presence of Na2S04, this was added in amounts of 0~1 g. to 10 ml. of standard 
solution containing 0-1235 mg. Oa, and Ca was determined as above. The 
amount recovered fell rapidly as the amount of S()4^ added (*x(*eeded 0-1 g., 
being only 0-06 mg., or 50% of the actual value, with 0-9 g. S()4". It follows 
that microdeterminatioii of Ca is not jiossible under the given conditions of 
incineration. 

Ashing with HNO3, by the method of Dyer, gave results which w'cre sub- 
stantially identical with the th(*oretical results. Thus the ( ’a (‘onteut of a standard 
solution was 0-3109 mg. by dir(*ct precipitation, and 0*3 ISO rag. afti'r incinera- 
tion. Applied to urine the method also gave satisfactory results, and the values 
so obtaint'd were taken as representing the tria* Ca content of the urin(*s. 

Apart from protein, uric acid has In'cn snppos(‘(l to interf(*ri' with din-ct- 
precipitation of Ca. The precipitatc*s obtained from amounts of urine (rat, 
mouse or human) containing 0-15-2 mg. Ca wen* test(‘d by the Folin-!)(*nis 
reaction for uric acid, but in no cast? w\as a positive* r(‘action obtaineil, cv(‘n 
after standing for 24 hr. 

A necessary preliminary to the study of conditions of pre<*ipitation from 
urine w^as to determine the effect of varying the conditions under which (’a was 
determined in standard solutions, namely, duration, tcrap(*ralure and pH of the 
precipitation, time of centrifuging and number of washings. The results, given 
in Table I, show that the degret* of accuracy is the* saiiu* whetht*r ])recipitatu>n 
takes place at 3° or at 37°, and that precipitation is corapl(*te afte*r 3 hr. Varying 
the pH from 3 to 6 does not significantly affect the I’csults and th(» same is th<‘ 
case when the time of centrifuging is varied from 5 to 15 min. 

Finally, it apjx^ars from the last column that the precipitates should be 
washed wdth three 3 ml. portions of 1:59 ammonia. It is evid<*nt that tin* 


Table I. of varying duration^ temperaturr and p// of pn'cipiUitiony time of 

cenirif^iging and nvrnher of mishingfi. All InhiH contain O l'JiV) nuj. Ca. The. 
figures in parenilmes refer to the number of detenninutions, of which the inean 
is given 


Tcmperjituro 
at which 

Systenw Mg. (’a found witli 

Oxa- kepi be- variouM intervalH ela^miiig liefon* eenti ifuging 

late foivcentri- . 


added fuging 40 mm. 1 hr. 
19-21' 19-21" 01188(5) 0-1196(5) 

19-21' 3' 01147(2) 0 1198(2) 

19-21' 37*^ 0 1188(2) 0-1188(2) 

80" 20" 

80" 20’ _ 

80 ^ 20 " 

80" 20" 

80" 20" 

80" 20" 

80" 20" 

80" 20" 

80" 20" - __ 

80" 20" 

80 " 20 " - - ^ 


2 hr. 3 hr. 4 hr. 24 hr, 
►•lir>4(3) 0-1188(5) 0-1202(3) 0-1181 (3) 
0-1238(2) 

0-1268(2) 

0-1188(2) 

0-1233(2) 

— -- 0-1263(4) 

- 0-1239(6) 

0-1223(2) 

0-1256(3) 

0-1288(2) 

— - 0-1225(3) 

— 0-1369(2) — 

— -- 0-1268(3) 

-- — 0-1241 (3) — 


Time of 
(•entri- 
fuging 
min. at 
lilKKI 
r.p.iii. 

pW 

Xo. of 
wash- 
ing» 

15 

4-5 

3 

15 

4-5 

3 

15 

4-5 

3 

15 

3 

3 

15 

3-4 

a 

15 

4-4*5 

3 

15 

4-5“5 

a 

15 

5-6 

3 

5 

4-6 

a 

10 

4-5 

3 

15 

4-5 

a 

15 

4-5 

1 

15 

4-5 

2 

15 

4*5 

a 
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method is applicable over a wide range of conditions, wliieh might ht* so selected 
as to exclude the interfering action of urinary constituents. 

An analogous study was m^ule of the optimum conditions ff)r the deter- 
mination of Ca in rieprotoinized rat urine. On th(‘ basis of thcjse results the 
following method was adopted. The metabolism cage is rinw^d with 5% ac*c‘ti<^ 
acid and the urine 4* washings are dilut(^d to 1( )0 ml . 10 ml . of 20 % trichloroac^dic 
at^id are rnixc^l with 25 ml. of filtcu’ed dilutefl urine and the solution is centrifuged 
after 30 min. (15 min. at 3(KK) r.p.m.). 5 ml. of the (;lear solution are diluted to 
10 ml. in a calibrated (*oni<^al <*entrifuge tube, and 1 ml. of 20% Na aeetatt* is 
added, followed by 0 drops of bromocrc^sol green indicator. 1 : 1 ammonia is 
then added drop by drop, with constant stirring, to a yellowish -green colour, 
indi(!ating a of 4 ;>->5. The lubes are tlu^n places! in a water bath at 80^, and 
1 ml. of 4% ammonium oxalate is added. After 5 min. tlu‘ tubc‘s are removed 
from the water bath, an<l are maintain<*d at room temperatun* for <4 hr., after 
which they ar<‘ c(‘ntrifug<Hl (5 min. at 25tM>-”30t)0 r.p.m.). The supernatant fluid 
is removed by suction, leaving it2 ml. of solution, tlu* ])recipitate is dissolved 
in 2 ml. of A’ H^SOj (5 min. at 1(K> ) and the solution is titraU'd at 7d with 
(H»l A KMnO^." 

Table II. I'Jfff Cf. of vart^ing duratUm (m/l frmpiraiurt' of pneipiintion 
hi df proU iuizid ml urine 

Mt; <’a found in ml. unne. uith a prfripitatioii 


rcinp. 


fit ruxl of 



1 hr. 

2 hi. 

3 hv. 

3 

o-n714 

o 0704 

(»-0734 

21 

0-0705 

0-0H05 

0-0754 

37 

(r0775 

(»0S15 

0-0H05 


The (‘fleet of varying tlje duration and tempiTature of preci]>itation is shown 
in Table TI: th(‘ valiu's givm rt'presTut the m(‘ans (»f two d(*t(T?ninations. It 
apjK'ai's that higher values are obtain<‘d at 37' than at 3 , but that with a 
duration of precipitation of 3 hr. the diftenauv is not .signiticant. Ov(»r a pH 
range of 3-5- fl-o (Table 111) th(‘ highest valu(*s wer(‘ obtaiiU‘d at pH 4*25-4*55. 
At pH t)-5 phosphat(‘ crystals (probably MgNH^PO^. bHj,0) were formed in smnt‘ 
(iases, and thest' interf(*r(‘d with the (‘ol lection and washing of th(‘ Ca oxalate 
preeipitat<‘. As in the case of standard Cud.^ solutions, 3 washings of the pre- 
cipitab* were found to In’* (‘ssential. X’arying the duration of (*(*ntrifiiging from 
5 to 15 min. did not affect the n\sults. Ca was debu’iniiUMl in 2-id ml. of 
deproteiniz(Hl urine: flu* n*sults, calculated for 5 ml. of urints wt^re 0-1 157, 
0-1 no. 0*1082, O'] 128, 01 131 and 0*1107, for 2, 3. 4, 5. 8 and 10 ml. of mine 
re8|K‘(*tively, eorresponding with maximum deviations from the mean of 
± 0*012 mg. : this diffenmec* d(X%.s not (‘xeeed the maximum error of the titration. 

Table III. ("oinphtene^^ of pneipitafion of Ca front de protthiized 
rat urine at mrying p// 

pH 3*r>5 :t*7r> 4*2.'i 4*4() 4r>r» t>-5o 

Mg. Ca 0 0735 0-0754 (Hm«« (»-OH:t5 0-(»S25 0-0Sl.> 0-0775 

A comparison of the results obtaintKl with and without deproteinization 
(Table IV) shows that whilst the mean rt'sulta do not in any ease differ by more 
than the permissible error of titration, yet the differencies lH‘tween the individual 
determinations are greatcT in present of protein, and the mean results are con- 
sistently lower. 
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Table IV. RemUs of determining Ca in untreated and deproteinized rat urinea. 
All vcdues refer to 5 ml. of urine 


Mg. (^a found in 
No. of ^ 


urine 

I'litreated urine 

Deproteinized urine 

Difference 

1 

0-087 


0-092 




0-080 

0-()8l 

0-088 

0-089 

0-008 


0-077 


0-088 



2 

0-118' 


0118] 

1 



0-110 

• 0113 

0-117 

0-119 

0-(M)6 


0-112] 


0-124] 

1 


3 

0-1661 


0-163] 

1 



0-160 

■ OLW 

0-165 

. 0-164 

0-(X)5 


0153j 


0-165) 

1 


4 

0-0861 
0-087 j 

\ 0-087 

0-098) 
01(>2 1 

^ O-KK) 

o-(n:{ 


A comparison of the results obtained for deproteinized and ashed rat urines 
(24 samples) gave a mean difference of 0*009 mg. in 5 ml. of urine in favour of 
the ashed urines. The difference is not significant, and it was hence concluded 
that incineration is not essential. 

The results for mouse urine were not so satisfactory (Table \'), as tlu' 
differences between deproteinized and ashed urinivs in some (;ases <>xceed(Ml 
0*03 mg. In the case of human urines even greater diffen^nces wt'n* found, the 
values for ashed urine being from 0*015 to O OfiO mg. higluT than for untn^ated 
urine. It may perhaps bo concluded from these n'sults that part of the (’a of 
human urine is not precipitablc by oxalate and that under our conditions uric 
acid is not an interfering factor. 


Table V. Determination of Ca in monse an/I human urines. The values given 
are the means of 3 determinations 


No. of Source of 
urine urine 

1 Mouse 

2 

3 

4 

5 

7 


I'^ntreated I )ef)roteini/.eji 


urine 

urine 

a 

b 

0-267 

0-303 

0-272 

0-265 

0-158 

0-196 

0-235 

0-247 

0-287 

0-289 

0-262 

0-280 

0-315 

0-349 


(*M foun<l in r> ml. of 


1 Jiff’erenee 

.'\ shell 
urine 

a-0 

r 

0036 

0-270 

i 0-007 

0 262 

- 0-038 

0-189 

0-012 

0-266 

(HK>2 

0-307 

-O-OIS 

0-293 

- (»-t)34 

0-374 


J >iffV'renet* 
fh-C 

f ium 

f 0 

^ 0 (H)7 
0019 
0-018 
-OOlS 
- 0-025 


1 H uruan 0-325 

2 „ 0-435 

.. 0-728 

4 „ 0-497 

„ 1-683 

« 0-304 


0-356 

a-i' 

■ 0-031 

0-495 

(HHM> 

0-772 

0-044 

0-539 

--0042 

1-713 

0-030 

0*319 

0*015 


Sfmmary 


1. Calcium c.an be determined with satisfactory accuracy in small amounts 
OT deprotemizeii rat urine by a modification of the method of Halverson & 
Bergeim Incineration of the urine is not essential, but deproteinization is 
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2. Uric acid is not precipitated together with Ca oxalate, nor is it adsorted 
by the precipitate. Higher values are given by incinerated than by untreated 
human urine. 

3. Precipitation of Ca oxalate is inhibited by in concentrations of over 
1 %. Methods of ashing involving the addition of H 2 SO 4 are not applicable to 
the micro-detcTmination of Ca in urine. 
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CLXXIII. INVESTIGATIONS INTO THE 
METHOD OF ESTIMATING VITAMIN E 

II. FURTHER OBSERVATIONS ON VITAMIN E 
DEFICIENCY AND IMPLANTATION 

By ALFRED LOUTS BACHARA(^H and EDITH ALL('HORNE 
From the Biochemical Department^ Glaxo LahoratarivA, Greenford 

(Received 21 June 193S) 

The rt'spoiise to vitamin E treatment cannot l)e graded satisfactorily. Atk^rapts 
to make use of the size of a litter, while ignoring the viability of its individual 
pups, would seem to have little justification: nor can tin* observer always be 
certain that he has in fact observt'd all the pups, d(»ad or alive, that have 
actually bet‘n expelled from the maternal organism. Th(‘ simplest procedun* 
seems, therefore, to treat the response as of the all or nothing kind, and it 
becomes necessary to define what we mean by t in* birth of a littei*. 

Wo assess as a positive' response the apjH'arance of any number of animals, 
from one upwards and of whatever viability, wladher they ar(‘ found alivt* oi* 
not; it is clearly impossible to know in evei\v instanc{‘ wlndher all memlK*rs of 
a litt(T were actually breathing at the time of birth. 

We were at one time faced ^^ith a furth»T difficulty. On tin* 22nd or 23rd day 
after mating it would sometimes be found impossibh' to tell wludlu'r a resorption 
had occurred and the response* was a(*.cordingly to be* judged negative*, or 
whethe^r a small number e)f non-viable yemng haei inde*e*el be*en born, e)nly tf) be* 
€mtf*n by the mother Ix'fore* the cage hael be*e'n ins])ecte*d. In the absent*e* of any 
sign of yo\nig. such a re'spemse, which should by definition have* lR*en judged 
positive, w^ould have been recordeel as ne*gative. Ae*cemlingly, all t.*age*K e*ontain- 
ing does that have shown positive* implantation are* now fitted, e)n the* MHh or 
20th day after mating, with a movable grid, of mesh a])out J in., pla(x*d 2i in. 
above the erage bottom. The dex* remains on this griel, but the young that are 
born fall through on to the cage bottom. They se*ldom survive*, but it is in any 
event our prae*tice to destroy them ; our sole e onct'rn is to have objee^tive evideiuv 
that they have come into existence. Evem so, a small number of animals may l>e* 
consumed by the mothe*rs before they have ever been de*posited on the* (‘age* 
bottom (or grid) : no account can be taken of these, whe*thor the grid is used 
or not. The phrase “expelled from the maternal organism” must be read as 
meaning completely expelled and actually dejwsited by the mother on tlie floor 
of the cage. 

We take as a measure of response what we call the fertility rate, or the fK*r- 
centage fertility, that is, the number of litters, as defined above, in relation to 
the number of positive implantations expressed as a percentage. Tlu; ust^ of 
the fertility rate is exemplified later in this papt*r. 

In an earli(*r publication [1937] we have advocated the use of virgin rats as 
test animals for vitamin E. Apart from the time saved by avoiding a prev 
liminary gestation-resorption, a further economy is achieved in l)oth time and 
material, ^ virgin animals show a higher impiantation rate than those (e.p. 
aiumajfj) that have already undergone a gestation.resurption, 
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These results have been eoufirmed on a further large numlK?r of animals, 
drawn from our colony of highly inbred Wistar (London Strain) albino rats. 
The results are shown in Table 1. In Table II we have combined the results from 
animals discussed in our earlif‘r eommunioation and those upon which Tabh* I 
is based, but have re-divid(»d them into 3 groups, acreording as the? implanted 
animals produced no littxTs, uf) to one litter for ev^cTV fiv’e implantations or 
more than this number. It will be s<‘en from Table J1 that, at all 3 hovels of 
vitamin E dosage, virgin animals showcnl much higluu- implantation rates than 
did the r.p. animals; the figures also confirm our former observation that the 
p<Te<*ntag(‘ of implantations is not affected by the level of vitamin E dosage 
after positive* mating. 

Table 1. Impbmtalion rates 



No. of aniiiiaU 



Tv|k* (if 

sliouinjjr jKisitivc 

No. of 

Implantation 

iiiiiiiial 

mating 

implaotatii ms 

latc ('\,) 

K.C. 

."iM 

32 

o4 

\ ir«:m 


4m 

S7 


Tabic 11. I m plantation ratr.^ 




K.c. animalM 

\ ii>;in animal'^ 

1 0 (iiM littci 

» 

ftr\. (11. -v) 

(221) 

<to 

icitilitv rate) 

(42) 

(147) 

Dosajfc - ( ■ 

1 , fertility raio) 

.V>“„ (ISS) 

/:ii7) 


Tot als 




The tiu'iiri's in j)ar(*ntheNeH the miinbers of animals mated. 


In our pn*vious pai»er suggested as tin* ino.st ])robablt‘ cause for the 
reduced implantation rate of a.P. animals that the process of ge*statioii-r<*sorption 
its(*lf firoduecs some* pcrmaMcait change in the animars reproductive system. In 
order to test this point further, the following exjKTiment lias been carri(*d out. 

IVenty-five pairs of young female rats w’ere ])lHccd at weaning on our basal 
diet, HKES 1. When the animals came into oestrus, one of each pair was 
mated with a buck of known f(*rtility, and mating was rejKuited if necessary 
until all 2.*) animals had shown the “plug'’ or the presence of live* spermatozoa 
in the vaginal contents. Of these animals, 24 showxai the* placental sign on 
the following loth or Itith day; the 25th animal was re-rnated and then became 
implantt'd. Nont* of these* 25 animals produced any living young, and all showed 
the symptoms of tvjiieal gestation-n*sorptions. They w'ere all re-mated on showing 
oestrus again aft(*r tin* normal gestation {K*riod, and were then also given for 
5 days a daily dose of 4*5 mg. of an extract prepared from wheat germ oil. Of 
these 25 r.p. animals, 15 show’^ed failed implantation, giving the Knv im])Iantation 
rate of 40 \ . Of the 10 implanted animals 5 had live litters, a “fertility rate ' of 
50%. 

When th(‘ r.p. animals wen^ about to be mated for the second time, theii* 
sisters were examined and also mated at the first normal oestrus. These w'ere 
therefore virgin animals that had been submitted to the d(*ficient diet REES 1 
for some 3-4 weeks longer than is usual with our test animals, while they wTre 
waiting for their litter-mate sisters to be rc'-mated ; their |>eriod on the diet, 
however, was identical wuth that of these r.p. litter-sisters. Of the 25 virgin 
animals, 21 showed positive implantations; this implantation rate of 84% is 
not far below the average? for the whole of our recorded virgin animals. All 25 
animals received the same dose of wheat germ oil extract as their r.p. sisters, 
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Table III. Litter-mate comparisons 


Type of 
animal 

Mated 

Implanted 

Fertile 

Implantation 

rate 

o 

/O 

Fertility 

rate 

0 

O 

R.p. 

25 

10 

5 

40 

50 

Virgin 

25 

21 

16 

84 

70 


and 16 of the 21 animals with positive implantations produced live litters, a 
fertility rate of 76%. The results are summarized in Table HI. 

It seems ct'rtain that in groups of 25 animals the difference between 40 % 
implantation for r.p. animals, and 84% implantation for virgin animals, is 
highly significant; the differences in implantation ratt's (;annot be due to 
different periods of vitamin E deficiency, since both groups of animals received 
the diet for the same time. It is probable, though not certain, that the difference 
in fertility rates of the 10 r.p. animals and the 21 virgin animals is also 
significant, indicating that the r.p. animals have not only a lowcu* rate of im- 
plantation, compared with virgin animals, but also a higher vitamin E threshold. 
The relatively small number of r.p. animals involvtHl in this comparison, how- 
ever, makes it impossible for this point to ho conclusively demonstrated. 

We have some contributory evidence for this apparent difference in threshold. 
A sample of carefully preserved wheat germ oil conctiutrate (unsaponifiablt^ 
matter largely freed from sterols by freezing) was in use for the ])r(*])ai‘ation of a 
standard dose-response curve in exptiriments that an' In'ing made th(‘ siibjt'ct 
of another communication. When tested on r.p. animals, tliis coiK*<'ntrat<' gave 
the following results : 


ilose 

mg. 

Implanted 

lave 

litters 

l‘Vrtility 

rate 

o 

() 

105 

10 

6 

00 

2;io 

9 

8 

89 


For the preparation of the dose- response curv't* only virgin animals were used. 
The comparable figures for fertility rates were : 


Dose 

rag. 

Implanted 

1-.IVC 

IlttfUN 

Fertility 

rate 

O' 

0 

22-5 

39 

.34 

S7*2 

11-25 

44 

15 

;i4i 


For both the higher and the lower doses of th(*se two groups, it ap|x*ars that r.p. 
animals may require 6 times as much vitamin E as virgin animals, if they art' 
to show the same fertility rate. This tlireshold ratio is the higliest vre have 
encountered: it is more usually in the neighbourhood of 4 or 5 to 1. 

In the classical monograph of Evans & Burr [1927] occur some observations on the relation 
between vitamin E and implantation. 1 am mwh indebted to Prof. J. C. iJrummond for calling 
my attention to these remarks. Evans & Burr wrote; “Wo must call attention, firstly, to the fact 
that between five and eighteen per cent of all cases of ‘positive’ matings in normal animals, i.e. 
those held upon natural foods, result in failure to implant. Secondly, animals maintained on a 
basal ration and used to demonstrate the incidence of the specific sterility disoaHc should not show 
an appreciably higher proportion of failed implantations than do animals maintained uiion natural 
foods^ In our records of somewhat over fifteen hundred positive matings in animals on natural 
foods, only 82 to 95 per cent are followed by implantations. A much lower implantation per (‘ent 
denotes either peculiar food inadequacy different in nature from that due to low E, or denotes the 
presence of some special toxic factor or general constitutional debility*.” The footnotes 
’ and * above also deserve quotation in full. The reader may naturally inqutie as to whether 



ASSAY OF VITAMIN E 


1301 


failure to implant may not possibly represent a more advanced stage of the parti(*ular sterility 
<iisoaso due to lack of vitamine E. It would appear that a conclusively negative answer can be 
given here inasmuch »is, although we now have evidimee of the gradual depletirm of the body in 
rasidiinl stores of E and the consequent necessity in old animals of somewhat higher curative doses 
of wheat germ oil, for instance, than is essential in young (uies on the sanu^ diet, we do not have 
evidence of added difficiiltv in implantation in such <-ases. Furthermore, and more decisive — many 
cases of persistent failed iniplantiiti<m were given w'hc;at germ oil in excess ilaily for over a montli 
without effect on implantation.” We woulil esjiecially inform the reader in some groups of 
animals reared and held on the, basal ration, the ovulation, acceptance of coition and <*sjK’cially 
the im]>lantation have been so dcti< ient a.s to demanrl the rejection of most indivifluals of the 
gnnijj. It is only w’hcn those phenomena are mirmal that animals ean he used for <*xperiments 
eah'ulat^^d to Rhf>w the presence or aljsenee f>f vitiimino E in any dietary regime.” The authors 
then go on to discuss the nature of food deficiencies and sfiecial toxic factcM's. 

What(*v<*r (effect such factors may have on implantation rat(‘s, they have been 
its far as possibh* exeludc'd in our ex|K‘riinents, for both groups of animals rtM tdved 
treatments id(*ntieal except in the one variable undfT examination. It is not 
clear whethtT the quot<‘d remarks of Evans & Burr apply only to virgin animals 
or not : if they do, their oV).servatioim are consist(*nt with our own. 

One possibility must be ni<‘ntion(‘d, namely, that it is the occurrence of 
gestation as such, and not the pathological proee.ss of a gestation-resorption, to 
which is to he attributi'd tlu‘ reduced implantation rak\ This, as we mentioned 
in our earlier publi(?ation [1937], is (‘ontrary to exfierience. For example, 
a very large colony of animals of the same strain as our own stock was main- 
taiiu'd by the Macaulay Laboratory at the Institute of Animal Gencdics in 
Edinburgh University for some years. Detailed records of mating are available 
for a considerable number of those animals ( Wiesner, 1938]. They indicate that 
animals under 150 days old, mated for the first time, had a fertility rate of about 
89 “ g . Th<* animals were receiving a norinal stock diet , and no qiu^stion of vitamin E 
deficiency tluTeforc arisc^s ; any failure in fertility of animals that had undergone 
|>ositiv’e mating must have lK*on almost entirtdy due to failed implantation. The 
fertility of animals of similar age, }K>sjtively mated after the birth of a litter, 
also showed aliout 89 % fertility, indicating no change in implantation rate. 

In sjhte of this i^vidence, we have planned a furthe^r crucial experiment to 
(listingiiish bt^twinm the cff<*cts on implantation rate of a “normal" gestation and 
the pathological condition of gestation-resorption. Meanwhile, we feel more 
than ever inclined to the view that toxic by-products from the resorl>ed embryos 
have inflicttnl some lasting damage on the uterine or other mechanism of 
implantation. 
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CLXXIV. THE PHYSIOLOGICAL PROPERTIES 
OF ASCORBIC ACID 

1. AN EFFECT UPON THE WEIGHTS 
OF GUINEA-PIGS 

By EARLE WILLARD McHENRY, ERIC JAMES REEDMAN 
AND MARGARET SHEPPARD 

From the School of Hygiene, University of Toronto 
(RecAved 25 Jane 19SS) 

The technique of paired feeding has bec'n extensively used in nutritional 
investigations, particularly in those dealing with amino-aeids and with vitamin Bj . 
The advantage of this procedure has been clearly indicated by Mitcludl & 
Beadles [1930]. Its chief merit is that the otherwise variable* factor of food 
consumption may be controlled. It has beem known for some years that guinea- 
pigs, maintained on diets deficient in ascorbic acid, lose aj>petit(s consume less 
food and diminish in weight. As in the ease*, of vitamin Bj it s(‘i*med n^asonabh* 
that some of the symptoms manifest in these deficient animals might be caused 
by inanition. An extensive search of the lit(Tature has shown that only on one 
reported occasion has paired feeding been undertaken in studies on ascorbic acid. 
Anderson & Smith [1924], using a small numbtT of animals and em])loying foods 
as sources of ascorbic acid, found that guinea-pigs fed a basal diet w^ith su{)ple- 
ments, the total amount being isocaloric with the consumption of scorbutic 
animals, were able to maintain body wt, at a higher level. The pn^sent invi‘stiga- 
tion deals with an effect of Z-ascorbic acid upon body wt. in paired tetMling. 

Methods 

The basal diet, which was designed to l>e deficient onl>' in ascorbic* acid, 
was a modification of that used by Coward & Kassneu* |193t)]. Its com}>osition 
was as follows : 

,o 

Wheat bran 45 

Crushed oatH 25 

Dried skim milk 25 

Brewers’ yeast 2 

Cod liver oil 1 

CaCOg 1 

NaCl 1 

The dried milk was heated in open trays at 110° for 2 hr. with frequent 
stirring to destroy its content of ascorbic acid. This diet without supplc*ment 
produced normal growth in young rats and, when supplementc*d with ascorbic 
acid, in young guinea-pigs. 

Guinea-pigs reared in the Connaught Laboratories* colony, weiglung 
200-230 g., were used. They were housed in individual screen-bottom cages. 
Water was supplied ad lib, and food was given in detachable metal boxes deep 
enough to prevent spilling. The room teinp. was regulated at 72-74 ' F. 

For the first week of experimental feeding the basal diet was supplied ad lib. 
and each animal received daily oral doses of 5-10 mg. Lascorbic acid in freshly 
prepared aqueous solution. Daily wt. records were kept. It was assumed that, 
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at the end of this preliminary w(?ek, all animals were saturated with ascorbic 
acid since daily doses of 2 mj^. have In^en found to give maximal weight increase 
in this strain of guinea-f)igs. This prc^liminary pc^riod also served to accustom 
the animals to charig(‘s in housing and diet. By lh(' end of the week most animals 
showed a normal weight response*: a few which failed if) do so were discarded. 

The animals were then divided into 3 groups, each individual of which 
corresponded as closely as jjossibh* to individuals in the oth(*r 2 grou}>s. The 
division was made on the basis of wt., sex and rate of wt. increase during the 
preliminary week. The first group, designat(*d as “normal *', received the basal 
diet arf lih, and 2 mg. ascorbic acid daily. The second or “control*' group was 
given the basal diet only. The third or '‘paire*d" group received 2 mg. ascorbic 
acid daily and an amount of food equival(*nt to that which had been consumed 
by the control group on the previous day. Animals in this group retained a good 
appetite throughout exjM*rimcntal fc’cding and ate all the food furnished. The 
animals were weighed (laily after ascorbic acid was given to the normal and 
pair(‘(l grouj)S and before* being fed. Daily records wvn* k(*pt of the amounts of 
food giv(*n to and consiinu*d by each animal. 

The duration (if tin* (*xperiin<*nt was 21 days after tin* preliminary week, the 
average* survival time* of the pair(‘d and (‘ontrol animals. If for any rea.son an 
animal in <*ither the* control or jiaired group died bef(»re this time, its wt. and 
thos<* of the* corn*sponding animals were* not included in the averages which 
an* re])orted. 

ExPERFMENTAJL KESI LTS 

Observations liave b(‘(*n made on S s(*ri(*s. In some of these th(*re w^as no 
normal group, (‘oncordant r(*sults have lx*en .securi*d throughout. Since results 



Pig, 1. Body weights and kiod eonsumption. 1, normal group: 

2, control group; 3, ^laired group. 

in good agreement have heen given by all of 94 pairs in control and paired 
groups, data on one series only will be given. The accompanying figure shows 
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the curves of average wt. for three groups of 10 animals each and also shows 
the average food consumption for each group. 


DlSOlTSSlON 

Folloii^dng a period of 10“12 days, during which body stores of ascorbic acid 
are presumably exhausted, control animals lose appetite and diminish in wt. 
until death occurs. When food is furnished ad lib, a continuous supply of ascorbic 
acid causes an increase in wt. This response has been used for the quantitative 
estimation of ascorbic acid by Bracewell et ah [1930], Harris & Ray [1932], 
Hou [1930] and by Coward & Kassner [1930]. Ascorbic acid preveuits a 
loss in wt. in animals paired with the control group. At the end of 3 wen^ks there 
has been in every case a significant difference in w't. between animals receiving 
isocaloric intakes, 

A loss of appetite in guinea-pigs depriv(‘d of ascorbic acid has bw'u com- 
mented upon by other observers. Anorexia is as characteristic of a deficien(\v 
of ascorbic acid as it is of vitamin deficiency. TIkj supply of ascorbic acid to 
the paired and normal groups prevented the loss of appetite*. Appotitt* can be 
maintained by as little as 0*1 mg. ascorbic acid per guinea-] )ig jM*r day. 

There are several likely explanations of the diffcTcnce in w't. lx* tween two 
animals given isocaloric intakes, one of which received ascorbic acid while the 
other did not. The difference might be due to alterations in wabT balance, in 
absorption of food, or in metabolism. Observations on these three factors ar<‘ 
being conducted and will be reporte<l later. 

SUMMABY 

After 21 days of paired feeding young guinea-pigs receiving a scorbutic diet 
plus ascorbic acid are significantly heavier than animals of the same initial 
weight given only the basal diet. Since the diffc?rence in weight cannot lx* due 
to difference in food intake, it is Vielieved to Ik* due to alterations in metabolism, 
waterbalance and food absorption caused by a lack of ascorbic acid. 

The authors are greatly indebted to the Banting Research Foundation for 
generous grants. 
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By L. ZEf'HMEIKTEH am) P. TUZSON 
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{Rrreirffl S Jtrnp J93S) 

It is of oonsi(lf*iahl<* intint'st to (*stablish tin* limits within which the chromato- 
gra]>hic iiu^thod can be apjilied w^ithout dang(^r of chemical ultcTation taking 
plac«* in the' column. 

In the tielei of tlie carob'noids we w'<*n‘ brought iiyj against this problem 
[Zeehmeister & Tuzson. ID^S) in isolating the ])igm<‘nts of some' fruits. The flesh 
of the wat(*r melon ((Jurnons rilnilh4fi) in jjarticular, which is rich in lycopene. 
Kometiim's gave extracts furnishing a single, very strong and homogeneous lyco- 
pene zoms in othc'r ex]M‘riinents, howwer, carried out with the same raw 
maU'rial, iht* adsorbate' show'e-d a s(*<‘ond layer l>edow' the lycopc'ne (“acolyco- 
jx'ne^”), which ceiulel in* washed down by nu'ans of l)enzene anel light petroleum 
more easily than lyce)p<‘ne* and diffe red marke'dly in its bre)WTiish yedlenv colour 
from the*- ivddish lyco|K*ne zone*. 

A close*!* examination of the discre'fiancy betwee'ii our various experiments 
showed that the* characite'r of the* chromatogram de*pe*nde‘d (»n the* time* which 
elafised In'twee*!! the extraction of the* tissues and the beginning of the Tswx'tt 
analysis. ?Ve‘sh solutions furnished a single lyeojn'ne* layer, oleler ones two 
colejured zone*s on the' same* [lart (»f the column; analogous results were obtained 
with solutiems of pure crystalline lye’optme. Light was thrown on these exj)eri- 
uie'uts by the* fact that a freshly prepared solution of Iycopt*ne* obviously changes 
its optical ])rojH'rtie‘s when ki'pt. Further, this spontaneous alteration can 
actually Ik* mi*asure*el by means of eolorime*tric and spc'etro.scopie dete'rminations. 
The Tswett teehnic{ue' thus only furnishi's a convenient de*mon8tration of an 
effect alrt'ady present in the* solution. 

The (electronic configuration of the ehromophore contained in the lycopene 
molecule bi'comes much i(»ss stable when the comi)ound is dissolv(‘d. If the 
solution is kept at r<K>m t<'mp('rature it can be easily shown that the colour 
inU'nsity gradually decreiises and that the extinction maxima slowly wander 
towards the' shorter wavt'.-lengths. 8uch changes must have been frequently 
observed by ('aiiier workers but were probably ascribed to aut oxidation. It 
caimot indecnl Ix) denied that simultaneous oxidative reactions do take place in 
the solution even under practically anaerobic conditions. 

We find that autoxidation of lycojiene leads partly to a colourless material and 
partly to coloured substances which are readily adsorbt'd on the highest section 
of the column and which cannot l)e recon v^ei’ted into lycop(*ne. On the other 
hand, neolycopene is always adsorbed below' the lycopt'ne zone and partly 
reverts to lycopene, if its zone is out out and the elutriated substance is kept in 
a suitable solvent. The following experiments illustrate the processes indicated. 

(o) A solution of 1-54 mg. lycopene (chromatographically homogeneous) in 
20 ml. benzene was kept for 24 hr., diluted with light petroleum and chromato- 
graphed on Ca(OH) 2 . Two layers were obtained, containing 1-26 mg. lycopene 
and 0*13 mg. neolycojiene. A similar experiment gave after 3 days 1-02 and 
0*31 mg. respectively. 

Biochem. 1038 xxxn 
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(b) 1*57 mg. pure weolycopone in 10 ml. benzene gave after 4 hr. 0-05 mg. 
lycopene and 1'49 mg. /^olycopene: after 24 hr. 0-08 and 1-15 mg. and after 
2 days 0*12 and 1*13 mg. 

If the solution is heated, equilibrium between lycopenes and its isomeride is 
reached in a much shorter time. As can be seen from Table I, 5 min. boiling 
under reflux is sufficient to cause noticeable effects and within 30 min. about 
half the lycopene undergoes rearrangement in benzene. A v<‘r*y similar result is 
obtained by heating wcolycopeno in benzene (Table II I ).^ 

In the course of extended experiments we came to the conclusion that many 
former authors must have actually worked with solutions which had come to 
equilibrium in the course of the usual laboratory’ opt'rations such as concen- 
tration, heating etc. Since weolycopene is transformed into ordinary lycopene 
by crystallization, it is understandable that its vary existence has been over- 
looked. We may also mention that in some earlier experiments carried out by 
Dr Cholnoky in this laboratory, delay in the crystallization of and decrease in 
the colour intensity of certain lycopene solutions were ob8ervi‘d, vrhich could not 
at that time be exjilained. 

Isomerization reactions among carotmies were first detc'oted by Oillam & 
El Ridi [1935] and thoroughh'' descrilKjd in two subsequent paptu’s [Gillam & 
El Ridi, 1936; Gillam et aL 1937]. In the course of this extended and inttwstiug 
study pseudo-ix-cekTotfme and wco-a-carotene w'ere isolated in pure state. The 
formation of these new compounds w’as explained by tlu^ action of the adsorbent 
on carotenes. In such way rc'peated adsorptions must lead to increasing 
quantities of the isomeride. Without belittling the importance of the work of 
Gillam et aL we maintain that the isomerization of jS-oaroteme is in all i)robability 
as spontaneous as that of lycopene. We claim that in no case is the pheno- 
menon caused by the adsorption process and we are not able therefore to agree 
with the statement that “the analytical process itself affects the substances 
which it is designed only to separate”. 

In view of the earlier work of Gillam & El Ridi, our exix^riments with 
)8-carotene were confined to the attempt to obtain sufficient information con- 
cerning the possible role of the adsorbent. As may be seen from the figuix*s given 
in Table IV, the isomerization of j3-carotene is directed by the same factors 
as the rearrangement of lycopene, though in the former case the redaction pro- 
ceeds much more slowly. We find calcium hydroxide to Ix' the most suitable 
adsorbent for such investigations, but since Gillam & El Ridi generally used 
alumina, a series of experiments was carried out with this adsorbent. Using the 
materials available to us we find that if a sample of )3-carotene has once reached 
chromatographic homogeneity, little or no psertdo-a-carotene appears when the 
adsorption is subsequently repeated, provided that no considerable time elapses 
between each experiment and further, that all elutriations etc. art^ carried out 
not far from room temperature. Under these conditions we are unable to con- 
firm the statement of Gillam & El Ridi that the amount of the newly formed 
isomeride increases with successive adsorptions. 

Similar observations were made with various solutions of kr’jqjtoxanthin 
(Tables V-VI). 

Finally we may briefly discuss the question of the natural occurrence of the 
new isomerides. Working under the established conditions, it was observed that 
rapidlyprepared and chromatographed extracts (ex tomatoes, water melon, 
berries of Tamus emimunia etc.) yielded perfectly homogeneous lycopene zones. 

^ Prelimmary experiments seem to show that both isomerides are much more rapidly inter- 
converted at room temperature in the presence of a small quantity of iodine. 
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ncoLycopene was only foruiocl if th(' same extracts wc^n* kept for some time. 
Already aftt^r 2 hr. at 20*^ a small amount of weolycopcaie could he d<»monstrated 
in the column. The r(‘d fruits of Actinophleus Macarthurii (from Java) which 
were* conserved in ammonium suljJiate for 2 years, gave only a trace of mo- 
lycopene, It is obvious that in th<‘se cas(‘s lyctopene occurs in the tissue under 
conditions which inhibit isomc‘rization and which from this i)oint of view may 
lx; compare<l with the crystalline state. 

Gillam & El Kidi I193<)) claim that the; isomerization of /3-caroteiie is ac- 
celerated by the presence of some impurities: “Thus the carotene fractions of 
butter or blood serum. . .are s(‘paratcd readily into two zones of pignuuits by a 
single adsorption. . .whilst with pure crA’stalline /3-carotene it retjuires much 
longer washing or more usually elution followed by another adsorption to bring 
about the isomerization.’’ We suggest that thc^se observations could well be 
explained either by the original pr<*s('ncc of a Jo- a -carotene in the butter and 
blood serum pigment or by formation of it during the lengthy course of the 
pre])aration. 

Excertmentai. 

(Partly in collaboration with Miss 1. Berger) 

Lyropevf 

Benzene solutions of crystalline lyeopent* (from various sources) w'cre diluted 
with light petroleum (b.p. 60-80 ), jK)ured through a column of Calcium hydrox- 
ide (25 X 5 cm.) and dev<'lopt^d with a mixtun' of Ixuizenc^ and light petroleum 
3:1. The main zone was cut out and eluted with benzene-alcohol. The latter 
was w^ashed out and tlu* n^inaining solution dried wdth Na 2 S 04 and evaporated 
rapidly in «»acR 0 (bath t(‘mf)erature 40-45"). Under such conditions no isomeriza- 
tion takes place as was proved in ^peeial (‘xpiTiments. Working with small 
quantities tlu; opt'ration takes only 5 to 10 min. 

The residin' was dissolved in benzenf», chloroform or acetone. If light 
p<3troleuin w’^ere to lx* used in subs(*qutmt b<hling expi*riments, the abov(* 
evaporation could be omitted, the benzene l>eing eliminated from the ex)lumn by 
washing with sufficient quantities of light pt'troleuni: the lyeopene zone was 
then elutc'd with petroUnjin plus alcohol and tht* w'ashed and dried eluate used 
directly for tlie boiling. Before proceeding to the latter an aliquot part of the 
solution was again ehromatograpiuHl in order to check its absolutt* homo- 
geneity. 20 ml. of each solution wei'e boiled under reflux in an all-glass apparatus 
and the decrease of the colour intensity established by comparing dii*t*ct]y the 
heated and the original solutions in a Ledtz micro-colorimeter. The absorption 
maxima wei*e raeasurc^d with a Zeiss sjx^ctroscope. 

Subsequently the cooled solutions were diluted with light petroleum and 
introduced into a calcium hydroxide eolumji. (If acetone had been used, it 
was first eliminated by w^ashing the solution.) In each case the chromatogram was 
developed with benzene and light ix'troleum and w^ashed with a Uberal quantity 
of the latter. A very good st^paration into two main zones w^as obtained, these 
being accompanied by much smaller layers on the upjx^r part of the adsorbent. 

The lycopene and M€olytM:>pene zones obtained after 3i) min. boiling were 
eluted with light petroleum-alcohol and, after elimination of the alcohol, com- 
pared with the Kuhn & Brockmann [1932] standard in the micro-colorimeter. 
As the tints of the two isomerides are different (lycopene reddish, weolycopene 
brownish) it is advisable to use the solution of 145 mg. azobenzene in 100 ml 
96% alcohol for lycopene and a 10-fold dilution thereof for ncnlycopene. The 
results are summarized in Table 1. 

83—2 
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Tabic I. Partial conversion of lycopene into ncolycopene 

Amount of 
7/6olycojHmo 



mg. lyeopone 



Coloriinetrie 

formed in “(j 


in 10 ml. of 

Time of 


value in 

of tho total 


the original 

boiling 

SpeetiTim 

ol the 

jiigment in 

Solvent 

solution 

min. 

m/i 

original 

the column 

Benzene 

0-68 

0 

522, 487 

1(H) 



0-68 

5 

519, 484 

87 



0-68 

15 

518, 485 

87 



0-6S 


519, 485 

82 

55 


0-69 

0 

522, 487 

UK) 



0*69 

5 

519, 485 . 

91 



0-69 

15 

519, 484 

84 



0-69 

30 

519, 484 

81 

50 

99 

1-25* 

0 

521, 485 

IlN) 


99 

1 25 

30 

519-5, 484 

89 


( ’hlorolonn 

0-72 

0 

518, 484 

100 



(»-72 

5 

517, 483 

89-5 



0-72 

15 

517, 482 

87 


99 

0-72 

30 

516-.5, 483-5 

76 

39 


0-82 

0 

518, 484 

J(M» 



0-82 

,5 

517-5, 4S4 

S(> 



0-82 

15 

517-5, 483-5 

7s-:i 


99 

0-82 

30 

517-5, 482-5 

73 

36 

Aeetoiie 

0-40 

0 

5(»5-5, 475 

100 



0-4(» 

5 

505, 474 

955 


99 

0-40 

15 

504-5, 473 

90-5 


99 

0-4(» 

,30 

504 5, 473 

89-5 

IK 


(►-.>4 

0 

505-5, 475 

1(H) 


99 

0-54 

5 

505, 474 

96-5 


99 

0-54 

15 

504-5. 473 

(H) 


99 

0*54 

30 

504, 473 

83-5 

20 

J^ight petroleum 

0-40 

0 

504-5, 472-5 

1(H) 

44 

0-40 

30 

502-5, 471) 

86-5 


0-28 

0 

rm, 472 

KH) 


„ 

0-28 

30 

502, 470-5 

85 5 

42 


♦ This solution was not InakHl but kept at 56 


m^oLycoperie 

This compound is much move easily soluble than lycoptme itself and (*ould not 
be obtained in crystalline form. Attempts to crystallize it from carbon disul- 
phide-alcohol or benzene-methanol always led to sample's which show^ed no 
perceptible difference from ordinary lycojxjne. The absorption bands of 
lycopene show a displacement towards shorter wave-lengths (Table 11). 


Table II. Absorption maxmu of lycopene and neolycopene {mp) 


Solvent 

Carbon diflulphide 
Benzene 
tJhloroform 
Acetone 

Light petroleum 
Alcohol 
Ether 
Methanol 


Lytiojione 

547, 505, 475 

522, 486, 445 

516, 479-5, 434-5 

506, 475, 446 

506, 474, 445 

5()4-6. 472-5, 445-5 
503-6, 471-5, 443-5 
500, 470, 441 


?iPO Lycoixme 

536, 498, 406 
612, 479. 450 

512, 478, 447-5 

499-6, 468, 439 
499-5, 468, 439 
500, 469, 439 

496, 466, 43S 

497, 467. 436-5 


On heating, neolycopene solutions, the colorimetric value of the liquid 
increases with considerable velocity (Table III) and the polyene which at first 
shows no evidence of heterogeneity separates into two well-defined zones on 
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Table III. Partial com^frsion of nf^oh/cojmif^ into lycopmk 


.Amount of 
lyrojTKjnt* 



mp. ?e>olyfM»pone 




formed in 


in lU ml, of 

Time of 


( 'olorimetric 

of the total 


the original 

lioilm^ 

SjK'otrum 

value in of 

pigment in 

Snlvent 

Hijlution 

min. 

ITlfl 

the original 

the column 

Of'ii/.rm* 

- 1 

0 

5S0 

UK) 



- 1 

IT) 

518 5, 487 

15,r5 



- 1 


5I<K5. 484 5 

155 

- 42 


ealcinm hydroxide. Tlu* ehromatogram is typical for the equilibrium mixture 
which may be obtain(‘d by starting from ordinary lyeop(*ne under the samt* 
conditions: tlu' lyeopenf* zone yit‘ld<^d a sample which gave no depression of M.r. 
wh<*n mix(*d with pure Jy coptine {fx tomato(‘s). 

For the purposes of tliis work it was necessary to have a rough estimate of 
the colorimetric valut' of w/olyeo])ene, i.e. the amount had to be (‘stablished 
whi(‘h, when pres(*nt in 1 ml. light |>etrol(‘um. shows th(' same intc^nsity as 
14-5 mg. azobenzene in liKt ml. alcohol. Since weolycop(*ne has not hitherto 
br^en obtaiiK^d (‘.rystalline, lh(' chromatographically hornogcmtnms and colori- 
metrically matcluMi solution was ev{i.porated to dryiu\ss. The w/oly(*opene content 
was about 0*<K”»3 mg. I ml., showing that the compound is much l(*ss coloured 
tlian ordinary Iyc(»pene, for which the corresjumding figure^ is 0-(H)2 mg. ml. 

j^-( 'aroU Hf 

The isomerizati<m of this polyein* takes j)lacc more slowly than that of 
Jyeop('n(‘. .\ solution of .10 mg. jmre substance in 200 ml. light i>(‘troleum w'as 
kcqit for 24 hr. at room tem[M‘rature and showi'd, on a cahhnn hydroxide or 
alumina column whi(4i was wash<‘d with tlu‘ above solvent, only a slight zone of 
carotene, the amount of which was about l“'2"o ^>f the tr)tai carotene. 
Tilt* boiling experiments which are summariz(*d in Tabh* I\’ were carried out as 


Table 

IW Partial vonn rsion 

of ^-raroh m 

into p.scudn-x- 

carot( ne 






.\moiint of 






udo-%^ 






can itene 


mg. d- carotene 




lormcd 


in io ml. of 

Tune of 


('f.inrimetru 

in of the 


the original 

lioiling 

SjMTtniiu 

\aliie in of 

total pigment 

Si>|\t*nt 

Nolutioii 

min. 

111,. 

the original 

in the cidiimn 

Benzene 

1 04 

0 

4SH5. 4(M 

nM» 



104 

.■» 

4!)ti, 4(‘>4 




104 

15 

4iH-5, 4(>2 :> 

0(1 



1 04 

30 

4il5. 4li:< 

ss 

IS 


l-4:t 

0 

4SMr.>, 4().‘> 

KM) 



1-43 

5 

4})«. 4(i4 

07 



1*43 

15 

4S)r>. 46:t 

02 



1 43 

30 

49r> 3. 4«2 3 

02 

21 

(.'hloroform 

<1-80 

0 

4}»3. 46i 

KH) 



0-86 

5 

495. 402 

08 



0*86 

30 

4{»4 r.. 461-5 

05-."> 



0-86 

00 

494. 461-5 

03 

11 


OW) 

0 

49.5. 462 

IIH) 



0-90 

5 

494-3. 461 5 

OS 



0*90 

30 

494-6. 462 

97 


1* 

0'90 

00 

404-3. 461-5 

97 

12 

Aw tone 

1*33 

0 

486. 435 

KH) 



P33 

30 

485-5, 453 

KK) 

0 
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described above, with the sole difference that the chromatogram was developed 
by means of pure light petroleum. 

In a fairly long series of ex{>eriments we tried to establish whether the 
quantity of the isomeride increases or not from one aflsorption to the next : the 
following data are typical. 

(a) A solution of 100 mg. pure j8-carotene in 150 ml. light petroleum 
(b.p. 60“80®) was chromatographed on alumina (mixture of 3 parts of Al^Og 
Merck and 1 part standardized alumina, 25 x 5*7 cm.) and the column wash('d 
first with 1 1. light jK'troleum and then with 4 1. light petrolcMim plus 5 % benzene. 
Traces of by-produ(?ts fixed on the upper part of the column, as also a very small 
amount of ^t'fctfdo-a-carotene, were neglected. We eluted the j8-carotene zone 
with light petroleum-alcohol. Then the liquid w^as washed, dried and i)Oumi 
through a new column. The psea^/o-a-carotene layer of this second chromato- 
gram was much smaller than before, and it disappeared totally when a third 
chromatographic analysis was rapidly carried out. 

(b) An analogous experiment with caltdurn hydroxide gave us a small 
p.^c?/do-a-carotene zoik'. In this case, however, I'ven the s(‘cond chromatogram 
was composed exclusively of a single carotene layer and in spite of abundant 
washing no isomeride appeared. 

K ryploxanth i n 

As may be seen from Table V, this polyene-alcohol (exhibits a Undency to 
spontaneous isomerization which, under similar conditions, is greater* than that 
of ^-carotene. Solutions of weokryptoxanthin ma^^ easily Iks converted into t h(* 

Table V, Partial conversion of krypioxanihin into wo^okryptoxanthin 


Ainoujit of 
7?('okry|)to- 



mg. krypto- 
xanthin ill 

10 luJ. of the 
original 

Time of 
boiling 

Speetnim 

CV»lorimetrie 
value in 

xaiithin 
forineO 
in the 

total pijniient 

Solvent 

solution 

mill. 

m/x 

the original 

in the column 

Benzene 

0-86 

0 

496. 

463 

UH) 


»» 

U-86 

5 

495, 

462 

96*5 


»» 

0-86 

15 

494*5, 461 

92 



0-86 

30 

493*5. 461 

<M) 

28 


204 

0 

496, 

463 

J(K» 


»» 

204 

5 

495, 462-5 

97 



204 

15 

494, 462 

91 


» 

2*04 

30 

493*5, 461*5 

88*5 

30 

Chloroform 

0-97 

0 

494, 462 

100 



0-97 

o 

493*5, 461 

95-5 



0-97 

15 

493, 461 

95-5 



0*97 

30 

493, 

461 

94 

21-5 

Acetone 

114 

0 

487, 455 

100 



M4 

30 

485, 

454 

92 

15 


Table VI. Partial conversion of neokryptoxanthin into kryptoxanthin 



mg. weokrypto- 
xanthin in 





10 ml. of the 

Time of 


Colorimetric 

Solvent 

original 

boiling 

Spectrum 

value in % of 

solution 

min. 

m/a 

the original 

Benzene 

-1 

0 

491, 460 

100 

f> 

- 1 

5 

492, 461 

103 

>» 

- 1 

15 

493, 461 

106*5 


-1 

30 

493, 461 

110 


Amount of 
kryptoxanthin 
formocl in of 
the total pigment 
in the c'olumn 


46*5 
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equilibrium mixture with kryptoxanthin (Tabk* \T). The alKSorption maxima 
of pure w^okryptoxanthirj solutions are given in Table V'll. 

Table VTI. Absorption rfiajcimn of Irt/ptojrayithin and wokrffptoxanthih (mp) 
SoIv«*nt Kryptoxanthin wfoKrvptoxiinthin 


Carbon ditfailphidt* 

.IIH. 

482 

510. 

478 

Benzenr 

497, 

464 

490 5. 

459 

('Idorofonn 

494. 

462 '» 

490-5, 

, 458 

Acetone 

1«6, 

454 

480 5. 

449 

Id^dii p<‘trol(‘tiin 

484-:), 

451-5 

478, 

447 

.Alcohol 

IH4, 

452 

479, 

448 


SrMMARY 

1. Solutions of ehromatographieally pure lycopene ^-<*aj*ot(*ne 

or kryptoxanthin t joRseO undergo, when ke‘pt at room tem})eraturt% a 

partial isom(*rization which manifivsts itself in the dec rease of the colorimetric 
value and in the displac<*ment of 11 h^ absorydion maxima towards shorter wave- 
lengths. 

2. The s|M*ed of this spontam‘Ous isomerization, wdiich tends tow'ards an 
equilibrium. iiK'reases on heating. 

3. The int»*rconv*ersion is n^versible. 

4. Partly istmu^rized s<»lutions always give tw(» distinct layers in the Tswett 
column: the phenomemm is not caused by tht* adsorption experiment itself, 
but is alreafly present in the* solution. ExjKuinumt.s now in y)rogress might show^ 
how' far risirans changes ar<* responsible for it |ef. (lillam et nL 

Finally w^e wish 1o thank Or A. E. (lillam for having kindly checked some of 
our exfK‘riments w ith lyco|K*ne. This work was aidtnl by grants from the Duke 
of Eszt<*rhazy and from the SzeV^hfmvi Society. 
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CLXXVI. COLORIMETRIC DETERMINATION OF 
SUBSTANCES CONTAINING THE GROUPING 
— CH2.CO— IN URINE EXTRACTS AS AN 
INDICATION OF ANDROGEN CONTENT 

By nancy HELEN CALLOW, ROBERT KENNETH CALLOW 
AND CLTFEORD WALTER EMMENS 

From the National Instiiutp for Medical Reaearch, AMf. 3 
{Received 29 J une 1938) 

In the expectation that a measure of endocrine ai‘tivity in th(‘ human patient 
might be givtm by the level of excretion in the uririf' of compounds related to 
the male hormones, attention lias recently been diroett'd to the extraction ot 
urinary constituents possessing androgenic aittivity and their iiK^asuremenl . 
As an alternative to biological assay, chemical methods have In^en apfilied. 
Zimmermann [1935] first sugg<'stt^d that steroid sex hormones could bc‘ deter- 
mined quantitatively by the use of m-dinitrobenzene, whi(*h gives a red colour 
in presence of alkali with compounds containing an active rnethyU‘iU‘ group. 
A later [Zimmermann, 1936] he published a modifii*d method which was 
applied to pure compounds (arulrosterone, k»stost(Ton(\ (x^strone and e<|uilin), 
and to urine extracts. Wu & Chou [1937J described a modification of the method, 
and used it on urine extracts with androsterone as a referfui(‘.e substance. 
Oesting & Webster [1938; cf. Oesting, 1937J used the Zimmermann technique, 
and roughly correlated their figures with the comb-growth productHl in capons 
by inunction of the same extracts on the comb. 

None of these investigators has considere<l simultaneously both capon assay 
and colorimetric assay in terms of pure hormones, and theu e was thus an obvious 
gap to be filled bi^fore it would l>e possible to test the colorimetric assay as an 
indicator of the androgenic activity of urine extract in terms of inkrnational 
imits. The correlation of th(^ figures obtained in this way would be (‘xpe(»ted to 
give data which, in addition to t(*sting the value of the coIorimt*tric assay on 
the assumption that excretion of androgenic ac^tivity was diagnosticjally sig- 
nificant (as has been done by Oesting Webst(*r), would also throw light on 
the chemical nature of the androgenic substances excreted in the urine, providing 
clues to thc‘ metabolism of skroid hormones, and giving a tangible cluunical 
property which would serve as a guide in the analytical investigation of uriiu^ 
extracts. 

As part of a scheme of work on the determination of hormones in blood and 
urine, undertaken under the auspieos of the Hormones Committee of the 
Medical Research Council, investigations of methods of extraction of androgens 
from urine and their assay on capons have Ixjen in progress at this Institute 
for some time. These have been extended to a comparison of colorimetric and 
capon assays, and, on the chemical side in particular, to attempts to improve 
the sensitivity of the colorimetric method and to investigate its 8{>ecificity. 

The account of experimental work which follows deals in turn with the 
description of the modified colorimetric method finally adopted, a study of some 
of the many factors influencing the reaction, an investigation of the behaviour 
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of various methyleneketonc^s of steroid and other types, and the correlation of 
colorimetric assay with capon assay for urine extracts from normal an<i certain 
abnormal clinical types. 

Experimental 

JRpugmts, (1) Routine meihxi. of colorimetry of aruIrosU^rone 

(a) Alcohol, Ordinary commercial “absolute’' alcohol is used, the only 
further spt‘cification being that it should not have a content of aldehyde 
exceeding 0*0025 % . 

(b) m-Dinitrobcnznie, A wtdl -crystallized and fairly pure matei ial (wc used 
B.D.ff. “extra pure", m.p. 80“89*5') is taken and further purified as follows: 
20 g. are dissolved in 750 ml. of 95% alcohol w'armed to 40' and 1(X) ml. of 

NaOH are addt‘d. After 5 min. the solution is cooled, and 2500 ml. of water 
are added. Tin* pr(‘cipitat(‘d -dinitrobenzene is collected on a Buchner funnel, 
washed very thoroughly with wat^T, sucked dry and recrystallized twice in 
succession from 120 ml. and 80 ml. of absolute' alcohol. The material mu.st be 
well crystalliz(‘d in almost colourl<*ss needles, m.p. {X)*5™91“. Admixture of a 
1 % alcoholic solution with an equal vf)l. of aqueous 2 A" NaOH should give no 
colour after an hour. The ?*eag(mt is a 2*^, w,v solution of this material in 
absolute al(*ohol. It is stored in a browm, stoppered bottle in the dark, and is 
.stable* for 10-14 days. In the actual colorimetric mc*asurement (see b(*low) the 
(*.onlrol solution, without methvleneketone, should give a pale straw’ colour 
having a value of 0*2(M)’21 in a 1 cm. cell com])ar<*d with alcohol. 

(r) PotaMf^uim hydroxide, Tlu* reagent solution is 2*5A" KOH in absolute 
alcohol. 9g. of KOH (B.D.H. “Analar” pellets) are dissolved with me(‘hanical 
.stirring in 50 ml. of absolute alcohol, and the solution filtert‘d through a hardcuied 
pajH'r (Whatman No. 50) at tin* pump. The concentration is checked by titration 
of 0*5 ml. with 0*1 A" H 2 S ()4 (methyl orange indicator) and the solution diluted 
with alcohol if nectsssarv, to bring it within the limits of 2*48 and 2*52A\ The 
solution is stable for 2-5 days if .stored in a refrigerator. It must lx* discarded 
as soon as the faint(*st colour is perceptible. 

J/or/c of operation 

Test tulK*.s used for the reaction must have b(*<'n t*h*an(*d with nitric and 
chromic acid mixture. Into one tulx*. to serve as “blank", are measured out 
in 8ucc(*.ssion, from 1 ml. lupettes graduated to 0 01 ml., 0*2 ml. of alcohol, 
0*2 ml, of w -dinitrobenzene .solution and 0*2 ml. of KOH solution. The solution 
of the test substance is mea.surcd out into a second tulx*. and then there is addt^d 
suflSeient alcohol to make the volume up to 0*2 inL, followed by the r(*agents. 
The time of adding the KOH is iioUxl. The tubes are well shaken to dis]^K*rse the 
dense KOH solution, lightly sioppt'red, and placed in a water bath kept at 
25±0*F' by means of a thermo-ix'giilator. The tubes are shielded from all but 
dull, diffused light by a scrc'en. After an hour, 10 ml. of aleohol are added to each 
tube, and the contents mixed and transferred to the cells of the colorimeter, 
W'hich are then closed by microsco]X5 coverslips. 

Mexmirement of the colour 

Use of the Spekker photoelectric absorptionieter. In this instrument the light 
absorbed by a coloured solution is measured photoelectrically by a null method. 
The light transmitted by the test solution falls on a photoelectric cell, the 
current from which is balanced by current from a second cell writh an adjustable 
iris in front of it. The test solution is then replaced by the blank or control 
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solution, and balance again obtained by closing in the path of the beam a shutter 
actuated by a wheel with a logarithmic scale, from whi(^h an ‘'absorption 
coefficient’’ {E) is read oflF directly. Using light which has passed through a 
selective filter, a value of E for a limited range of wave-lengths is obtained. 
In this work, cells of 1 cm. thickness have bean (*mployed, with an Ilford 
“spectrum green” filter (max. transmission at 5200 A.). As a routine, readings 
(denoted by Eg) on one pair of solutions are made in triplicate : in our experiments 
these differ by not more than 0*01 over the range £^ = 0*1“0*5, which is the 
most suitable for measurement. It is desirable to eomj)Ietc the measurement 
within 5 min. of the dilution with alcohol. The methyleneketone content of the 
test substance in terms of androstt^ronc! is then detei-minc'd from the absorptio- 
metcr reading {Eg) by reference to a calibration curve const riu»ted fr’oin measure- 
ments with androsterone. All the recorded measunuiu'iits, unl(\ss otherwise 
specifically stated, have been made by comparison of the test solution with a 
control blank containing reagents only. 

Calibratimi curve. The androsttu’one usc^d as standard was a ])urifu*d samph* 
with M.r. 184-185° (corr.). In th(‘ iK^ginning of this work measured amounts of 
an alcoholic solution were evaporated to dryness in a stream of tntrogen on a 

Table I. Calibration of SpeHrr ab 6 or 2 >timni h r 

Androsterone (mg.) 0*025 0*05 0*075 0*10 0*15 0*20 0*25 0*,*lO 

Eg {a) ' — 0*205 0*:m 0-545 O-OH 0-74 0-80 

Eg (b) 0*10 0-19 0*275 (»-305 0-50 0 OO 



Fig. 1. Calibration ourves for the reaction: androsterone +m-C,H4(N()2)2 -fKOH (tt?«t solution 
- blank) on Hilger Spekker absorptiometer with Ilford “spectrum green” filters. 

water bath, and alcohol and reagents added to tho residue. It was soon found 
that loss occurred owing to the volatility of androsterone, and after this the 
androsterone was measured out in the form of appropriate amounts (O- 1-0-2 ml.) 
of 0-026-0-1 % solutions in absolute alcohol, made up to a total volume of 0-2 ml. 
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Using the precautions specified above, it has been possible? to reproduce* coJori- 
rnetric values for (iertain weights of ondrostt'roiw* within comparatively narrow 
limits, but there is a residue* of variation whie?h we* have not bcien able to control. 
Tn all probability this is due to impurities in the* alcohol and the m-dinitro benzene. 
In view of the^ number of factors influencing the reaction, as described in detail 
below, the* agre*ement is satisfactory. Ove*r a yK*rieKl e)f seven months, during 
whie*h the calibration euirve; has beem frequently checkeel, the maximum 
variation has be*en betwe(*n the limits shemm in Table 1 and curves {a) and (5) 
in Fig. 1 . 

At the upp(‘r limit suggest(?d for readings, A"^=()'5, th<? difft‘rene(*. in terms 
of weight of androst(*rone, is 12 '^his diffr‘renc(* does not, of cours<\ rc'present 
the i*rror in the* d(‘termination of unknown mat(*rials when the position of the 
calibration curve* with a new set of reagents is confirm(*d in the routine manner 
by eolorini(*trv of a known amount of androst(*rone. Thus, ten measurements 
with 0-1 mg. of amlrosterone over a p<*riod of 12 days with twf) apparently 
similar batch<‘s of reagcfits gave a value of 2*tF*<, for th(* standard error of the 
absorpti()m(*t(*r r(*afling. <*f)rresponrlirig to a .standard error of 2-7 in the 
estimation of tin* weight of andn»steronc* after ref(‘r(*nce to the calibration 
curve. 

Une of a ri-^ual colon m* U r of plunger With tht* co-operation of Mr S. W. 
Stroud, working in tin* (’ourtauld In.stitut<* of Biochemistry, Middl(*sex 
Ho.s})itHl, an inv<*stigation has betui made of the u.se of a Leitz tw7>-.stage 
colorim(*ter in the co]orimt*try of androsterone* and urine extracts. With this 
instruuKTit observations can be madt* with light which has passed through 
«(‘l(*ctive filters. It is only nec(*S8ary to c*hoo.se a colour standard. Pota.ssium 
permanganate solution has an absor]>tion sp(‘ctrum which is very similar in the 
green, (*xeept for its bandefl eharaet<*r, to the* net absorption speetrum of 
androst<‘rone and r<*ag(*uts k*ss that of n*ageuts alone. Permanganate solution 
plus blank can tluTefore b(* matched approximately against t<*st solution plus 
W{i.t<*r, and aeeuratf* matching is possible in the light tran.smitted by the Leitz 
“yellow-grc*<*n, 531” or *'gr(*en -yellow, 551” filters: the forni(*r, transmitting 
light nean‘r the cvntre of tlie absorption band, gives higher remlings. 

The coIorim(*ter is s<‘t up with test solution, prepared in the usual wav, in 
the top eup and water in tlie bottom eup on one sid(*, and, on the other side, 
blank in th(* top enp and A*/UXX) KMn 04 in the bottom cup, the last being in 
a 20 mm. layt*r. The top pluugiu-s, which move together, are adjusted until the 
b(*ams through the two sides are matches!, and the depth of the laj^er is then 
read off' on the scab*. 

A calibration eurve was const meted with weights of aiidrosterone from 
0-05 to 0*225 mg. and the <lata are given in Table tl and plotted in Fig. 2 in 
the form of weight of androstorone against the reciprocal of the scale reading. 

Estimations nuule in this way on six urim* extracts were compared with 
estimations on the Spekker ahsorptiometer. and gave the folloMing results in 
terms of colorimetric equivalent, in mg., of aiidrosterone per day’s output, the 
pairs of figures Inung from l^itz and Spekker instruments, rt*spectively : (a) 7*5, 
8-0; (6) 7*0, 7*5; (c) 15*5, 15*3; (d) 15*7, 15*8; (e) 1*5, 1*75; (/) 24*0, 22*5. The 
agreement is fairly good. The disadvantage of this technique with the Leitz 
instrument is the impossibility of making absolute determinations of the 
absorption in the violet. As explained below, this may be an important matter 
in the recognition of occasional urine extracts in which the ehromogen is 
abnormal, and the value of Eg alone bears no i*elation to the maximum of the 
absorption band. 
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Table II. Calibration of Ijeitz colorimeter 


Anilrosterone (mg.) 

005 

0-075 

010 

0125 0 15 

01 75 

0-20 0-22.5 

Scale reading (5Hi lilter) 

38» 

23-4 

171 

14-3 110 

lO’C 

S-7 8-4 

Scale reading (551 filter) 

31-5 

193 

14(> 

11-3 0-2 

7'(i 

7-3 6-6 



Fig. 2. (Calibration curvos for the rea<*tioii: androstcrune i /w-(’<,H,(X() 2)2 solution 

-i- water /blank -rO*(K)lxV KMiiO,,) on Leitz colurimettM- with ’‘green-yellow" and ”\eIlo\\- 
grwn” tutors. 


Applicxition to urine extracts 

Colorimetric measurements havt» been made on the mmtral fractions of urine 
extracts made by the me'thod described by one* of us [Callow, lOHb, Ij with 
minor modifications. The arid and plumolic fractions contain kc^tonic material, 
and must always be removed. The iMuitral fraction is usually taken u]) in alcohol 
at a concentration such that 1 ml. contains thc^ equivalent of either (M 1. of 
original urine, or 0*1 day’s output, and 0«1 ml. of this solution is taken and 
dilut-ed with 0-1 ml. of alcohol for colorimetry as desc^ribed abovi\ Thc^ colour 
of the urines extract itself is not suffieiemt to int(Tfere with tlu^. d(*t(U’mination. 
An unusually highly coloured extract gave a value of A'^ = 0*01 wIkui dilutnl in 
the proportion of O-Ol 1. urine to lO-fiml. Moreover, treatment with charcoal 
generally produces no appnK;iable change in the colorimetric reading (Oosting 
[1937] found that androgenic activity was not lost in this way). As in the case 
of androsterone, evaporation of alcoholic solutions of urine extracts, unh^ss vctv 
carefully done, cmtails loss not only by volatilization but also by cre<‘ping, and 
this method of taking a known amount was abandoned. 

The absorptiometer reading is conyertf^d, by reference to the calibration 
curve, into an equivalent in weight of androsterone, which is then expressed 
as mg. of “sterone ' per litre or per day’s output of urine. W(i have coined the 
term “sterone to avoid giving the wrong impression that this value represents 
the biological and not merely the chromogenic equivalent of androsterone. 
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(2) Faciom injlunichig lha rt'aciion vnth androsUroyie 

General. In prolimiTiary trialfi it was imnuHliaiely found that, with \in- 
purified w-dinitrob('nzene, tlie technicpie of Wu & Chou [1937) gave a hightu* 
eolorimetric reading than that of Ziiumennann |1936] with the same amount 
of androsk^rone ; the former metho<l was then^fore ehosoii as the starting-point 
for investigation of tin; factors iiiHinuieing the sensitivity. Certain of these 
had aJr(‘ady been studi(‘d l)y Zirnmermann (Z.) and by Wu & C'hoii 
namely: (i) the solvent (Z., W.C.), (2) concentration of alkali (Z., W.C.), 
(3) concentration of ///-dinitrolxmzcme (Z., W.C.), (4) time of m<‘asurement afk^r 
mixing (Z.), (5) tem])(‘rature f)f dc;velopment (Z., W.C.), ((>) illumination (Z.). 
With so many variable s eoncHunesi (anel this list is nf)t exhaustive) it was to b(‘ 
i*xpect(*d that furtheT sysUunatic work would h'ad to an increase^ in the se^nsitivity 
of the rf^action. Mon‘ovt‘r, by choosing conditions under which the* effect of 
variation in any facte)r w'as e-hanging most slowly, the* reprodueabilitv of the 
Headings might be* incre ase-el. 

Sol rent: purity and amount. Small amounts e>f aldehyde in the alcohol cause* 
ine*rt*ast*d absorption in both the test and the* blank solutions, but more in the* 
latter, so that, as a re*sidt e»f ove^r-ce)rape*nsation, the* value ejf te*st minus blank 
de<*re»as(*s w^ith incr(‘tvse* in the* aldehyele. The* figure*s in Table III were obtained 
using our routine techniejue* w ith <M mg. of andre)stcrone. The absorptiometer 
with the “Bpe*e*trum ye‘lle»w -gre*e*n '* tilte*r was used for the de‘te*rraination of 
alelehyele in samf)le‘s of alcehe)! In m(*an.s of the* colour prexluevd with Schifl ’s 
reage*nt. In separate* cxpe‘nme*nts the same alcohol, of known aldehyde content, 
was use*el fe)r elissolving the* anelroste*re)n<‘, the w -dinit rob(*nzene and the 
pe)tassium hyelre»xi<le*. 


Table* 111. /nflm nee of aataldehydc on Eg with 01 my, androsterone 


M<*<’He) 

ueMH)r» 

o-oe.H7 


minus 

blank 

0*305 

0*37 

0*35 

U31 


blank miiniH 
KtOH 

eMl 
017 
O 105 
0*27 


Tc'st minuEi 
KtOH (calc.) 

0*505 
0 54 
0*54.5 
0 58 


The effect of altering the* total amount e>f solvent in the reaction mixture* 
was tt*st(*el as follow's: pe»rtions of 0-25 ing. of aneirosterone we*re dissolved in 
015, 0-22 anel 0-2G ml. of alcohol, aiid to each were added 0-2 ml. of 2 w-dinitre)- 
benzene se»lution and 0-19 ml. of 2A’ ale. KOH. C’ontrols were made up tej the* 
same total volume.s, viz. 0-54, 0-61 anel 0-65 ml. The values of after dilution 
at the end of 1 hr. were respectively: 9*05, 0*62 and 0-57. The t;ffect of using 
95% alcohol instead of absolute alcohol as a dilue*nt after incubation w'as to 
reduce the value of Eg for 0-1 mg. of androsterone from 0*365 to 0*35. With the 
earlier technique the differcuice was greater. Tin* specifications in the routine 
method of amount of alcohol, and of content of aldehyde and water, were 
adopted as giving a sensitive reaction whilst setting limits attainable in practice. 

Purity and concentration of m-dinitrobenzeve. Ordinary w-dinitrol)enzene 
gives a colour with potassium hydroxide. This has be(*n attributed to the 
presence of dinitrothiophene [Meyer & Stadler, 1884] which is dett*ctable iji a 
quantity of 0*l/ig. [Stadler, 1885] by this reaction. Nitration of ‘‘thiophem*- 
fre©*’ benzene gave a product which still gave a colour with alkali, and we 
therefore followed the method of Willgerodt [1892] for removal of chromogenio 
material, details of wliich are given above. This method must be adhei'^ to 
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strictly, for overheating, or prolongation of the alkali treatnuint, gives poorly 
crystallized products of low m.p. which are useless for colorimetry. One such 
sample, afte^r repeated crystallization from alcohol, then ethyl acetate, yielded 
yellow crystals, sparingly soluble in alcohol, m.p. 148“ (soft at 145“), identified 
as 3:3'-dmitroazoxvbenzene (lit. m.p. 143°, 146-5“). (F'ound (mi(‘ro-analysis by 
Dr G. Weiler): C, 50-36; H, 3-08; N, 19-9. Calc, for : C\ 50-0: H, 2-8; 

N, 19-45%.) 

The elfect of impurity in the //i-dinitrobenzene on tlu* value of Kg is shown 
by the figures in Table IV, dealing with the variation of Eg with amount of 
KOH when different samples of m-dinitrol)cnzene were used, the ‘‘purified’* 
samples having passed through the alkali process. 

The effect of the amount of m-dinitrobenzene used was investigated at two 
stages of the development of the final method. We first confirinerl Wu & (-hou’s 


Table IV*. Variation of Eg with amount of KOIJ 


Wt. of andi'osterone (mg.) 

0-25 

025 

0-10 

0-10 

005 

m - Dinitrobenzoiie 

L'lipuritied 

l*untie<l 

rnpuntiofi 

Purili(*(! 


Vol. of 2N ah*. 

KOH (ml.) 



hy 








0-09 

0-32 

— 




012 

0-47 

0 365 


- - 

0-12 

015 

0-54 

— 

... 

0 2S 


0-16 


0*53 

— 


- 

0-19 

O-.W 

0*63 



0 165 

0*20 

— 


0-.32 

0-34 


0-25 

0-51 

0-66 

ou 

0-365 

0 20 

0-275 

— 

— 

0.345 



0-30 


0*61 

— 

(»-34 

0-20 



MiJli-eqaiv. KOH 


Fig. 3. Variation of Eg with amount of KOH, Curves (a), (6), {e): purified m-C*H 4 (NO,),; 0*05, 
0*1 and 0-25 mg. androsterone. Curves (d), (e); unpurifif^ w-CeH 4 (NO,),; 0-1 and 0-25 mg. 
androsterone. 

observations that low values were obtained when small amounts of m*dinitro- 
benzene were used. In the final form of the reaction, 0»1 mg. of androsterone 
in 0-1 ml. of alcohol with 0-2 ml. of 2-5N KOH and varying amounts of 2% 
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?»-dimtro benzene, viz. 0-14, 0-lS, 0-20, 0-22 and 0*24 ml., made up to a total 
volume of 0*b ml. with alcohol, gave the following values of Eg: O'Sbo, 9*30, 
9*300, 0*37o, 0*30. There was thus no systc^matic variation outsidt* the limits of 
experimental error ov(t this range of concentrations. 

Effect of amount of potassium hydroxide. Series of tests w’^ere carried out in 
which androsterom* W7is dissolved in (0*41 —.r) ml. of alcohol, 0*2 ml. of 2% 
alcoholic w-dinitrolx^nzenc add(‘d, and them x ml. of 2N alcoholic KOH (u: being 
varied from 0*99 to 0*3 ml.). Table IV gives the values of Eg for three series, 
one with an uiipurified sample of w/ -dinit rolx^nzene, and these are shown 
graphically in Fig. 3. 

The figure demonstrates particularly <ilearly the effect of purification of the 
w-dinitrolKUizene. Th(' proportion of KOH. at which the absorption is maximal 
varies not only wdth th(‘ quality of the w-dinitrolxmzeiK', but also with the 
amount of androstc^rone. Tlu^ choice of 5 milli-equiv. of KOH in the standard 
method seem.s a satisfactory compromise, but th(' amount is evidently' ciitical. 

Effect of temperature and tirn^ of development. In general agreement with 
Wu k CJhou, it was found that the* absorption of the mixture diluted after 1 hr. 
increa.sed by about \\ \ with a rise of 1 in the tf iuperature of d<;velopment. 

With tht' techni(|uc modidled on that of Wu & Chou, it was found that w'ith 
variation of the time of development the value of Eg rose to a maximum at 
about 1 hr., as shown by the series of figures in Table V, and there is no appre- 
ciable difference l)€*tween 09 an<l 05 min. 


Table V. Variation of Eg irUh time of development of reaction mixture 


Time of 


o-lo mg. 

O lO mg. 

10 mg. 

0-25 mg. 

dovelopmeiit 

0 05 mg. 

amlr(».Htfrune 

androsteroru* 

androsterone 

androsU'rone 

(min.) 

amlro«t<eronf 

(«) 

(6) 

(0 

(early teehmquc) 


017 

o:u5 


— 

0-45 

45 

0-20 

(»S5 


- 

0-51 

5U 


- 

0 :155 

0-35 

- 

HU 

0 20 

o:i9 

0-375 

0-37 

0-61 

6.5 



0-375 

— 

- 

7U 

- 

— 

037 

i)-:{6 

— 

75 

0 19 

(» ;iu 

- 


<k;o 

m) 


0 365 

- - 

- 


105 

018 

034 


— 

- 

120 

0U\ 

0 35 

— 

— 

— 


Effect of light. When the reaction mixtui’e was developed in bright sunlight 
the value of Eg for 0*25 rag. of androsterone was 0*31 a.s compait'd with = 0*61 
with dev('lopment in dull, diffused daylight. On the other hand, further 
diminution of the illumination had no effect: the value £^ = 0*00 was obtained 
after development in the dark. (Early technique.) 

Stability of colour after dilution. The colour fades slowdy after dilution of the 
reaction mixture, and the fading apjiears to lx? accelerated by exposui'e of the 
solution to light or air. In diffuse daylight and with closed absorptiometer cells 
the values of Eg for 0*1 mg. of androsterone were 0*37 immediately after 
dilution, unchanged after 2.5 min,, and 0*325 aftt^r 4 hr. 

Similarly with 0*25 mg, of androsterone, w^hen the solutions w^ere poured 
back into test tubes and replaced in the thermostat in between measui*ements, 
the values of Eg immediately after dilution, and after 30 and 60 min., were 0*61, 
0*57 and 0*52 respectively. 

Remaining sources of error. A potential source of variation is water in the 
alcohol or in the potassium hydroxide. This factor has not been investigated. 
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The hidden sources of error responsible for the residue of uncontrolled variation 
probably include this, the quality of the m-dinitrobeiizone and manipulative 
errors. The presence of small amounts of cholesterol has no (*ffect. The presence 
of digitonin reduces the colour: 0*1 mg. of dehydroandrosterone and 0*5 mg. of 
digitonin gave a value of Kg corresponding to 0*08 mg. No errors due to altiTatiori 
of the filters or of the photoelectric cells have be(ui det(‘(?t<‘(l in (control measure- 
ments of the absorption of an ‘‘orange glass filttu* inad(‘ ov('r a period of a year. 


(3) Sppcificiti/ — thp reartion with othvr compounds 

Spectral colorimetry, Zimmcrmann [193()], -using a P\ilfrich photometer, 
plotted curves which were a rough indication of the absorption spectra of the 
reaction mixtures of androsterone, o<^strone, tesiosttu-one aiul <‘reatinine. using 




Fig. 4. Absorption spectra of (a) reaction mixture, 01 mg. of androsterone + 7 w-CaH 4 (N() 5 j)jj -f KOH, 
and (fe) of reagents alone, each against EtOH, with (c ) calculated curve for test solution ~ blank.* 
Hilger-Nutting spectrophotometer; 2 cm. cells; photometry of photographs at intervals i>V 
(a) €==0-05, and {b) €-^0*02. 

Fig. 5. “Absorptiometric st^ctra” with absorptiometer and Ilford ‘•H{>ectnim” filters of the 
reactions of typical steroid ketones +w-C,l}4(N02)* f KOH. 

measurements of the absorption within a limited range of wavelengths by 
inserting Zeiss “S” filters. We have used a similar method on a number of 
substances -witihi the Spekker absorptiometer and Ilford “spectrum” filters. The 
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maxima of transmission of these flitters, as given by the makers, occur at the 
following wave-lengths : violet, 4300 A. ; blue, 4700 A. ; blue-green, 49(X> A. ; green, 
5200 A.; yellow-green, 5500 A. ; orange, 6000 A. The range of transmission is of 
the order of 500^KK) A., except with the violet and orange filters, which are 
less selective. Measurements through these filters are designated below by the 
symbols Ej, etc. 

In the case of the reaction with androsterone, an accurate photographic 
measurement of the absorption spectrum has been made with a Hilger-Nutting 
spectrophotometer. Fig. 4 shows the absorption spectra of the reaction mixture 
obtained under standard conditions, in sfiecially purified alcohol, with 0-1 mg. 
of androsterone (curve a) and of the blank, with reagents alone (curve 6), 
comparison l^eing made in each case with alcohol. The androsterone reaction 
shows a broad absorption band ext<*nding over the ctmtre of the visible region, 
with a maximum at 5010 A., whilst the reagents alone give low general absorption 
with a maximum at 4650 A. Chirve (c) shows the calculatcid difference between 
test and blank solutions. Ilefercmce to Fig. 5 shows that absorptiometric 
measurements with selective filters actually give a fairly faithful version of the 
net absorption spectrum after subtraction of the blank solution. The Ilford 
“spectrum-gHH'ii'’ filter was selected for measurement of the absorption on the 
empirical ground that it gave the highest readings. The net absorption spectrum 
shows that any selec^tivo filter having maximum transmission somew’here 
between 5000 and 5400 A. would be suitable for the purpose. 

The rt*action has been carried out generally under standard conditions, but 
in some cases using an earlier technique, with a number of methyleneketones, 
and the “absorptiometric 8j)ectra'' have been measured with the Spekkcr 
abHorj)tiometer and Ilford “Kj>ectrum’* filters with the object of seeing whether 
com})Ounds of different classes could bc' distinguished from one another. We are 
indebted to Messrs Ciba Ltd. for most of the androstane derivatives we have 
examiiH'd. The data obtained are in Table \T. 

Influi/nce of th£ position of the keto-group on the intensity and spectral charac- 
teristics of the colour. The first step in investigating the degree of specificity of 
the reaction with w -dinitrobenzene and alkali was to find w^hether it varied with 
the position of the keto-group in steroid comj>ounds. Zimmermann [1936] had 
already shown that the approximate absorption spectrum given by testosterone 
wiis of a tyfK? different from that given by androsterone or oestrone, and 
Kaziro & Shimada [1937], using the Zimmermann technique, reported that the^ 
colour reaction was “j)ositive’‘ with 3-ketoeholanic acid and “negative” with 
6-, 7- and 12-ketoeholaruc acids. 

The data we have obtained on various 3-, 6-, 17- and 20-ketones, given in 
detail in Table \T, show that the production of an intense, broad absorption 
band with a maximum in the green, is, among the steroid compounds, charac- 
teristic of the 17 -ketones. In none of the groups of compounds is the type or 
intensity of the absorption much affected by distant substituents, and the 
spectra plotted in Fig. 5 may be taken as representative of their classes. 

Among the 17 -ketones y we have investigated dehydroandrosterone in some 
detail with respect to factors influencing the intensity of the reaction on the 
same lines as androsterone. The effects of altering the concentration of the 
reagents and the time of development were the same as with androsterone. 
Dehydroandrosterone and oestrone gave calibration curves which followed 
closely that of androsterone. Andro8tan-17-one and A***-androstadien-17-one 
were very kindly given to us by Dr F. L. Warren of the Royal Cancer Hospital, 
and we take this opportunity of thanking him. 

Bioohem. 1938 xxxn 
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Table VI. " Absorptiometric spectra ” of steroid and other metJiyleneketones and of 
neutral fractions of urine extracts with m-dinitrobemene and KOH 
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Female FU. 57. B 0021. 1 hr. 0-18 01!» 0-205 0-27 0-24 0-21 0-13.") 

FU. 62.B 0011. 1 hr. 0-21 0-21 0-24.-) 0-2i> 0-28 0-24 0 15 

FU. 76. B 0-01 1. 1 hr. 0-30 0-30 0 33 0-43 0 405 0-36 0-225 
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Saturated S-lcetones show a characteristic rapidity in development of the 
colour, which then fades, and after 1 hr. of development only a very low, general 
absorption is shown. The behaviour of cholestanone was investigated in detail, 
and the most intense colour, characterized by a band in the yellow and yellow- 
green, is given after only 6 min. development. This behaviour seems to be 
common to compounds having the group — CHg — CO — CH^ — . cyctoPentanone, 
for a specimen of which we are indebted to Prof. R. P. Linstead, gives a band 
with maximum in the gr(H>n, which is developed rapidly. 

A^-3-keUmeSy in contrast to the saturated S-ketones, require a long time of 
development, and, in the case of cholestcnone, some detailed figures for which 
are given in Table VI, it seems that development of the maximum colour is not 
complete after 1 hr. All the A^-3-ketones show a characteristic peak in the 
yellow, in addition to one in the green, and this is visibh' even when the power- 
fully chromogenic 17-keto-group is also present, as in A^-andro8tene-3:17-dione 
(cf. Fig. 5). 

The 20-keto-group gives a very low, but measurable general absorption. In 
combination with a A*-3-keto-group it causes a small general rise in the 
absorption. 

The non-steroid compounds were measured in amounts which were the molar 
equivalents of 0*2 mg. of androsterone. Acetone shows the rapid development 
of colour characteristic of dimethyleneketones. Acetophenone is not('Worthy 
for the resemblance of the curve to that of 17-ketosteroids, excerpt for con- 
siderably lower absorption in the yellow and yellow-green. This resemblance, 
in spite of a considerable diflerence in structure, demonstrates with what caution 
absorption spectra of this colour reaction should bc‘ accepted as indicative of 
structure without confirmatory evidence. 

Absorption spectra of the colour re/iction tvith urine extracts. The absorptio- 
meter measurements obtained with extracts from bulk collections of male and 
female urines are given in Table VI and plottc?d in Fig. 6 where they are compared 
with the absorptiometric spectrum of 0-1 mg. of androsterone. It is evident 
that there is no characteristic difference between extracts from eitlu^r male or 
female urine and a typical 17-ket08teroid beyond the minor one of having a 
value for which is relatively higher and of the same order as . However, 
in certain abnormal cases there are major differences in the absorption in the 
shorter wavelengths. We have, in practice, made measurements of and Ej, as 
a routine, in addition to Eg . Certain urines yield extracts which give at =0*37 
values of E^ or or both which are of the same order as Eg (EJEg > 0*8). It is 
clear that these contain chromogenic compounds not present in appreciable 
amount in normal urine, and, sinc^ the value of Eg is liable to be affected by 
absorption in the adjacent regions of the spectrum, there must bc^ some doubt 
whether such extracts can fairly be compared with others on a scale of values 
of Eg . The ratio EJEg tends to be high when the chromogen content is low, and 
is probably then an indication of the presence of a substance giving rise to 
general absorption. There is also qualitative evidence, from the rate of develop- 
ment of colour with urine extracts, that substances like saturated S-ketosteroids 
are present in small amount. Although in certain cases an overestimate of the 
biological activity was made when the value of EJEg was high, in other cases, 
in which, presumably, the urine component giving absorption in the violet did 
not affect Eg, the relation was normal, and no general rule can be laid down 
except to regard with suspicion an extract with a high value of EJEg . In the 
foDowing treatment of the correlation of colorimetry and biological assay no 
selection of urine extracts in respect of values of EJEg has been made. In two 
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cases the abnormal colour was traced to contamination resulting from extraction 
of vulcanite stoppers by toluene used to preserve the urine. Naturally, such 
contamination must be avoided in collecting specimens intended for colorimetric 
assay. 



Fig. 6, ** Absorptiometrie spectra” of the reaction of extracts of men’s (MT.) and omen’s (FU.) 
urine KOH compared with 0*1 mg. of androsterone. (FI'. 57 equiv. 0-02 1,; 
other urine extracts equiv. 0*01 1.) 


(4) Correlation of colorimetry and biological a^ay 

Method of biological assay. The urine extracts in oily solution have been 
assayed for androgenic activity by a capon comb-gro\\ih method, descril>ed in 
detail elsewhere [Emmons, 1938]. A dose/response curve was constructed by 
giving injections of international standard androsterone, and checked regularly 
by at least one control group of 5 capons. Androgenic activity is expressed as 
being equivalent to so many international units of androsterone per litre 
(1 i.u. = 100 /Ltg.), and the estimat/os based on groups of five birds. In four 
instances an extract has been assayed by the direct inunction of an oily solution 
on the comb, and companMi with androsterone similarly administered. These 
four estimates fall well within the range of the otliers, there being therefoi*e no 
reason to exclude them from the calculations, despite the difference of technique. 
Their influence on any conclusions drawn from the data is in any case negligible. 

Urines investigai^. In the course of the scheme of research of which this 
investigation forms a part, a variety of urines has been extracted and examined, 
including bulk oollections firom groups of normal men or women, a small number 
from men and women in hospital with no obvious sexual dysfunction, and urine 
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from eunuchs, eunuchoids, ovariectomized women, cases of Addison’s disease 
and hirsutism in females. For the purpose of considering whether colorimetric 
and biological assays could be correlatt^d, all these have been lumped together; 
only cases in which hormone-producing tumours have been proved to be present 
have been excluded. It may therefore be considered that the hypothesis of 
corrc'latability is put to a severe test. The possibility of distinguishing between 
these classes of patients will not be discussed here. 

Statistical treatment of the. results 

Fig. 7 is a scatter-diagram showing the correlation between the colorimetric 
and biological assay figures for 59 urine extracts, which are given in Table \71. 
These were obtained from collections from the following : normal men, 4 groups 



Colorimetric assay (mg. “sterono’7hi'r<‘) 

Fig. 7. Correlation of capon comb-growth assay and colorimetric assay of 59 urine extracts. 

and 7 individuals; normal women, 4 groups and 6 individuals: eunuchs, 8 
(9 samples); ovariectomized women, 8; eunuchoids, 2; hirsute women, 8: cases 
of Addison’s disease, 7 (6 samples from 4 women; 3 men) ; carcinoma of wrvix, 2. 
To provide comparable figures for calculation, all quantities have been (expressed 
as per litre, though the quantities yier day are the significant ones for individual 
patients and have been measured in most cases, A correlation cot^fficient has 
been calculated by grouping the data with units equal to 10 i.r. and 2 mg. 
“sterone”, this coeflScient being 0*745. The two regression lines, y = 4-39207 — 7*74 
and 07=0-127^ + 4*61 express, respectively, the regression of content of inter- 
national units by capon assay \y) on “sterone ” content ( 07 ), and that of “ sterone ” 
content on international unit content. The appearance of a better ‘‘fit” given 
by the first of these lines, and the choice of it as a basis for discussion of the 
meaning of the results depends on the relative errors of the colorimetric and 
biological tests. 

It is known that the error of the capon comb-growth test may be large, 
but a satisfactory estimate of the average value of this error for a large number 
of tests is almost impossible to obtain since it depends on both the age of the 
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Table VII. Colorimetric and biological assays of urine extracts 


Tyi)e and ref. Nf). 

mg. 

“Htenme’Vl. 

I.U./l. 

Tyja* and ref. No. 

mg. 

‘*steronc”/l. 

i.y.;l. 

ii) 

1 

1-8 

1 

if) 

16 

70 

9 

U) 

11 

2-U 

!♦ 

id) 

21 

7-0 

23 

(0 

3 

2*3 

3 

(A) 

84 

7*8 

1.0 

U) 

6 

‘ 20 

12 

b) 

72 

7*8 

22 


(54 

30 

2* 

b) 

¥\\ 02 

8*3 

22 

(^) 

77 

3-0 

4 

(«) 

ML\ 75 

8*9 

28 

(/) 

14 

31 

5 

if) 

15 

9-2 

12 

0) 

H 

3-4 

17 

(A) 

31 

9*4 

43 

(^•) 

Kr. 57 

3 8 

12 

(A) 

25 

9*5 

14 

id) 

51 

38 

24 

id) 

31 

9-7 

26 

(h) 

(5L 

41 

27 

io) 

44 

9-9 

57 

(0 

♦>S 

4 2 

12 

if) 

10 

10*0 

50 

U) 

7 

40 

0 

in 

FU. 70 

11*0 

28 

(A) 

21 

4-8 

3 

U-) 

50 

11*2 

50 

(A) 

27 

r>-.5 

10* 

b) 

05 

11-2 

54 

if) 

i) 

."»-5 

13 

(A) 

2 

11*3 

51 

(0 

U 

5*5 

23 

id) 

11 

11*4 

71 

U) 

9H 

5 (5 

3 

(ft) 

Ml . 38 

no 

34 

(0 

H() 

545 

0 

(A) 

20 

121 

40 

(A) 

11 

5-0 

32 

(A) 

21 

12 3 

53 

U) 

ln4 

5-7 

0 

(f/) 

40 

12 3 

54 

id) 

HI 

01 

10 

(f7) 

33 

12 3 

59 

if) 

12 

0 2 

19 

(A) 

31 

13-0 

17 

If) 

4 

(5*2 

22 

(A) 

51 

13-(» 

24 

(r) 

3S 

0 3 

10 

id) 

121 

148 

39 

if) 

11 

0 5 

18 

(A) 

38 

17*1 

86 

b) 

65 

0*5.5 

8 

(A) 

34 

19 3 

80* 

b) 

(A) 

5 

0*7 

9 

if) 

13 

19-4 

125 

SI 

(5*7 

15 

(A) 

24 

23'2 

93 

(^) 73 7*4 

(a) Bulk colleotion, n(»rmal men. 

3 

{() FAinnehs. 

(0 

Addistm's disease. 

women. 


(h) Normal men. (/) lh arieetonuz(Hl women, (j) Ad(Hson’.s disease. nn*n. 

(r) Hulk collect ion, normal women, (g) Kunuclioids. (4 ) Carcinoma of cervix. 

(d) Normal women. (ft) Hirsute w<»men. 


♦ C’aj>on assay by inunction. 

birds and the amount of growth stimulated ( Emraens, 1 H38]. However, 20 control 
groufw n^(»eiving androsteroiu* for a pt'riod during which capon variability was 
on th<» high sid(», and during which approximately one half of the estimates 
used h(»re were made, yield a correlation of 0-S62 between comb-growth and the 
amount of androsterone injected. The correlation for the wliole jieriod is 
certainly not less than this, and probably as high as ()*9. The z t(\st (Fisher, 1932] 
reveals that a corndation of 0*7*15 derived from 59 pairs (the number of extracts 
assayed) is not significantly different from one of 0*802 derived from 20 pairs. 
One can conclude therefore that the correlation Ix^tween biological and colori- 
metric assays is not much less than that l>etwecm biological assay and the true 
amount of androgenic material present, even when the lattt*r is pure androsterone. 

The correlation bc*tween values of Eg and the amount of androsterone present 
cannot be accurately expit'ssed by a correlation coefficient, since the relationship 
is not linear. Fig. 1 demonstrates that the colorimetric determination of 
androsterone is very accurate, although the accuracy with which urine extracts 
have been assayed is appreciably less than that indicated in Pig. 1 and the 
calculation on p. 1315 suggests. There remains no doubt, however, that the 
greater part of the departure of the correlation between colorimetric and 
biological assays from unity is due to the errors of biological assay. The small 
contribution of the errors of colorimetric assay to this departure probably does 
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not account completely for the remainder, since a perfect fit of the biological 
and colorimetric estimates could be expected only on uniform material. Thus, 
if it were assumed that androsterone and dehydroandrosterone wore the active 
substances, differences from sample to sample in the ratio of these two compounds 
would reduce the correlation of the two estimates, unless balanced by appropriate 
variations in the content of biologically inactive chromogens. In view of the 
fact that a given colorimetric reading may be obtained from a scries of mixtures 
of different active and inactive chromogens, each giving a different result when 
tested biologically, the degree of correlation found is high. 

Chemical evidence 

Certain preliminary work has been carried out on the anal 3 rsis of urine 
extracts into their constituents with a view to the complete idtmtification of the 
latter ; results have been obtained which, subject to the reservations necessitated 
by the inherent error of capon assay, and the rather unquantitative character 
of the methods, indicate the association of biological activity with the chromo- 
genic, ketonic fraction. Separation of the ketonic fraction as water-soluble 
compounds by treatment with Girard’s reagent T (trimethylammonium 
acethydrazide chloride) [Girard & Sandulesco, 1936] gives results such as the 
following : 

460 mg. of extract MU. 76^ equivalent to 10*25 1. of urine, assayed at 8*9 mg. 
of “sterone” per litre by colorimetry, or 28 international units of androgenic 
activity per litre by capon comb growth, yielded, after extraction with methanol 
and two treatments with Giraid’s reagent, (a) a high-ketone fraction, wt. 86 mg., 
“sterone*’ content 6*8 mg. per litre, androgen activity 45 i.n. per litre, (b) two 
low-ketone fractions, one, weight 12 mg., “sterone” 0*19 mg. per litre, and the 
other, weight 225 mg., with a ‘^sterone” content of 0*37 mg. per litre (but with 
a high value of and androgen activity less than 2 i.tr. per litre. This shows 
clearly that the androgenic compounds are confined to the ketonic fraction. 

Discussion 

The use of “male hormone assay” of urine extracts by biological methods 
as a method of diagnosis of the physiological condition of a patient entails the 
assumption, originally based, perhaps, on a presumed specificity of male hormone 
activity, that the circulating hormones, although they may he destroyed or 
transformed in the course of excretion, will yet give a product whose activity 
will be proportional to the physiological activity of the original compounds 
present in the human body. An incidental assumption is made in supposing 
that the usual (and only practical) method of assessing the biological activity 
by the comb-growth of capons gives a measure of the activity in the humaix 
body. The factual support for the main assumption is slender, owing to the 
immense difficulties of chemical analysis of extracts of tissue, blood and excreta. 
The only compounds with marked androgenic activity so far isolated from the 
organism are testosterone from the testis, and A*-androstene-3:ll:17-trione from 
adrenal cortical tissue. The only active compounds which have been isolated 
from normal urine are androsterone and i(m?isdehydroandrosterone, or A^- 
androsten-3-fran.9-ol-17-one, and the amounts identified account for only a 
fraction of the biological activity. Urines from adrenal tumour cases have 

» We are indebted to Messrs Boots Pure Drug Co. for this extract made at Nottingham from 
a 250 1. bulk collection of men’s urine. Other data from this extract have been used in Tables VI 
andVn. 
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yielded A®*'’-androstadien-17-one [Burrows et al. 1937], and fmn^dehydroandro- 
sterone [Callow, 1930, 2] : in the last case the amount of the compound isolated 
accounted for 70% of the biological activity. A related, inactive compound, 
eptat^tiocholanediol, has been isolatc'd in very small amount from normal urine 
extract [Butenandt et al. 1937]. The genetic relationship bt^tween secretion and 
excretion is thus far from clear with respect to (ihemical structure. The investiga- 
tion of the relationship with res|3ect to biological activity is as yet hardly begun, 
though from the work of Kochakian [1937] and from work carried out in this 
laboratory in collaboration with clinicians, a preliminary account of which has 
been given in a lecture by one of us [Gallow, 193S], it is already evident that the 
recovery of androgenic activity from urine extracts is only of the order of 5 % , 
as a maximum, of that administered by injection. Here again, the scale of 
comparison is comb growth in the capon, although it is known that the relative 
activities of androg<‘ns, which vary even in capons according to the mode of 
administration, are different in lalK>ratory mammals, and, presumably, in man. 
Further, the biological assay is of a mixture of substances, and, of two known 
constituents of this mixture, one has about three times the activity of the other. 

It seems, therefore, that an examination of urine extracts by a chemical 
test, to which the known active urine constituents and closely related steroids 
nvspond, will ♦mtail no more dangerous assumptions than (examination by 
biological assay. 

The first result of this work is that of increasing the accuracy and repro- 
ducibility of a m(5thod of dc-termining 17-ketoskToids. It has then been shown 
that a gn^ater degree of sjK^cificity can be introducc^d into this determination 
by rough measurenuuits of the absorption sjK'ctra. A claim for complete 
specificity would be untenable unless a more exa(‘t examination of a far wider 
range of compounds had Ix'cn made. The hypothc^sis that the method gives a 
measun* of the 17-ketosteroids in urine extracts is justified and supported ijy 
three considiTations. First, the method of obtaining the extracts is su(ih that 
neutral, non-volatile compounds of high molecular weight are 8(»parak‘d. 
Secondly, afkT chemical fractionation of the extract, the chromogenic activity 
is con ('t*nt rated in the ketonic, fraction. Thirdly, the absorption spectra of the 
coloured compounds formed by this mak^rial with ///-dinitrobenzeme in alkali 
closcdy resemble those* of the com})ound8 formed by pure 17-ketosteroids. 

The further hypothesis that a determination of 17-ketosteroids mack* in this 
way gives a measure* of the androgenic activity is suggested in the first place 
by the knowledge* that two of the coin|K)unds to which urine extracts oavo their 
androgenic activity are actually 17-ketost(*roids, Secondly, there is the inherent 
likeliliocKl that 17-keto8teroida will all possess androgenic activity. Confirmation 
is afforded by the degr(*e of correlation betwcx»n colorimetric and capon assays. 
When it is considered that the urine extracts are certainly a complex mixture 
of compounds with both androgenic and chromogenic properties, and that the 
first step in obtaining them is a vigorous acid hydrolysis involving both liberation 
and destruction, which may be selective, under conditions difficult to control, 
and, further, that an absorption spectrum is a physical property particularly 
sensitive to impurities, it might well bo expected that even if the natural urine 
contained a simple mixtun; of androgens in constant proportions, the inherent 
correlation between colorimetric and biological assays would be blurred beyond 
recognition. It has been shown that a significant de^gree of correlation does 
exist. Thus, if it is a question of deciding, on theoretical grounds of chemical 
metabolism or physiological relationship, whether chemical or biological assay 
is the better, we can make the best of l^th worlds, and employ either. Neither 
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form of assay is specific, but the chemical one is more susceptible to investigation 
and improvement in this respect, and has the added advantage of rapidity and 
smaller inherent error: it would seem at least as likely to give diagnostically 
significant results. 

The contributions of this investigation to the question of the exact com- 
position of the urinary excretory transformation products of male horTnones 
are an improved chemical test for a t 3 rpe of these products, but not for any 
individual compound, and an indication of a relationship of chromogenic to 
biological activity concordant with a simple working hy{)othesis without giving 
it prc^ferential support. The relationship ^=4*392^: — 7*74, which gives tht* most 
likely estimate of the biological assay equivalent to a given colorinu^trie reading, 
is intermediate between that which would be given by androsterone and 
dehydroandrosterone. In practice pure androsterone would give an equation close 
to // = lOx, and pure dc^hydroandrosterone one approximating to y = 3'3.r, since the 
activity of the latter on capons is about one-third of that of androsterone. It might 
be assumed that the androgenic and chromogenic material in urine extracts is 
a mixture of androsterone and dehydroandrosterone, the two substances which 
have actually been isolated from normal male urine, an assiim[)tion wliich has 
been made, on other grounds, by Dingemanse & Laqueur [1938]. Howevt*r, the 
intermediate position of the expt'rirnentally determined line is not in itself proof 
of the presence of a mixture of androsterone and dehydrnandrost(*rone in tlu‘ 
average urine dealt with. It could result from the presence of androsterone and 
biologically inactive chromogen only. The presence of some inactive chromogen 
is indicated by the constant 7*74, which is a measure of the amount found when 
little active substance is present, whilst there may be more ina(*tive chromogen 
in urines with higher biological activity. Moreover, there is a wide discrepancy 
between the amounts of androsterone and dehydroandrosterone recordt^d as 
actually isolated (about 1 mg. per litre of each) and the amounts indi(*ated by 
biological assay. From the evidence now presented, no mort* definite conclusion 
can be drawn, than that the content of biologically active material is proportional 
to the content of 17-ketosteroid compounds. 


Summary 

1. A description is given of a modified and improved method of determining 
androsterone and other 17-kctosteroids by the colour reaction with m-dinitro- 
benzene and potassium hydroxide in alcoholic solution. 

2. The sources of error and the factors influencing this determination have 
been investigated. 

3. Examination of the behaviour of other methyleneketones has shown that 
the absorption spectrum of the coloured solution produced and the rapidity of 
development of the colour vary according to the structure of the compound. 

4. The neutral fractions of extracts of hydrolysed urine give the colour 
reaction characteristic of 17-ketostcroid8, although with some indication of the 
presence of other chromogenic compounds. Further, biological activity is 
associated with the ketonic fraction. These facts justify the use of the rea<^bion 
for estimating the excretory transformation products of male hormones. 

5. A comparison of the chemical with the biological method of determining 
the excretory products by their activity in the capon comb-growth test has been 
made with 59 urines from a variety of sources. A significant degree of correlation 
is found between the colorimetric assay expressed in chromogenic equivalents 
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of androst/CTone (“storone'’) per litre of urine and the biological assay expressed 
in international units of male hormone activity p(*r litr(\ 

6. It is conclu(h‘d that colorimetric assay can replace^ biological assay pro- 
vided that due regard is paid to th(^ occasional presence of interfering substances, 
which may be revealed when the approximate absorption spectrum is examined. 
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CLXXVIL THE EFFECTS OF PANCREATIC 
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Allan et ah [1924] reported that depancreatized dogs receiving adequate 
amounts of insulin and maintained on a diet of lean meat, sucrose and bone ash 
did not survive for periods of more than a few months. They also obst^rved that 
the S 3 rmptoms of failure of liver function due to fat infiltration of the liver 
found in such animals, could be prevented by adding raw pancreas to the diet. 
They suggested, therefore, that the pancre^as might possibly produce an iritc^rnal 
secretion necessary for the physiological integrity of the liver. The subsequent 
discoveries of Hershey [1930] that lecithin could sutJcessfully replace raw pan- 
creas in the diet of depancreatized dogs, and of Best & Huntsman [1932j that 
choline and betaine could prevent and cure fatty infiltration in the livers of rats 
fed on high fat diets have been extended in many directions. So far as we are 
aware, however, no proof has yet been advancx^d that the active agent of the 
pancreas is, in ifact, choline, and particular interest therefore attaches to the 
claims of Dragstedt and his colleagues [Dragstedt et ah 1936, 1, 2| that raw 
pancreas contains an active substance other than choline and that this substance, 
to which they give the name *'lipocaic*' may be concentrated in dilute alcoholic 
extracts of the tissue. 

The work descritjed in this paper was undertaken in an attempt to exttmd 
these findings to the dietary fatty liver of the rat, which lends itself to more 
accurate experimentation than that of the depancreatized dog. 

While these experiments were in progress, other workers reported the results 
of similar studies [Chaikoff & Kaplan, 1937 ; Kaplan & Chaikoff, 1937 ; MacKay, 
1937 ; Shapiro & Wertheimer, 1937 ; Aylward & Holt, 1937 ; MacKay & Barnes, 
1938; Best & Ridout, 1938], Some of these results tluow doubt on the existence 
of a pancreatic factor other than choline influencing fat deposition in the liver, 
while in some cases the conclusions drawn appear to us to be based on inadequate 
data. These points are discussed later in this paper. 

The general plan of the experiments has been to feed control groups of rats 
on diets which cause fatty livers. At the same time other groups have received 
the same diet with the addition of varying amounts either of pancreatic extracit 
or of choline, in order to assess in terms of choline the activity of pancreatic 
extract in preventing fat deposition. It is difficult to strike the correct range of 
choline dosages in attempting to assay an unknown substance and many more 
groups of animals were used than are recorded in the tables which follow. 
Tables II-V contain, therefore, only the results of the 42 groups which are 
relevant to the discussion, either because they provide the actual results on 
which the eflfect of the pancreatic extract has been assessed, or alternatively 
because it is important in forming a decision as to the activity of the pancreatic 
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extracts, that the effects of increasing amounts of choline should be recorded 
for comparison, in order that the accuracy of the assay may be suitably ap- 
praised. 

Because of the differences of opinion evident from the publications referred 
to above, it appeared to us necessary to obtain a considerable body of evidence. 
Accordingly six experiments were carried out, three on the “cholesterol”, and 
three on the “fat” fatty liver. 

Experimental 

Preparation of the extracts 

Fresh ox pancreas obtained from the slaughter house was freed from ex- 
traneous connective tissue and fat. 

Dragstedt et aL [1936, 2] extracted pancreas with saline and with alcohol of 
various dilutions and found that saline or 40 % alcohol gave more active extracts 
than 70% alcohol. In the exjierinients now reported the method of extraction 
used has followed closely that of these workers except in two particulars: (a) in 
the initial extraction of each batch alcohol was added so that, allowing for the 
water content of the pancreas, the final concentration was 40 % , all the suc- 
ceeding extractions Ixnng carried out with 40 % alcohol save in Exp. 2 : (6j instead 
of evaporating the extracts in opm dishes and extracting the re^sidual solid with 
ether, alcohol and water were removed in vacuo and extraction carried out by 
shaking with ether in a funnel Ixdbre the material became past}". In all the 
exjXTiments the (*xtract.s were made up to a definite volume, and stored in the 
r(‘frigerator : aliijuots providing sufficient of the extracts for incorporation in 
3-day portions of diet for all groups receiving pancreatic extract were withdrawn 
into tc»st tulK‘s, pasteurized, sealed and stored in the refrigerator for use as 
required. 

Exp, 1. 1*2 kg. of minced pancreas were left overnight with 2*4 I, of 60 alcohol, strained 
through muHliii and twi<*e re-extracted with 40 ‘‘q alcohol (2*4, 2*4 1.); the residue was treated with 
ether (2*5, 2*0, 2*0 1,). The first “ether” extract which contained much alcohol and water was 
added to the 40 alcohol extracts and the w’hole eva]H>rate-d in vaetto at 60 \ Fat was removed 
from the concentrate by shaking with the 8i*<*oiid ethereal extract of the protein residue and four 
times suljsequently with frejsh ether (1 1.); alcohol and ether were then removed from the aqueous 
suspension in mcuo and the \oluiue made up to 1*2 1. with water. 

Erp, 2. 5 kg. mirice<l pancreas wore treiiteci three times with 40 alcohol as in Exp. 1: the 
protein residue was then extract<Hi w’ith 95*^^ alcohol (2. 3 1.), the extracts evaptirated in vacuo 
and added the previous extracts. Much of the fat thus added to the 40 alcohol extracts was 
renioveti by ether, but the high choline content (Table 1) indicates that some phosphatide wtfs 
probably left in the aqueous layer. 

Exp. 3. 1*2 kg. of minced tissue worke<l up as in Kxp. 1. 

Exp, 4. The extract prej«ired for Exp, 3 was usetl. In addition, the effect of preeijntation with 
trichloroacetic acid was investigated. 40 ml. of the extract of Exp. 3, equivalent to 96 g. of pan- 
creas, were treated with an equal volume of 10 trichloroacetic acid, and the precipitate filtered 
off. The filtrate was extracted six times w'ith ether to remove trichloroacetic acid, evaporated 
and then made up to 96 ml. The precipitate represented 6*4 % of the solids taken, and the filtrate 

7740 / 0 . 

Exp. 6. 250 g. of minced tissue extracted as in Exp, 1. 

Exp. 6. 2 kg. of minced tissue extracted as in Exp. 1; evaporation of the extracts at a bath 
temperature of 80-40'^ was continued to drynws and the solid extracted with 500 ml, ether. 
The residual solid after removal of ether was dissolved in 5(K> ml. water. 

The choline content of each extract was determined by biological assay on 
the isolated rabbit intestine after hydrolysis and acetylation. It was thus 
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possible to decide on the amount of choline to be given to the groups receiving 
choline, in order to assess the non-choline activity of the pancreatic extracts. 
In addition, the total solids present in each extract, save in that of Exp. o, were 
obtained by drying to constant weight at 105^, and the ash content determined. 
In Exps. 1, 2 and 6 estimations of total N and in the former two of non-protein-N 
on the filtrate obtained after precipitation with sodium tungstate* and H2SO4 
were made. The results of these analyses are recorded in Table* 1. 


Table I. The solids of the pancreatic extracts 



Yield 0 ;, 


9o nf tcdal solids 


Exp. 

11 Uoll 

pancreas 

r 

Choline 

ToUi'N 

N.1\X. 

Ash 

1 

5-5 

10 

10-9 

S-0 

13-5 

0 

12-7 

2-45 

11-H 

l(»-S 

8-7 

3 

10-45 

1*64 

— 

— 

lo-l 

4 

10-45 

1-64 



lo-l 

Trichloroacetic 
acid filtrate 

8-08 

2-12 

— 

— 

10-8 

5 

(1-8 mg. choline/g. pancreas) 

— 

— 

— 

6 

4-64 

3-3 

9-5 


16-0 


Animal feeding 

In Exps, 1, 2 and 6 diets which result in ‘‘cholesterol ’ fatty livers, and in 
Exps. 3, 4 and 5 diets producing “fat” fatty livers were employed. The di(*ts 
and the periods of feeding were as follows. 

Exp, 1. Caseinogen (alrohul-evtrafted) 5, cholesterol 2, beef (lnp))ing 20, (od li\er oil 1, 
glucose 53, marmite 5 and salts 5 parts: 21 days. 

Exp, 2. As in Exp. 1 for 15 days. 

Exp, 3. Caseinogen 5, beef dripping 39. cod liver oil 1, glucose- 50, salts 5 parts with 10 pg. 
aneurin per rat per day; 16 days. 

Exp, 4. As in Exp, 3 save that the caseinogen w as increased to 8 parts at the ex|)ense f»f 3 })artB 
of glucose, while after 7 da^'^s it was replaced by comracrciiil egg albumin; 16 days. 

Exp, 5. As for the first 7 days of Exp. 4 save that the daily intake of aneurin was increased 
to 12 pg. and each rat also received 24 pg. lactofiavin; 15 days. 

Exp. 6. Commercial egg albumin 8, beef dripping 39, eod liver oil 1, glueos(' 45. cholesterol 2, 
salts 5 parts; each rat received 25 pg. aneurin daily; 19 days. 

The supplements of pancreatic extract and t»f choline as chloride were dissolved in the same 
volumes of water and incorporated in 3-day portions of the dry diets: for the control diets an 
equal volume of water was used. 

At the beginning of the experiments, ail the groups except two control 
groups contained 10 animals (5 5, 5 9), suitably chosen so that animals of the 
same weight and vsex appean^d in each group. At the conclusion of the feeding 
period, animals which showed a weight loss greater than 20% or any other 
abnormality were rejected. As a result, when the animals were killed 35 of the 
groups each contained either 9 or 10 animals, groups 14, 21 and 22 contained 8, 
and groups 28 and 38 only 7; two control groups 18 and 27, which Ix^gan as 
groups each of 20 animals, were finally reduced to 18 and 19 respectively. 

Analysis of livers 

The methods of investigating the livers and the analysis of the lipoids were 
as follows. In Exps. 1, 2 and 6 in which the “cholesterol” fatty liver was 
employed, the total ethereal extract of the pooled livers of each group of animals 
was prepared. In two of these experiments, it was completely analysed for 
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phosphatide, cholesterol, cholesteryl esters and glyceride. Sin(*e only the 
glyceride fraction is pertin<»nt to the discussion of the rtfsults, the amounts of 
the total lipoids and glyceride only ai'e recorded (Tables 11 and \'). In Exp. 2 
a detailed analysis was not made, fatty acids and unsaponifiahle matter only 
being determined after saponification. In this (*xp(iriment the total fatty acids 
and the total lipoids only are recorded (Table 111). Previous (*xyx'rien<*t* has 
shown that for all practical purposes differences in the total fatty acid contents 
of the livers of tho different groups may regarded as difference's in glyceride. 
In Exps. 3-5 in which the “fat*' fatty liver was investigated the livers of all the 
animals wTre individually analysed by the saponification method for their 
contemt of fatty acids and unsa])onifiable matter. The ‘‘fat*’ contents of the 
different grouj>s of these* three exyKTiments recorded in Table IV are thus the 
ni(»an valutas of tlu* fatty acids and unsaponifiablc matter of the individual 
animals of each group. 

Food intake 

In Exp. 1 the daily food intake of all the animals was measured, and in 
Table 1 1 the amounts of pancreatic extract or of choline recorded an* the actual 
amounts ingested by the different groups. In Exps. 2-fi the daily food con- 
sumption was not det(Tmin<‘d and the amounts of pancTeatic extract or choline 
rt*corded in Tables lll-\' have Wen cahmlated on the basis that each rat 
consumed 8 g. of diet |)<‘r day. Much previous exjx^rience suggests that this is a 
r(*a8onable figurt* for purpos<\s of <*alculHtion for animals of the weight used: 
further, simn* the av(*rage w(*ight loss<*s in the various groups of each experiment 
w<*re similar, no serious error will lx* intrcxluced in using such calculated value.s 
for comparativt* purposes, as will lx* shown lat(*r. In the tables the amount of 
pancreatic extract is recorded as the daily intake of tlie weight of pancreas 
from whicli it was (l(*rived (“pancrea.s equivalent and also as the daily intake 
of its (‘ontained solids (“actual weight”). The “extra choline intake” repi*esents 
the cholim* additional to that j}resent in the basal diet received by the different 
groups (*ith('r in the pan(*reatic extract or as administered choline chloride. 


Rk.sult.s 

When a liver Ix'comes fatty, the |x?rc<*ntag(* of fat in it increases and at the 
same time its size incr<*a8es. It is thus jx^ssible to discuss the results from both 
thes(* points of view, but since the calculaU*d weight of “fat” in the liver of the 
l(K) g, rat reflects both thes(* changes, it gives a more complete picture of the. 
n*8ults. A<*cordingly, the i*esults will he dis<*ussc*d only on the basis of the weight 
of the constituents in the liver of the 100 g. rat, although both the liver size and 
the |x*rcentage8 of “fat” art* recortled in Tables ll-\\ 

In Table II the extra choline intakes of groups 2 and 3 which received pan- 
creatic extract, appear as negative values, because the food consumption of 
these groups was less than that of the others, the basal diets in both Exps. 1 
and 2 being relatively rich in choline (32-5 mg. per 100 g.), since they contained 
marmite. 

The results of groups 2 and 3 show that the administration of the extract 
derived from 0-44 and 0-08 g. of pancreas has lowered the amount of glyceride 
in the Uvers from the control figure of 1*96 g. to 0-88 and Ml g. respectively. 
These marked decreases show dearly the cjonsiderable effect of the pancreatic 
extract in preventing fat deposition in the liver. Further, this effect is not 
due to choline, for the choline intakes of these two groups were actually less than 
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that of the control group. Sinet^ the greater decrease in groiiy) 3, lOS g., is less 
than the 1*33 g. decrease caused by 4*1 mg. choline in group 5, it is impossible 
accurately to assess the activity of the c*xtract in terms of choline. If the arbitrary 
assumption be made that the preventive action of choline? is linear over this 
range of liver fat percentages, then the extract from 0*44 g. pancreas has been 

as effective as j;^qx4*l mg. cholinc‘. The pancreatic extract thus ha.s an activity 

equivalent to 757 mg. choline per ICM) g. pancreas, when^as its contained choline 
represmit.s 55 mg. i>er 100 g. i.e. its activity is about 14 times that of its contained 
choline. While the assumption a.s to the linear nature of the effect i.s probably 
not strictly a(;curate, the rc'sults of this experiment appr^ar (conclusive in showing 
the presence in the paiKtn'atic extract of an active* substance oth(’r than choline. 
It is to lx* m(*ntioned also that if th(' decrease in group 3 w<Te ecpiated with that 
of group 5 in the same maniHT as was done for group 2, the activity of the 
pancreatic extract would have appeared considerably greater even than that 
found above. 

The results in Table 111 illustrate the limitations of the experimental method, 
and th(? caution which is necessary in intiCrpreting the results. The livers of the 
control group contained l*4«Sg. fatty acid: this decreases to 0*56 g. with the 
highest <ios(‘ of extract (pancr(‘as equivalent 0-74 g.) and with succeeding doses 
the amount increases until in group 10 with a pancreas equivalent of ()*07 g., 
it is 1'5S g., a figure very similar to that of th(‘ control grouj). In the last of the 
paii(T(*atic groups, howewr, the amount falls to 1*32 g. yet clearly it should be 
id(‘nti(^al with that of the control group, since tht* amount of the pancreas 
(‘(piivalcnt was n(*gligihly small in this group. This illustrat(‘s the variations 
whi(‘h are to be encountered (*v(*n when groups of 10 animals are used and 
(*inpliasizes the unreliability of attempts to equate the effect of any particular 
dosage of pancreatic extract unless it has a pronounced effect in decreasing the 
amount of liv(T fat. 

The choline grouj)s, 12-17, illustrate another difficulty, nam(*ly that it is not 
possible to demonstrate* clearly changes caused by small successiA^e de'cn^ascs 
ill the amount of choline* administerc'd, unless the dos(*s employed are near the 
limiting effective amounts of 2-3 mg. Thus each animal of groujis 12, 13 and 14 
n*ceived daily 5*5, 3 0 and 3*1 mg. choline respt*cti vely : yet the amounts of fat in 
the livers of these three groups, fb5S, 0*54 and 0*53 g. are the same. It is thus 
impossible to differentiaU* lK*tween the effects of 31, 3-9 and 5*5 mg. choline. 
The decreasing effects of amounts of choline low<*r than tliesc apix*ar, however, 
in groups 15, 10 and 17, in th(* la.st of which with an intake of only 0*8 mg. the 
amount of fatty acids in the liver, 1*52 g., has returned to the control figure 
1*48 g. 

The results of pancreatic group 7, therefore, could be equated w^ith those of 
either of the choline groups 12, 13 or 14. In order to obtain the minimum figure 
for the activity of the pancreatic extract it is considered wise to equate group 7 
with group 14 although it must be emphasized that the effect of the pancreas 
may be* underestimated by so doing. If this ho done the extract from 0-74 g. 
pancreas and containing 2*3 mg. choline has an action equal to 3*1 mg. choline. 
A second value may be obtained fi*oin the results of group 8, where the liver fat 
is 0*81 g., w^hich lie between those of groups 15 and Id in which the amoimts are 
0*74 and 0*91 g. respectively. If an intermediate value be taken, a pancreas 
equivalent of 0*37 g. and containing 1*2 mg. choline is equivalent in action to 
2*0 mg, choline. From the results of groups 7 and 8, therefore, the pancreatic 
extract in this experiment had an action equal to that of 419 and 541 mg. 

Aoohem, 1938 xxxu B5 
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choline per 100 g. i)ancreas, while its actual choline eoritc'iit e()rresponrl(‘(l to 
311 mg. Its activity is thus 1*3 or 1-7 times that of its coiitain(*fl <‘holine. 

The impossibility of difhucuitiating bc^tweeii the effettts of diffenmt doses of 
a snpplem(‘nt unless th(\v (lifter significantly in amount, which was discussed 
for groups 12-14 of Exp. 2, is again illustrated in Exp. 3 by groups 10-21 
riM^eiving paruTc^alie extract and groups 23-25 receiving choliiu^. In order not to 
favour thf‘ pancreatic (‘xtract choline group 20 is (‘cpiated with group 20, even 
though th‘‘ amount of fat is low(u* in group 21, whi(‘h n‘eeiv('d a smallcT pancreas 
(equivalent. Calculating as pneviously d(‘.seribed, the pancreatic; extract of Ex]). 3 
has an action pt^r 1<K> g. pancreas e(|ual to 442 mg. choline as comparted with its 
content of 1 7 1 mg. 

The extract used for Exp. 4 was th(e sarnie as that of Exp. 3. In addition 
group 30 recoiv(‘d the material obtained from tht* filtrate after jirecipitating the 
extra(*t wdth trichloroacietic acid as described (‘arlier. Both the pancrf*atic groups 
2S and 20 may bt* eijuated against the choline group 32. If this be done the 
( xtract has an activity equivalent to 47t> or 958 mg. choline })cr 100 g. pancreas. 
Tht* former <^f thesi* two amounts is .similar to the 442 mg. found for this particular 
extract in Exp. 3 as d(escrib<ed above. 'I’hce.se two results, one twice as great as thi^ 
other, illustrate the limitations of the mi^thod w^hen appli(*d to small groups of 
lt> animals. Thi' trichloroacetic acid filtrate of the pancreatic extract appears to 
retain all th(‘ original activity, for grou]> 3th when equated against group 32, 
giv<\s an activity equal to that of 712 mg. eholine. For the panen^atie extract 
used in Exps. 3 and 4 the non-ehotine aetivity found is thus 442, 479 and 958 mg. 
choline, and for the tri(*hlof*oa('etic aeid filtrate 712 mg. 

In Exp. 5, grou]) 3ti, reet'iving pancreatic extract, has given a result identical 
with that of the choline group 38, e(»rresponding to 875 mg. choline as compared 
with its choline content of 189 mg. During this experiment two other groups of 
animals r(»c(iv(‘d the material of the tiichloroaeeth* acid filtrate obtained by 
dir<‘ct extratiion of the original pancreas after nunoval of the triehloroaeetie 
acid as d('scrib(‘d for Exp. 4. The results wiiich are not reeord(*d in the tables 
suggest'd that this nuiliod of din‘ct (extraction of the pancreas was not as 
(efteetive as th(* alcoholic extraction n.s(*d in the other expi‘riments. 

Tn Exp. fi, pancreatic group 40 may Ik* <*(pjated with choline group 42. The 
activity of this ('xiract is thus 525 mg. choline ]ier 1(W) g. pancreas; its choline 
content was 153 mg. 

Drscr.s.sioN 

Data aiv presented in TabU* VI which emphasize flie more important points 
winch n(*ed discussion. The w'eiglit of pancreas equivalent to the volume of 
extract administered and tin* actiw.1 solids of the ingested extract are recorded 
as lH*fore. Coluiuu (c) records in terms of choline the (;alculated non-cholin(* 
activity of the pancreatic extract administered, and is obtained by subtraction 
of the “extra choline intake’* of the pancreas groups of Tables from the 
particular choline dosage with w'hich each extract dosage was equat(.;d. Column 
(d) then expresses the non-eholine activity of each extract referred to 100 g. 
pancreas, expressed in terms of mg, choline. 

During the six experiments separate (*xtracts w^ero used in Exps. 1, 2, 5 
and 6; a fifth extract was used both for Exps. 3 and 4, and also a trichloroacetic 
acid filtrate of this extract in Exp. 4. As shown in Table VI, it is possible to 
assess the activity of the five extracts in terms of choline on eight occasions. 
After allowing for the actual choline contents of the extracts, v^hich had been 
previously determined in every case, all the extracts had an action in preventing 

85—2 
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TabJo \7. Assessment of the activity of 'pancreatic extracts in 
terms of choline. 



Extract administered 

C’holiue equivalent 
of tlie iKm-<‘holi!te 

Non-eholiue 


^ * 

^ 

activity of the 

activity of 


Paiu-reHK 

eqiii valciity rat/day 

Solids 

j)anereatie extract 
admiiiiatered 

e\tract/l00 g. 
panereaK 


g* 

nip. 

mg. (eholinc) 

mg. (choline) 

Exp. 

(a) 

(t) 

(0 

id) 

1 

0*44 

24 

3-3 

757 

2 

0-74 

93 

0-8 

108 


0-37 

46 

o-s 

216 

3 

0-77 

80 

21 

273 

4 

0-48 

r>o 

1-5 

308 


0*32* 

26 

21 

670 

5 

0-24 

— 

1*7 

704 

6 

0-40 

19 

1-5 

375 


* P^iltrate from |»re<*ipitation with tii(‘hloroareti<‘ ai-ul. 


fat deposition in the liver varying from an equivalent of 108 mg. in Exp. 2 to 
757 mg. in Exp. 1, when expressed as mg. choline per 100 g. pancTeas (column 
(d), Table VI). 

The method of assay is not as accurate as could be desired but can* ha.s been 
taken in each case to assess the activity of the pancreatic extracts at a minimum. 
For example, in Exp. 2, group 7 was equated with group 14, giving a non-choline 
activity of 108 (Table VI). Groups 12 and 13 however both gave th(* sanu^ 
amount of fat in the liver as group 14, and had group 7 been ecjuatcd with either 
of these, the non-choline activity would have ]^en assessed as 432 and 216 mg. 
choline per 100 g. pancreas, amounts four times and twice as great. Similarly, 
if in Exp. 3 group 21 and not group 20 had bt*en equated with choline group 26, 
the activity found would have been 580 mg. instead of 442 mg. choline i)er 1(X) g. 
pancreas. The average value for the non-choline activity in the eight assays of 
the 5 extracts corresponds to 426 mg. choline per 100 g. pancreas. It might be 
objected that since the food intakes were not measured save in Exp. 1, only the 
results of that experiment are valid, for if the choline groups consumed le.ss food 
than the 8 g. daily on which the assays are based, clearly the activities of tlu^ 
pancreatic extracts would be assessed at too high a figure. This objection caimot 
be sustained. In the first place, the food intakes of the choline groups in Exp. 1 
are higher than those of the pancreatic groups, and it has been our general 
experience that these fatty diets are better consumed when clioline supplements 
are added. Secondly the food intakes of the choline groups necessary to reduce 
the non-choline activity of the extracts to zero, may be calculated. Such calcu- 
lations show that the amounts would have to he so low as 5*9 and 4*8 g. in Exp. 2, 
3-1 g. in Exp. 3, 2-8 and 1-4 g. in Exp. 4, 3*5 g. in Exp. 5 and 2-3 g. in Exp. 6. 
Since the weight losses of the choline groups were similar to those of the pancreas 
groups, such values for food intake are clearly impossible. We think it probable 
that the assumption of a uniform food intake for all the groups has in fact 
operated against the pancreas rather than*in its favour, as it would have done 
had it been made in Exp. 1. 

It is of interest to calculate the percentage of the total activity of each 
extract which is due to its dioline content. This value ranges from 0 % in Exp. 1 
to 74 % in Exp. 2 with a mean value of 35 % . Thus the choline content of the 
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extracts accounts for only onc-third of their activity. Since this is, as already 
pointed out, a minimum estimate, the presence of a non-choline factor in 
pancreas appears established, thus extending the claims of Dragstedt pA aL 
[1930, 1, 2] to the dietary fatty liver. 

While the non-choline activity of the extracts, 426 mg., is a}>out H times the 
actual choline content of the whole pancreas, it is to he admitted that this 
represents a low degret* of activity if the substance is a hormone. The probable 
explanation is that the method of extraction is inefficient, but in view of the 
conflicting evidence now to n^viewed, we thought it Ix^tter to establish tht* 
presence of the substance b(*fort‘ attempting to improve its extraction. 

Since proteins ('xert a preventive action in liver fat deposition [Channon & 
W'ilkinson. 1935: H(‘eston el al, 1935: Best et aL 1930; Channon el aL 1938], it 
is possible that tht^ extra activity of thr‘ extracts may be due to ihenr content of 
prot<un. In Table 1 it is shown that the solids of the extracts of Exps. 1 and 2 
contained 10*9 and ll-S^J^ total N, and 8-0 and 10*8% non-protein-X re- 
spectividy. In Exp. 1 the protein-N was, then^fore, 2*9% corresponding to 
181**^ of protein, and of the 24 mg. actual solids admiinsten'd 4*3 mg. were 
proUnn, If the activity were due to protein it may be calculated that the protein 
would possess an activity (‘(|ual to 767 mg. choline per g. Similar calculation 
shows that in Exp. 2, 1 g. of prot(*in would have the activity of 138 mg. choline. 
Of many })roteins studied j Channon et aL 1938] none has an activity signifi- 
cantly greater than that found by Beeston et nL [1936] for caseinogen, i.e. 7 mg. 
choline ptn* g. (’learly, therefore, a [u*ot<*in cannot In's responsible for the non- 
(‘hoiinc effect of tlu* pancreas unless it possess(\s an activity vastly greater than 
that of any y(*t (uicountered. Further in a single ob.servation in Exp. 4 the tri- 
chloroatT^'tie acid filtrate was found to retain all the original activity of th 
extract. It must not be overlooked, hoivever, that the active substance may 
have b(*en prf'sent in the ])anereas originally as part of a protein mole(*ule and 
lilxTated by tmzymic action during the earlier stages of pn»paration of the 
extracts. 

The work of Dragstedt and his colleagues has l)een much criticized, and 
failure to n*jK"at his results both on depancreatizf*d dogs and on rats has been 
reported by a numlxu’ of workers, (haikoff & Kaplan [1937] have drawm 
attention to the impossibility of making comparative studies of tlie effects of 
choline and pancreatic extracts in any cjuantitative manner by the histological 
mc'thods which Dragstedt employed. They have further shown that the fat 
distribution in the livers of depan creatized dogs varies from lobe to lobe, and 
therefore that results based on histological (examination of bioi>sy samples ai*e 
iinreliabh*. Using depanercatized dogs, Kaplan & Chaikofi’ [1937] w^re not 
satisfied that pancreatic extracts had an effect other than that of their choline 
content. They point out that until properly designed expt'riments have lx»en 
carri(‘d out in which the choline liontents of the extracts are determined and 
taken into account in any assays, the n?sults of Dragstedt et al. [1936, 2] cannot 
lx* accepted. 

Aylward &; Holt [1937] fed groups of rats on a diet causing fatty livers ; other 
groups received the same diet with the addition of raw pancreas or corresponding 
amounts of choline calculated from the figures for ox pancreas recorded by 
Fletcher el al. [1935]. They concluded that the effect of raw' panert^as was 
adequately explained by its choline content. Study of their results, however 
shows that the amounts of pancreas and choline fed were such that the “fat** 
percentage in the livers was in our opinion only sufficiently high at one pancreas 
dosage for any adequate comparison to be made between the effects of the two 
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supplements ; in addition they based their conclusions on the perctmtage of fat 
in the livers only and took no account of the changes in liver size. In this one 
result, calculation from their data of the amount of fat in the liver of the 100 g. 
rat shows that 1 g. of pancreas had an action approximately equal to that of 
3*5 mg. choline which may be contrasted with the 2-3 mg. choline per g. of ox 
pancreas reported by Fletcht'r et aL [1935]. Owing to th(‘ possible lipotropic 
effect of the proteins of the pancreas fed, this single r(*sult })rovide8 but slight 
evidence as to the existence of an active pancreatic factor other than choline, 
esp(*cially since raw pancreas was fed, and any active non-(‘holine compound in 
it may have been inactivated by enzyme action. MacKay [19371 administen?d 
extracts prepared by Dragstedt's method to rats receiving a diet causing fatty 
livers in amounts equivalent to l-2-~3() g. of pancreas per rat ptu* day. The livers 
of the control animals contained 21*5% fat, and no significaTit change oceurr(*d 
until the animals received the equivalent of 3 g. of pam^reas jx^r day, when it 
fell to 13-2%. The author deduced that the pancreatic extract was active in 
preventing fat deposition, and, holding th(‘ view that th(' (‘xtract could not 
contain enough lecithin or choline to give the experimental rc^snlts qiK)ted, 
attributed its action to a non-choline factor. As shown in Table 1. however, 
such extracts may contain much choline, and ind(‘(‘d in a later paper [MacKay & 
Barnes, 1938], the same worker attributi's half the activity of such (extracts to 
their contained choline. Since the choline contents of lh(‘ extracts we^re not 
determined, while in addition the extracts from very considerabU' amounts of 
pancreas were found necessary in order to demonstrate an cflfect, it is diflficult 
in our opinion to draw any conclusions from these results. MacKay k 
Barnes [1938] reported further experiments in which extracts equivalent to very 
much smaller amounts of pancreas (up to 1 g. per rat per day) whmc found 
active. Finding an approximately equal distributif)n of activity in th(‘ filtratt? 
and precipitate obtained by the addition of 20 vol . of alcohol to their extract , 
they regarded this as evidence that both the choline and the protein present in 
pancreatic extracts act to prevent fat deposition in th(' livtT. In contrast to tht‘ 
previous finding [MacKay, 1937) they concluded that there is no sp(‘cific pan- 
creatic substance, the action of such extracts Iwing the sum of the activities of 
the choline and protein. Since the crude alcohol precif)itate was regarded as 
protein, and the choline content of neither fraction was estimat4*d, this deduction 
appears unwarranted. Further, the liver fat pt^rcentages in the control groups 
of two of their three experiments, 8*2 and 7*0, are in our experience far too low 
to enable any adequate demonstration of the activity of a supplement to be 
made. 

The only existing claim of confirmation of Dragstedt’s results occurs in a 
preliminary note by Shapiro & Wertheimer [1937J. In this work each rat 
received extract, of undetermined choline content, equivalent to 14-22 g. 
pancreas per day, in contrast with the maximum of 0*9 g. used in the present 
work. From diffusion and adsorption experiments, the authors present some 
evidence which may be taken as indicating the non-identity of choline itself with 
the active substance. 

For the reasons outlined above, it appears to us that the work which has so 
far been reviewed neither proves nor disproves the existence of a pancreatic 
non-choline factor influencing liver fat. 

Quite recently Dragstedt et aL [1938] have adduced further evidence in con- 
firmation of their original findings. 

Best & Ridout [1938] have just reported experiments in which they used a 
pancreatic extract proved active on depancreatized dogs by Dragstedt; their 
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results lead them to the eonelusion that “lipoeaic*’ has no action on rats 
b(*yorid that to be (‘xpeeted from its (*oiitent of choline and protein, and that its 
activity is no more than that of an equal wei^irht of dietary castnnogen, nam(*ly 
5 mg. choline per g. From the* data presented in this paper, valu(‘s for the lipo- 
tropic value of the solids of our extracts ma\' l)e calculated : such values rang(‘ 
from 33 to 138 mg. choline }x*rg. with an average of 72 mg. per g., which is 14tim(*s 
that accepted by Best & Kidout flb38j for cascinogen. Since our extracts con- 
tairu'd appreciable amounts of choline while the “lipocaif^” used by l^est & 
Ridout [1938] contaiiH'd onl\" traces, it w’^ould b(* fainT to calculate the non- 
choline lipotropic values: these vary from 9 to 138 mg. p<T g. and average 
54 rag. per g., a figure 10 tinuvs that found by th(‘ Toronto workers. Their opinion 
is thus in mark(‘d and fKM*plexing contrast to that present(‘d in this paper, and in 
vi(‘W' of the very considcTable body of consistent evid(‘nce which we offtT, w(* 
feel that th(* explanation of the divc‘rg(‘nc(‘ must aw'ait furtluT experiment. The 
only suggestion w'e offer is that possibly the single ]>r(q)aration of “lipocaic * 
administered by Best & Ridout [1938] to c^ach of the tw'o groups of rats used had 
iK'come iiiactive sub.setjiicnt to its lK*ing tested by Dragstedt: for this r<‘ason it 
w'oiild have been of value hml it Ix^en possible for the pre])aration after being 
found inacfiv(‘ on rats at Toronto, to Ik‘ n^-te.^ited for its activity on ilepan- 
creatized dogs by Dragstedt. 

If th<‘ conclusions of Be.st & Kidout [1938] and of Dragstedt ri aJ. 1 193(>. 2] 
art‘ ('ontinned they will provide a further example of differt^ni'cs lH‘tween thi* 
factors inlliKMU'ing the <lietarv fatty liver and those affecting the dialietic fatty 
liver. On(‘ such differen(‘e is indicated by the original results of Allan et al. 
[1924] and by iiunKTOUs later studies: the high protein di(*ts on which depan- 
creatized dogs are maintained fail to prevent th(‘ <l(‘velopment of fatty Uvcts in 
thes<' animals, yet it is tlie protein content of diets low in choline wdiich controls 
the d(‘gn‘e of fat infiltration in the rat [(’hannon & Wilkinson. 1935 : Beeston ef ah 
1935: B<‘Ht it ah 193(): (’hannon ef at. 1938]. It would. howTver. be a curious fact 
if in dinlK4i(^ dogs developing fatty livers on diets of high protein content, tht‘ 
addition of raw panc^reas controlletl such fat infiltration by virtue of the 
additional protein provided, unless the pancreatic protein is of .specific nature: 
alternativi'ly the panervas must contain .soim* aetivi‘ non-jirotein substance other 
than choline. 


SrMMARY 

1 . Dilute al(H>holic extracts of palK•re^ls have been }»ri*partHl according to the 
method of Dragstedt et at. [1939, 2] and the amount of choline in them deter- 
mined. Tlu‘ a<*tio!i of each extract in preventing fat deposition in the livers of 
rats has bt»<‘n assay<‘d in tcu'ins of choline. 

2. Six exp<^nm(‘nts were carried out on 42 groups of rats, each group con- 
sisting of 10 animals. Three of these ex|X'riinents w^t're concerned with tht' 
“cholesteror* and three with the ‘Tat * fatty liver. 

3. Eight as-says of the activity of the live pancreatic extracts used were 
mode: all of them showed the extracts to ]K>ssc^ss an ability to prevent fat 
deposition in the liver greater than could bt» attributed to their content of 
(choline. The avtu'age valii(‘ for this noii-cholinc activity w’as equivalent to that of 
426 mg, choline yxsr 100 g. pancreas while tht* choline jirescuit in the extracts 
ai‘count;ed for only one-third of their activity. 

4. The non-choline activity is not accounted for by the protein eont/cnt of 
the extracts and it is conelude'ci that there exists in pancreas a substaiu'c other 
than choline which is involved in fat deposition in the liver. 



1344 H. J. CHANNON, J, V. LOACH AND G. R TRISTRAM 

5. Some of the difficulties of assaying pancreatic extracts are pointed out, 
and the conflicting evidence on the problem of the activity of such extracts is 
discussed. 

The expenses of this research were defrayed in part a grant from the 
Medical Research Couiu‘il, to whom we wish to express our thanks. 
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When rats an* frd on containing cholcst(Tol, they d(‘Vc]op fatty livers 

which are characU*rized by the presence in the liver of excessive amounts of 
cholesteryl csUts, while at the same time considerable dejmition of glyceride 
may occur. This variable inen^ase in the glyccTide content of the “cholesteror' 
fatty liver has l>ecn shown to dep(*nd on a numlK?r of factors, such as the dietary 
contents of choline | B(‘st et al. 1934], of cas(*inogen IChannon & Wilkinson, 1935; 
B(*(*ston et al. 1935], of methionine fChannon et al. 1938] and of certain choline 
analogues [Shannon et al. 1937, 1, 2], WTiile the natim* of the “cholesteror’ 
fatty liver and the? effects on its composition of a numbe*!* of dietary and other 
factors have thus be(*n considerably studi(‘d, the part played by the fat content 
of the diet has not Iw'en defined. The work described in the ]:)resent paper has 
been designed to investigate the (juantitative changes which occur in the 
*’chol(*steror’ fatty liver, as a result of variations in the fat content of the diet, 
with particular reference to the deposition of cdiolestcTol and of glyceride on diets 
of constant cholesterol cont<‘nt. 


Experimental 

The general method of experiment was to feed groups each of 10 rats on 
diets containing varying amounts of lK;ef dripping with and without 2% 
cholesterol. In iSxp. I all the animals were doc's and the periejd of feeding w^as 
21 days. The four control groups rec*eived a diet comsisling of caseinogen (alcohol- 
extracted) 8, marmite 5, salt mixture 5, cod liver oil 1, with 10, 20, 30 and 
40 parts of beef dripping res]X'ctively', each diet b<*ing made* up to 100 parts with 
glucose. Four other groups rect'ived similar diets with the substitution of 2 parts 
of cholesterol at the expt*nse of glucose. The food intake of the animals w^as not 
measured. After 21 days the animals w'ere guillotined and the pooU'd livers of 
c?ach group vrerv treated by the alcohol-ether method, and analysed for phos- 
phatide, glyceride and free and combined cholesterol [Best et al. 1934]. In Exps. 2 
and 3 control groups were omitted. In Exp. 2 the chole.st(*rol-containing diets 
were identical with thovse of Exp. 1 savt*. that the caseinogen content of the diet 
was decreased to 5% and the glucose correspondingly increased. The animals 
were bucks and the duration of the experiment 17 days. The livers of the 
animals were investigated individually^, and the amount of the fatty' acids and 
unsaponiffable matter determined together by^ the saponification method. The 
materials obtained from the livers of the animals of each group wc're then 
combined and analysed for their content of unsaponifiable matter, the fatty 
acids being obtained by difference. In group 12 (Table II) three animals in 
which the weight losses were greater than 20% were rejected. In Exp. 3 the 
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diets were the same as for Exp. 2, save that the fat contents of the four diets were 
5, 15, 25 and 35 parts respectively, the glucose being correspondingly increased. 
The animals (cJc?) were fed for 21 days, and the pooled livers were worked up by 
the alcohol-ether method; the total ethereal extract was analysed for fatty acids 
and unsaponifiable matter only, the stool content of the latter being det(‘rmined 
by the digitonin method. The essential data are recorded in Tables I- 1 11, in 
which the amounts of the different constituents are record(‘d both as jK^rcentages 
of the fresh liver w^eight and as the weight in the liver of the 1(K) g. rat. 


Kksitlts 

Since the control groups, la-4a of Exp. 1, provide data conct‘rning the eff(»ct 
of progressive increases in the fat content of the dud on tlu* nature of tin* 
resulting fatty liver, they will l>e discussed togethtu-. Mention is first necessary 
of findings with normal animals. Work of the last few years lias shown that an 
increasing numbt*r of dietary factors are concerned in the control of liver fat. 
The consequent growing realization of the c^omph^xity of liviT fat control makt‘s 
it unc^udain as to what should be regarded as “normal*’ values. For comparis(»n 
with groups la-4a, the liver of the “normal** animal on a balanc<‘d mixed diet 
is regarded as being 3-4% of the body weight and as containing lt*(*ithin 3*3, 
cholesterol 0-25-0-30, cholestoyl esters 0*03 and glyceride^ 1*6 ‘Jo l^e fnvsli 
liver weight. For the 100 g. rat, these latter figure's I'litail the {)resenc(' in th(* 
liver of lecithin 111, cholesterol 8-10, chokssteryl oleate 1 and glyceride' 34 mg. 
(total fatty acids 112 mg.). 

Table I shows that increase in the fat contc*nt of the di(*t causes in general 
increases in the size of the liver, although these' incn'ases do not run strictly 
parallel with the increasing fat (?ontent. Similarly the phosphatide' figures she>w 
decreases in the percentages of lecithin with increasing fat infiltration, although 
group 3a contains less lecithin, 2*30%, than group 4a, 2*63 ‘Jo- On the basis of 
the 100 g. rat, however, the livers contain similar amounts of phosphatide 112, 
114, 103 and 105 mg. respectively, and these' do not differ sufficiently from the 
normal 111 mg, to be of significance*. The percentagi' of frei* cholesterol, 0*21, 
is constant throughout, while th<' increase in liver size is not sufficiently great 
significantly to increase its absolute amount. More pronounct'd ehang<‘H o(j(*ur in 
cholesteryl ester fractions which increase from the normal 0*03 % and 1 mg. to a 
maximum of 0*33 % and 14 mg. The most striking changes occur, liowevc*r, in the 
glyceride fractions which show successive increases from 4*10 to 17*54% 
(normal 1 %) as the fat content of the diet is progn^ssivcly increased. The absolute 
weight in the liver of the 100 g. rat thus progressively rises to a maximum of 
0*722 g., the amounts present in the 11, 21, 31 and 41 % fat groups respectively 
being about 4, 9, 15 and 21 times greater than the normal. Notc'worthy also is 
the fact that the glyceride fraction whether expressed as a pen^entagc' of the 
liver or in terns of absolute weight, shows a linear inen^ase with the amount of 
fat in the diet. 

The results of the cholesterol groups 16-46 will now be compared with those of 
the control groups just discussed. In all cases the liver weight is increased con- 
siderably in the cholesterol groups compareii with the corresponding control 
groups. The greatest increase is shown in group 46 in which the liver constituto 
6*88% of the body weight, a 70% increase over the control group 4a, 4*12%. 
While the inclusion in the diet of 2% cholesterol thus has a profound effect 
on the liver size at all levels of dietary fat, among themselves the cholesterol 
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groups do not iruToaso regularly in this respect, for group 3h at 4*97 % is lower 
than group 26, 5*24 7o • the control groups 3a and 4a a similar inconsistency 
in this mat tc*r of liver size is shown. In every case also the pfTcentages of lecithin 
are lower than those of the (control groups, the extremely low figures of 1*62 
and 1*14% occurring in groups 36 and 46. While th(‘ actual weights of lecithin 
in groups 1 6 and 26, IIS ami 115 mg. rc‘spectivelj% are normal, th(\v are signifi- 
(*antly decn^ased in the formcT groups to 81 and 77 mg. It has usually b(*en found 
in this laboratory in exptTime‘nts on the ‘*eholt‘steror‘ fatty liver, that the 
absolute amounts of lecithin ar(‘ unchanged with progress! v(‘ infiltration. Thus 
Beeston et al. [ 1935] oarric'd out four experiments, in the control groups of w'hich 
the total weight of lipoids in the livtTS varied from 1*720 to 0*618 g. Keduction 
of these amounts to 0*281 an<l 0*528 g. respectively by large doses of choline 
(about 75 mg. per rat |K‘r day) had no effect in incrt^asing the absolute w'<nght of 
lecithin in th(* liver although tlu* percentage's were of course increascul. Similarly 
in other experiim*iits which provhh'd considerable data on this point fChannon 
et al. 1937, 1, 2] the samt* rc'sult held. The results with groups 36 and 46 are thus 
contrary to the general experience in this laboratory. 

The eff(‘(‘t of th(' im'lusiori of cholc*sterol in the diets is most marked on th(i 
cholesterol and gly(*(Tid(' fractions. The free cholesterol shows increases to ptT- 
eimtage figures which are 25-50 greatcT than those of the control groups, while 
th(' actual weight in the livers is approximately doubhMl. These changers are, 
howt'V('r, small coinpartHl with th<js(‘ in the cholestervl ester fractions, which 
increase from the control figures of 0*14, 0*32, 0*31 and 0*33 ‘/o groups l/i--4u 
to 1*88, 2*44, 3*14 and 3*86 in th(‘ corres|)onding cholest<'rol groups. The actual 
weights of cholestervl estcu* in the liver of the 100 g. rat thus pass from 0*071 to 
0*265 g., amounts which an‘ 14, 11, 11 and 18 times gn^ater than those of the 
eorrc'sponding coutred groups. The amounts of glycteride in groups 16-46 also 
provid<‘ clear evi<h*m*e of tlu* influenf*(* of ehol(»st(Tol in increjising the glyceride 
fraction of tlu* liver. In all cast's, the jK'rcentages of glyceride present in the 
livers of the eholt*sterol-fed animals are miu*h greater than in the control groups, 
the minimum incri'ase Ix'ing in gi'oup 1 6 in wdiich it is incn*ased by 10*33 miits over 
grtutp L/, and the maximum being in group 26 in whi<4i it is 20*3 units greater 
than in its control group 2a. It might have*, been anticipated that the amounts of 
glyceride in the (*ho!esterobfed animals would progressively increase as the fat 
cont/(*nt of th(‘ du*t increased. This, however, is not the case, for although the 
percentage,s and amounts of liver glyceride in groups 26 and 36 lie l)etween those 
of groups 16 and 46, they are not in ascending order. Since in the control 
groups the* amounts of liver glyceride show^ a linear relationship to the fat content 
of thi» diet and in the cholesterol groups the cholesterol contents of the livers do 
likewise, it seems improbable that group variations are responsible for these 
irregulariti(*s. Acsc^ordingly two further expi'riments were carried out with the 
objecit of obtaining further evidence concerning the extent of the deposition of 
glyi^eride caus(*d by cholesti*rol fet'ding in diets of increasing fat contemt, and 
secondly to confirm the progressive increases in cholest-(*rol deposition in the 
liver observed in Exp. 1. Since both these objects ap|)ean*d to be obtainable 
without the use of contnd groups no such groups were used in Exps. 2 and 3. 
Before presenting the results of Exps, 2 and 3 in Table II, one point needs 
mention. In Exp. 2 the amount of cholesterol present in the unsaponifiable 
fraction of the livers w^as not determined. Since in cholesterol-fed animals 
cholesterol constitutes some 90 % of the liver unsaponifiable fraction, the extreme 
limits in Exp, 3 being 88-92 % , for the purpose of this discussion the unsaponifi- 
able fraction wall be regarded as cholesterol. The amount of free cholesterol in the 
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Group % rat8 wi. («) {h) sterol (a --6) (r) (rf) sterol {r*a) 

13 6 10 -4‘7 A 00 ir) 04 2-49 2*21 IK 43 0*638 0*096 0*085 0*734 

14 16 10 - 4*7 4*00 17*70 3 01 2 59 20*71 0 709 0*120 0 103 0*829 

15 26 10 -8*7 4 37 24*70 3 26 2 83 27*!M') 1 078 0 140 0 122 1*218 

16 36 10 5*7 4*96 25*37 3 78 3*29 29*15 1*284 (» 192 0*167 1*476 
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“cholesterol” fatty liver being small and subject to relatively little change, 
(changes in total cholesicirol repnisent substantially changes in cholesteryl esters. 
The results are presented in Tables II and HI. 

Table II. Exp, 2. The effect of the hvdusion of cholesterol on liver lipoids in 
diets of varying fat content 

Livftr lijxnds 


Fat g. I»er KiU g. fresh liver g. per livei of g. rat 
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11 

10 

- 7-9 

4-20 

1404 

1*61 

15*65 

0*588 

0*072 

0*660 

iu 

21 

10 

- 10-4 

3-94 

14*23 

2*7.7 

16*98 

0*543 

0*106 

0*649 

11 

31 

10 

9-7 

5-88 

29*70 

235 

32*11 

1*748 

0*135 

1*883 

12 

41 

7 

- IM 

5-81 

29*63 

2*8.7 

32*48 

1*732 

0*156 

1*888 


The results presented in Table II call for comment on two aspects only, for 
in general they confirm those of Exp. 1. First, with regard to the cholesterol 
content of the liver, th<' percentage in Exp. 2 rises from LGl on the diet con- 
taining 11 % fat to 2-85 on tliat wuth 41% fat. The percentages in groups 10 
and 1 1 , while lying betwetui those of groups 9 and 12, are not however in asetnding 
order. In Exp. 3 the cholesterol increases regularly from 2*21% in group 13 
fat) to 3*29 in group lf> (36% fat). In spito of the irregularity of the per- 
centage figures in groups 10 and H in Exp. 2, the actual wiughts of cholesterol in 
thi* livers show again progressive inen^ases in both experiments, from 0*072 to 
t)*156 g. in Exp. 2 and from 0*085 to 0*167 g. in Exp. 3. These amounts includt' 
of cotirse the free c*liol(‘sterol pr<*sent, which, as shown in Exp. 1, is about 10 mg. 
The results of Exps. 2 and 3, thei'efore, confirm ihv finding of Exp. 1 that on 
di<»t8 of constant cholesterol but of increasing fat content the amount of chole- 
sterol apiiearing in the liver is directly related to the fat content of the diet. 

Considering now the fatty acid content, Table II shows that in Exp. 2 the 
four groups fall into pairs, i.e. groups 9 and 10 with 11 and 21 % fat in the diet 
<*ontain 14*04 and 14*23% fatty acids while groups 11 and 12 with 31 and 41 % 
fat in the di(‘t contain 29*76 and 29*63% fatty acid in the liver. The actual 
w(*ights of fatty acids in the livers l>ehave similarly. In Table III, Exp. 3 shows 
a similar phenomenon as regards the percentage figures, for groups 13 and 14 
have 15*94 and 17*70% fatty acid in the liver, while groups 15 and 16 contain 
24*70 and 25*37 % fatty acid. The actual weights of fatty acid in this experiment, 
however, show a progj’essive increast* with increasing dietary fat, although this* 
is not as regular os in the control groups of Exp. 1. 

Discussion 

The results of the control groups in Ea^. 1 show that increasing the fat 
content of the diet causes linear increases in the perwntage and amount of 
glyceride, a decrease in the percentage but no change in the amount of phos- 
phatide and a small but definite accumulation of cholesteryl esters. The question 
arises whether the changes in cholesteryl esters are metabolically significant. 
Previous work has shown that the inclusion of even small amounts of cholesterol 
in diets results in an increase in the amount of this substance in the liv^er. Thus 
Channon & Tristram [1937] fmmd that the daily intake by the 100 g. rat of 
only 2*82 mg. cholesterol for 21 days caused about a 30^0 increase in the total 
cholesterol of the liver, while 9-46 mg. caused a 70% increase. Further, this 
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deposition of cholesterol as ester, may be detected within a few hours of feeding 
and is progressive with time, while little change takes place in the free sterol 
I Aylward et al. 1935J. For these reasons it seemed possible that the increases of 
.cholesteryl ester caused by the increasing fat content of the control diets la~4a 
might be related to the cholesterol content of the beef dripping used in the diets 
rather than to the changes consequent on the accumulation of glyceride in the 
liver. While tlie cholesterol content of the actual fat used in th('S(i experiments 
was not det€‘rmined, another sample of beef dripping was found to contain 
0*2 % cholesterol. Every increase of 10 % in the fat content of the diet would 
thus result in the cholesti*rol intake being increased about 1 mg. ])er 100 g. rat 
per day, an amount which appears too small to account for the difFereiices 
observed between group la and the other control grotjps. Work by Minoviei 
[1935] and Eckstein & Treadwell [1935-6] indicates that dk'ts containing un- 
saturated fatty acids promote sterol synthesis. Tins finding, if confirmed, may 
explain the deposition in the liver of small (|uantities of (‘hoiest(*ryl e\sters caused 
by high fat diets, low in lipotropic factors. 

With regard to the results of the inclusion of 2 % eholtisterol in the di(»t all 
three exjx'riments show consistently that the amount of elioh'sieryl (‘ster 
appearing in the liver is progressively increased by the fat content of tlie diet. 
The simplest explanation of this finding would Ix^ that the amount of cholesterol 
absorbed depends on the amount of fat being absorbed at the same time. Evid(*nce 
on this question is, however, somewhat scanty and inconclusive. That cholesterol 
is not significantly absorbed unless fat is jmssent in the di('t is shown by the 
results of Thannhauser [1923] with human l>eings, Sano |1924] with dogs and 
Cook [1936] with rats. Some evidence exists also that absorption do('s not 
depend on the fat content of the diet, Chanutin & Ludewig (1933] fed two 
groups of rats on diets both of which contained 2*5% cholesterol anil 4^,{, cod 
liver oil, one diet containing 75% carbohydrate and the other 75 * 

prisingly, the amount of cholesterol in the livers of the animals on the high 
carbohydrate diet was 6%, some 4 times greater than that in the liviTs of the 
animals receiving 75% fat in the diet. Cook [1937j found no significant differ- 
ence in the cholesterol contents of the livers of three groups of rats receiving 2 % 
cholesterol with 15, 20 and 30 % arachis oil in their diets respectividy. The clear 
contrast between the present results and those of the latU^r author may perhar>s 
be connected with the chemical nature of the dietary fat used. 

One experiment was carried out in which the degree of absorption of chole- 
sterol on a diet containing 40% fat and 2% cholesttTol was measured. The 
cholesterol intake was calculated from the daily food intake and the analysis of 
the faeces of two groups, each consisting of eight animals kept in individual 
cages, and fed on the same diet with and without 2% cholesterol. The average 
cholesterol intake was 132 mg. and the average excretion was 63 mg. per 1(X) g. 
rat per day. This shows a daily absorption of about 70 mg. per 1(X) g. rat which 
is nearly twice as great as the constant absorption of 0-3-0*4 g. per kg. observed 
by Cook [1937] in his three groups of animals referred to above. Whilst the 
accuracy of estimations of tlie degree of absorption of a substance such as 
cholesterol by the intake and excretion method is limited, it seems certain that 
greater absorption occurred in this experiment with 40 % fat, than in that of 
Cook [1937] with 15, 20 and 30% arachis oil. It would have been desirable to 
measure the cholesterol absorption at a series of levels of fat in the diet, but it 
was not possible to pursue this study further, and until further evidence is 
available, the progressive increase in the liver cholesterol with increasing fat in 
tlie diet must be regarded as the result of increased cholesterol absorption. 
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It is possible by the acUlitiou of supplements of either cholim' [Be^st ei aL 
1934] or some of its analogues [(Shannon et al. 1937, 1, 2] or by inc^n^asing the 
protem content of the (li(jt [Be(\ston eA al. 1935] to produce “cholesteror’ fatty 
livers containing amounts of glyc(Tid(* only a few timesgreater than the normal. It 
apjwars reasonable, therefore, to believe that the amount of glyee^ride present in 
th(' liver does not control the deposition of cholesteryl esters. The converse of this 
do(\s not, however, hold, for the results n‘fK)rti‘d in this paper show that increase 
in the amount of cholesteryl (*ster in th(* liver consequent upon the inclusion of 
2 % cholesterol in appropriate diets, is the cause of the marked inci easc in the 
amount of the liver glyceridt^. This increase is apparent at all dietary fat levels, 
('ven when th(» glyct'i idc^ content of the liv(‘r is alnwly high. Thus in the control 
group, 4rt, the amount of glyc(Ti<le, 0*722 g., is some 21 times th(‘ normal, yet 
this is furtluT iiuTc^asefl to 70 times normal in group 45, and similar results occur 
in the other groups. 

SOMMARV 

1 . Till' effect of varying the amount of dietary fat on the lipoids of the 
“fat” and “cholesteror* fatty livers has been investigated. 

2. On a diet causing “fat“ fatty livers in rats, the degree of glyceride in- 
filtration is pro})ortional to the amount of fat in the diet. There is a small 
inen^ase in the amount of cholesteryl est<TS wdiich does not appear to be related 
to the percentage of fat in the diet. 

3. On a diet causing th(* “cholesterol ” fatty livtT, successive increast*s in the 
})er(‘<'ntage of fat in th(‘ dii't (*aus(‘ progressive and large increases in the cholc- 
st(‘ryl ester content of the liver. \*ery eoiLsiderable increases in the amounts of 
glyceride also occur, and th(‘ “ehoiesteror' fatty liver always contains much 
more glyceride than the "fat ’ fatty liver at any given level of dietary fat. 

4. Small inereast s in the amount s of free eholest/(*rol also occur with increases 
in the amount of dietary fats, and these Ix^eome greater when cholesterol is 
[)r(\s(»nt in the diets. 

The t‘XiK*ns(vs of this research were defrayed in part by a grant from tlie 
Medical Res(.'areh (\)uncil to Prof. H. .1, Channon. 
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Lasgh [1937] has proposed a method for the early diagnosis of pernicious 
anaemia based on a test for the enzymic “intrinsic factor’’ in gfistric juice. The 
extreme importance of such a test for the study of this enzyme and for early 
diagnosis led us to repeat it under the conditions emploN cd by Lasch and we 
consider it desirable, at this stage, to record our findings. 

The basis of Lasch’s test is the hydrolysis of dry preparations of washed 
protein (beef muscle, liver, fibrin or yeast) by the action at pH 5-5-0 of the 
enzyme supposed to be present in normal gastric juice. The pepsin is removed 
by precipitation with caseinogen according to the method of Castle et aL [1931]; 
at the same time, Lasch argues that at pH 5*5, pt'psin is in any case inactive. 
Normal gastric juice and the juices of patients showing achylia gast rica, excluding 
pernicious anaemia and carcinoma of the stomach, were claimed to have caused 
hydrolysis of the protein, but in the two last-named distnises proteolysis was said 
to be either absent or much reduced. 

By incubating beef myoglobulin with normal gastric juice, and juice from 
patients with pernicious anaemia and achlorhydric secondary anaemia at pH 0, 
Griffiths [1934] claimed to have obtained proteolysis with the normal juice only. 
This has since been criticized by Emerson & Helmer [1936] who showed that tii(‘ 
small changes in non-protein nitrogen at pH 6 could have been due to the 
prolonged action of pepsin surviving irreversible inactivation. Taylor et aL [1937] 
showed that at pH 7*4 under conditions in which the possible actions of pepsin, 
trj^sin and erepsin were excluded, normal gastric juice produces progressive 
liberation of non-protein nitrogen from caseinogen. They, however, remark that 
their experiments furnish no proof that this proteolysis is due to the inUn action 
of the intrinsic factor with the caseinogen. 

We have carried out the test described by Lasch, using washed dried beef as 
substrate, on the gastric juice of a small number of patients and, as it soon 
became evident that no significant difference could be detected by this method 
between the gastric juices from patients with pernicious anaemia and with other 
diseases, it was decided that no good purpose could be served by continuing 
the series. The pH-activity curves for the proteolysis of beef myoglobulin by 
the juices from normal subjects and cases of pernicious anaemia were also 
determined. 
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Expeiumental 

Substrale, Dried bt^cf was mad<' by washing -mirxxid Inxjf twiee with dilute 
acetic acid at 5, flittering off the tissue, washing twice with 90% alcohol, 
then with absolutce alcohol and Anally with ether. The beef was dried in an 
incubator and powdered by passing through a mill. 

The test was carried out as follows: a volume of the filtered gastric juice was 
depepsiiiized by treatment with sufficient of a solution containing 7*5% 
caseinogen and 4% NagCOg to bring the to o*o, brought to a convt^nient 
volume and filtc?red. 

In each of four stoppered tulR»s wtTC placed 5 ml. of pW 5*5 acetatf.* buffer 
solution and 2 drops of chloroform ; into the first and second tubers were put 
2 ml, of unheated depepsinized gastric juice and 20 mg. beef powder; into the 
third tulK‘ 2 ml. of depepsinized juice and into the fourth 2 ml. of heated (at 
100° for 10 min.) de|)epsinized juice and 20 mg. beef powder. The contents of 
the first tub(‘ were d<‘proteinized at once by the addition of 7 ml. of 15 % trichloro- 
acetic acid and those of the other tulx^s after incubation for 24 hr. Next day, 
the protein precipitate was filtered off* through a small Whatman No. 42 paptT 
and the non -protein nitrogen in a f)ortion of the filtrate determined by the 
rai<TO-Kjeldahl method. It was usually found that the amounts of non- 
protein nitrogen i!i the first, third and fourth tubes were equal, showing that no 
autolysis occurred in the gtistric juice when incubated alone and that the heating 
was sufficient to inactivate any enzyme present. The amount of proteolysis is 
then given by the increase in non-protein nitrogen in the second tulx‘ when 
comj)ared with the other tlirtx*. 

The results, calculate ‘d as mg. nitrogen j»roduced by 1 ml. of juice, obtained 
in thirteen cases of jH3rnicious anaemia are given in Table 1 and those from 

Tabl(* 1. Cdfii's of pt rniciou^ amumki {achlorhydria bffore 
and after histamine stimulation) 


mg, non-protein nitrtigen proiluced 
per ml. juice 



IJelbre stimulus After stimulus 

1 

0-82 

— 

2 

1-21 

4-82 

3 

1-24 

— 

4 

418 

1-32 

5 

0*50 

— 

0 

2-44 

2-84 

7 

0-66 

002 

8 

O-OO 

1*62 

9 

0*62 

166 

10 

0*90 

— 

11 

4*62 

3-32 

12 

Combined juice 0*16 

13 

Combined juice 0-36 

Mean 

1-65J.0-32 



eighteen cases of other diseases in Table II. In most of the cases the test was 
done on gastric juice obtained before and after stimulation by histamine 
injection or by gruel. The means with their standard errors for the three groups 
pernicious anaemia^ other anaemias and oases other than anaemia are 1*65 ± 0*32, 
1-16 ±0-17 and 1-36 ±0-13 respectively and do not differ significantly. The 
ranges covered by the results from the three groups are 0*00-4-82, 0*00-2*48 

Bioohem. 1038 xxxa 
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Table II. Cases other than pemicio'iis anaemia 

Free arid (unitH) Hydrolysis: mg. N 

^ ^ produced y)er ml. juice 





After stimulus 

^ 




In fasting 

gniel G or 

Kastiiig 

After 

Case 

Diagnosis 

contents 

histamine M 

contents 

stimulus 


Anaemias other than pernicious anaemia 



U 

Anaemia of pregnancy 

0 

16 G 

1-31 

9*40 

18 

Hy po('hromic m icrocy tic 

9 

9 G 

2-48 

114 

21 


0 

9 G 

— , 

1-30 

22 


3 

33 G 

9-6S 

1-78 

23 


0 

0 G 

— 

0-99 

24 

*. »» 

0 

OH 

0-52 

9*78 

25 

Aplastic anaomia 

H 

26 H 

2*22 

1*46 

31 

vSecondary to cirrhosis 

24 

45 G 

954 

— 

17 

Leukaemia with anaemia 

9 

0 H 

— 

0-88 

20 

»* 

25 

80 H 

2*94 

1-97 

Mean 




116 

±917 


Non 

-anaemic patients 



15 

Hyporpiesis 

0 

33 G 

— 

1-75 

16 

Rosacea, flatulent dvstiepsia 26 

49 G 

1-49 

1-.S9 

19 

Polycj’thaomia 

50 

79 H 

0-76 

1-47 

26 

Gastric uletT 

21 

51 H 

MH) 

0-66 

27 

(Cirrhosis 

0 

33 H 

1-46 


28 

Thyrotoxicosis 

0 

OH 

1-92 


29 

Duodenal ulcer 

35 

38 H 

1*25 


30 

Ileitis 

35 

31 H 

2(H) 


Moan 




1-36 

i 9- 13 


and 0*66~2*00 resi)ectively. The mean value obtained by Laseh for his series 
of eases of disease other than anac?mia was 1*03 ±0*07 with a range of 04^2*7. 
This differs little from the mean for our group of similar eases. Of his eases of 
pernicious anaemia, however, twelve out of sevenk^en gave zero values and five 
ranged from 0*08 to 0*18. The mean value for his eases of anaemia other than 
pernicious anaemia was 1*23 ±0-21 with a range of ()'81-2'73, which also agrws 
well with our results. We can only conclude that Lasch’s test as a diagnostic 
procedure is unreliable in our hands. The high results obtained for ccu'tain of our 
cases of pernicious anaemia, compared with those for the non-anaemic patients, 
have to be explained, since it is generally considered that the enzyme conkuit 
of the gastric juice is diminished in the former. It must be n^rntmibered, 
however, that the juice is also diminished markedly in quantity [Wilkinson, 
1932], so that what little peptic or other enzymic activity is present might be 
more concentrated. 

The p-H activity curves of qoMric juices from normal subjects 
and cases of pernicious anaemia 

The pH activity curves of gastric juice using standard buffered solutions of 
beef myoglobulin were determined by the method of Jones et ah [1938], The 
buffered solutions covered a range of pH from 1-45 to 10*8. The results are 
shown in Fig. 1, in which the circles refer to the juice obtained from a case of 
pernicious anaemia (Case 13 in Table 1), identical figures being obtained for the 
juice withdrawn before and after histamine stimulation. The triangles refer to 
combined samples of normal gastric juice. The substrate concentration was 
0*56 mg. protein-nitrogen per ml. The ordinates are mg. non-protein-nitrogen 
product by 1 ml. gastric juice in 1 hr. and are arranged so that the activity 
at pH 1*5 is the same for both kinds of gastric juice. It is evident that the 
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curve is the same for both types of juiot^ and it is very similar to the curves 
obtained by Jones et al. [1938] for the action of pepsin and fractions of hog’s 
stomach on beef myoglobulin and considered tentatively by them as soh'ly due 
to the pepsin contained in the form<*r two. Determinations were carried out at 
seven values between 5*8 and 10*8, but the activity at these reactions 



Fit?. 1. At*tivity of gastric juice at different rcactionK: (1 ) activity of normal gastric juice (triangles); 
(2) activity of juice of |HM*nicious anatimia (circies). 


of tl)e juic^e from cases of pernicious anatmiia and from normal subjects was zero 
within experimental error (0*01 rng. X i)er ml.). The proteolysis obtained by us 
ami other workers at 0 and 7*4 is probably the r(»siilt of ]>rolonged digestion, 
in spite of th<‘ great diminution in activity at these reactions. 


SrMMAKV 

1. The method suggested by Lasch [1937] for the determination of the 
intrinsic factor in gastric juict? has Ix'en found to be unreliable. 

2. The activities at reactions of pVi 1 *5-10*8 of the gastric juices from normal 
subjects and from patients with jx'rnicious anaemia have been compared and 
found to follow an identical curve. 

We arc^ indebted to the Medical Research Council for grants with the aid of 
which this work was carrieti out. 
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CLXXX. FURTHER OBSERVATIONS ON THE 
SYSTEM ASCORBIC ACID-GLUTATHIONE- 
ASCORBIC ACID-OXIDASE 


By eric MITCHELL CROOK ani> FREDERICK GOWLAND HOPKINS 
Frmn the Biochemical Laboratory, Cambridge 

(Received 2 June 1938) 

In a paper by Hopkins & Morgan [193()J it was shown that in aqueous solutions 
containing Szent Oyorgyi’s oxidase together with ascorbic; acid and glutathione, 
the former is protected by the latter from oxidation by the enzyme, while the 
glutathione is itself oxidized vicariously at a rate corresponding to that at which 
the ascorbic acid is oxidized when alone with the enzyme^ in similar concen- 
trations. It was also shown that under the influence of simiUir enzyme ])re- 
parations the reduction of dehydroascorbic acid by GSH is much faster than 
the oxidation of ascorbic acid, and also much faster than the reduction when 
un catalysed. 

Kertesz has since stated [1^38] that he was unable to reproduce these 
experimental results. He found that GSH addend to solutions of ascorbic acid 
containing the oxidase had no effect on the oxidation of tlu* ascorbi(» acid at 
jpH 6. At jpH 7*4, while the GSH inhibited to some extent tlu‘ oxidation of 
ascorbic acid, both substances were oxidized simultaneously. He found further 
that the reduction of dehydroascorbic acid by (i8H was not catalysed by the 
enzyme preparation used by him. 

It became clearly desirable that the experiments should be repeated, and 
the present paper deals with such repetitions together with some extensions. 
They have involved the use of many different enzyme preparations, and they 
show that the results published by Hopkins and Morgan are invariably repro- 
ducible, The enzyme preparations used by these authors were all derived from 
cabbages or from cauliflower florets, Kertesz employed cauliflowers, but also 
used cucumber juice. With no preparation did he obtain results comparable with 
those of the earlier workers. In the following sections experiments with cauli- 
flower florets will be first described; certain others obtained with cucumber juice 
will afterwards receive special reference. 

Unless an explanation which we will later venture to put forward is justified, 
we seem to be faced with an inexplicable difference in exiJcrimental experience. 

Experimbntal 

The cauliflowers employed have been both English-grown and imported. 
The concentration (or activity) of the oxidase has varied widely in different cases. 
In general the fresher the source of the supply the greater was the activity of 
the juice, but it varied apparently with the degree of maturity of the florets. 
The juice was expressed with avoidance of contact with Fe or Cu, and glass- 
distilled water was always nsed for making up solutions. The juice in each case 
was centrifuged before use, but was not otherwise fractionated. Owing to the 
wide variations in enzyme concentration we found it desirable to make a 
preliminary estimation of the rate at which each preparation oxidized a known 

( 13d6 ) 
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amount of ascorbic acid before proceeding to other experiments. The (iSH was 
prepared in the laboratory; crystalline fractions almost free from any tendency 
to autoxidation being always employed. The ascorbic acid was usually that 
supplied by the British Drug Houses Lttl., but we have also used a standardized 
natural product kindly supplied by Sir Henry Dale. Both reactants were more 
stable than were appan^ntly those employed by KcTtesz. The methods of estima- 
tion were exactly those used by Hopkins & Morgan and also by Kcrt<‘sz. A minor 
difference in procedure was that while our solutions were shaken continuously on a 
machine, in Kertesz’s experiments they were shaken every 2 min. by hand. Our 
supply of GSSG was made hy enzymic oxidation arrested Ijefore irreversible 
products were formcKi. 

ExpfTinient<H with caaliflotrer juice 

In the work of Hofikins and Morgan, the behaviour of tlu^ system — ascorbic 
acid-(»SH-oxidase — was chiefly studied at pH 74. It seemed desirable to 
determine through what range of variation in pH the proU^ction of ascorbic 
acid and the other results obtained by them (if confirmed) would remain constant. 
Experiments were tlierefore made at pH 4*5. 6*0, 6-75, 74 and 8*25 respectively. 
The results are shown in Figs. 1-5. 

Fig. 1 shows the relations displayed during atTation at pH 74. The enzjme 
preparation used (from a home-grown cauliflower) was initially very active, 
50 mg. ascorbic acid (or, in the system an ecpiivalent amount of GSH) being 
oxidized in <20 min. It was found that the oxidation of the ascorbic acid 
lK‘gan just when a nitroprussidc* test first showed the disappearance of GSH. 
In order however that the relations could more clearly shown (Fig. 1), the 
juict‘ was diluted Indore use with twice its volume of glass-distilled water to 
reduce the velocity of change. The results reproduced exactly those of the earlier 
studies. 




Fig, ]. Behaviour of system at pH 7*4. Upper line shows protection and subsequent oxidation 
of ascorbic acid. Lower line, course of oxidation of GSH in system. 1*75 mol. of former to 
1 moL of latter. Mcllvaine’s buffer (phosphate-citrate). 

Fig. 2. System at pH 8*25. 2 mol, GSH to 1 mol. AA. Upper line, protection and subsequent 
oxidation of ascorbic acid. Middle line, oxidatiim of GSH in system. Lowest lino, oxidation 
of ascorbic acid with enzyme in absence of GSH. McTlvaine’s buffer. 

The results at pH 8*26 are shown in Fig. 2. Tliey were given by an undiluted 
preparation and are essentially the same as those obtaiiieii by Hopkins & 
Morgan, and by ourselves, at pH 74. 
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Pig. 3 shows the behaviour of the system at jpH 6*75 and Fig. 4 that at 6. 
Both are again identical in essentials with the above. 

Very different is the behaviour at 4*5 (Fig. 5). At this more acid reaction 
the system is dislocated ; the protection of the ascorbic acid is imperfect and 
(as in Kertesz’s experiments) both it and GSH are oxidized together. 




Fig. 3. System at pVL 6*75. Details as in Fig. 1. GSH/ascorbic “2 mol., I mol. 
Fig. 4. System at 6. Dc^tiuJs as in Fig. 3. 


It is easy to show from pH-velocity curves that this is because somewhere 
near pH o there is a critical point at which the velocity of the reducing process 
falls below that of the oxidative one. 

Min. (upper curve) 



Fig. 5. 



Fig. 6. 


Fig. 6. System at pH 4*6. Two different enzyme preparations. Upper curve in each case, oxidation 
of OSH. Lower curves that of ascorbic acid. Hatio QSH/ascorbic =2 mol. /I mol. Mcllvame*s 
buffer. • 


Fig, 6. Lower line, enzymic oxidation of ascorbic acid; upper line, catalysed reduction of dehydro- 
ascorbic acid by GSH. For details see text. Sorensen's or Mcllvame’s buffer. 


Before the behaviour of the system at these low values can be understood, 
the behaviour of the mechanism which catalyses the reduction of ascorbic acid 
by GSH must receive reference. Its existence was clearly shown in the experi- 
ments described by Hopkins & Morgan, but Kertesz states that he was unable 
to repeat them. Pfankuoh [1934] found that in potato juice the reduction of 
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dehydroascsorbic acid by cysteine required enzymic catalysis for its occurrence 
as it did not occur in the previously heated juicse. The influence of such a catalyst 
was first clearly shown in the experiments just mentioned . 

Fig. 6 shows the relative velocities of the oxidation of ascorbic acid and its 
reduction by GSH as induced by a preparation of cauliflower juice, 88 mg. 
natural ascorbic acid in 100 ml. Sorensen's phosphate buffer at pH (>, together 
with 10 ml. enzyme preparation, were shaken in an open flask. The course of 
oxidation was followed by titrating successive 10 ml. samples. Oxidation was 
stopped at a point fixed by extending the strictly linear (joursc to the base lino 
when it could be assumed that reversible oxidation was complete. Samples of 
10 ml. each were then transferred to a series of vacuum tubes in the b(*nt-over 
hollow stoppers of which were 30*7 mg. GSH in 2 ml. buffer. After evacuation 
the GSH was mixed with the solutions and the tubes allowed to stand at room 
t€*rapc^rature (21"'). The contents of the individual tubes were then titrated at 
successive time intervals. Oxidation and reduction thus progres.sed under tlu? 
enzyme as originally added, but the volume of solution during reduction was 
greater than during oxidation in the proportion of 12 : 10. It should be noted 
that in this experiment only 2 mol. GSH were added for each mol. a.scorl)ic acid ; 
yet the reduction rate? was linear until the procf‘ss was almost complete, just as 
in the experiments which demonstrate that protection lasts till the GSH is 
practically all oxidized. 

The uncatalystHl reduction of a^^corbic acid by (^SH is a plu‘nomenon long 
familiar in this laboratory. That it is much slower than the catalysed reaction 
was shown by an (*x]xriment — one of many with similar bearings — of which the 
n^sults are given in Fig. 7. In this ease the G8SG was made by oxidizing GSH 
with ioiline. The Ig was quantitatively removed by lead acetate and a minute 
(*xccss of Pb by K2SO4. Reduction was carried out in vacuum tubes: 4 tubes 
in each f»f 3 series. One scries contained the enzyme solution, in a second this 
was replaced by an (*<jual volume of water, in the third each tube- contained 
0*022 mg. (.^u. Othorwdse the content of every tube viras the same, 3 mol. GSH 
hewing ju-estmt for each mol. ascorbic acid. The pH was 0. The evacuated tubes 
stood at room temjKrature (22") and their contents were titratcrl at successive 
inttrvals. In Fig. 7 the uppr curve shows the rate 5f the enzyme -catalysed 
reduction, th(» lower curves that of reduction in the absence of enzyme. Of the 
latter two, which are nearly identical, the lower shows that Gu doc's not catalyse 
the reduction process. With enzyme the dehydroascorbic acid was completely 
reduced in 15 min, or less, without it only 49% was reduced in 1 hr. It is the 
experience of this laboratory that similar results are always to Ik* obtained with 
the two varieties of Brassim that have so far been employed. In his pa|)er 
Kertt'sz [1938] remarks “The results obtained with the system shown in their 
Fig. 3 (i.e. complete protection of the ascorbic* acid so long as GSH is present) 
were observed at pH 7*4. It is doubtful whether the experiment could have 
been repeated at pH 6, although Hopkins & Morgan make no statement to this 
eflPect.” Fig. 6 of the present papcT show's however that there is complete 
protection at that pH while the catalysis of reduction at pH 6 is fully confirmed. 

It is important to note the general effect of pH on the relative activities of 
the oxidase and the reducing 011x5^0 (or catalytic system). 

Fig. 8 is based on determinations of the initial velocities of oxidation and 
reduction respectively at varying pH values. They were made with an active 
specimen of cauliflower juice. The flatter and unsymmetrical curve (*4) relates 
to oxidation velocities, the symmetrical (B) to those of reduction. The points 
on the curves are from estimations of the amount of change in either direction 
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induceni in 15 min. It is seen that through a range of high values reduction 
is a faster process than oxidation while through a range of lower values re- 
duction is the slower. In the complete system protection of ascorbic acid during 
the presence of GSH would l>e expected throughout the former range and not within 
the latter. In a number of less complete studies wo found that the transition 
point where the curv(»s cross lay between joH 4*5 and 5. The exp. of Fig. 8 was 



Fig. 7. 


Fig. 8. 


Fig. 7. Curves run from right to left. Upper, the catalysed reduction by CSH. I^ower continuous 
line, the rate of reduction when uncataly-sed. Lower broken line, rate of reduction in presence 
of copper. Sorensen’s buffer. 

Fig. 8. pH-velocity curves. Curve A gives the initial rates of oxidation measured at different 
pH values. Curve B applies similarly to rates of reduction in the presence of the enzyme of 
(enzymically prepared) dohydroascorbic acid. Mcllvaine’s buffer. 


earned out for the construction of more complete curves for publication, and 
it happened that the transition point in this case was just abov(» pH 5. It would 
indeed be satisfactory if all the a8X)ects of l)ehaviour displayed by the system 
could be studied with the same preparation and without delay. This we have 
found to be impossible. While it is true, as various authors have stated, that 
the oxidase itself is relatively stable, the reducing mechanism is much less so. 
Its activity may be lessened in preparations kept overnight, and falls oflF slowly 
when an expressed juice is shaken in the air in the absence of any added 
substrate. 

From these considerations it will be understood that in observations made 
at a pH only a little above 5, the degree of protection may be uncertain. At 
pH 5-25 for instance we have obtained typical protection with a frosli juice, 
but none with the same j uice after standing for 3 days, though even then there was 
sufficient of the reducing factors left for protection at pH 7*4. 

Fig. 8 makes clear the general nature of the influence of pH variations on 
the relative rates of oxidation and reduction, and explains completely the 
disappearance of protection at pH 4*5 (Fig. 5). 

Hopkins & Morgan [1936] reported a circumstance involving some difficulty 
in explanation. Though typical protection was obtained in the system when 
dialysed juice was employed, dialysis nevertheless diminished the power of 
preparations to promote reduction. Kertesz [1938] in commenting on this 
remarks, ‘‘The observation that dialysed cauliflower juice could produce com- 
plete protection of ascorbic acid in the presence of glutathione but could not 
catalyse the reduction of dehydroascorbic acid by glutathione makes the 
explmiation given for the mechanism somewhat uncertain.” This does not state 
the facts correctly. With dialysed juice the initial velocity of reduction was as 
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great as with undialysed, but the rate fell off before reduction was complete?. 
This circumstance still lacks explanation, but the additional evidence given in 
this paper for the relative instability of the reducing factor (or factors) perhaps 
affords some help. It is possible that dialysis rc<iuc€*!S the amount of some 
protective agent. As stated above, the reducing activity of a preparation falls 
off when it is shaken aerobically by itself. This destruction may procc<‘d faster 
in the dialysed juice. 

We venture to include here parenthetically the results of an <‘X]K'riment 
carried out by Hopkins & Morgan but not published, which shows how justly 
ascorbic acid might be looked upon as a <?oenzyme for the oxidation of OSH. 
Dialysed juice was employcMi so that all pre-existing ascorbic acid was removed 
and GSH therefore quite? unaffected by the oxidase. In Fig. 9 is shown the 
effect of subsequently adding minute amounts of ascorbic acid on the rate of 
(hSH oxidation. 




Fig. 9. Kxp. Mith cUalyned juitv. Broken iim\ GSH with enzyme alone (unaffected). Middle, line, 
oxidation <»t‘8anic in prenenee of 0*1 mg. aneorbic acid. Lower luie with 1*0 mg. Sorensen’s 
buffer, ;>H 7*4. 

Fig. 10. Systi^m at j)H 7-0 with eurumljor jui<*e. Upper line, oxidation of ascorbic acid in system. 
Middle curve, oxidation of GSH in system. Left-hand line, oxidation of ascorbic acid when 
alone with enzyme. 2 mol. GSH to 1 mol. as<'orbic acid. Mcllvaine’s buffer. 

Experiments with mmnnher juice 

Until the appi^arance of Kertoz’s paper we had had no experience of the 
use of preparations from the cueumlxT, w’hich were used in the greater number 
of his experiments. It is well known that enzyme systems differ widely in plants 
of different families, and they may w’ell differ in different tissues of the same 
plant. One thing is sure, however. Unlike some other fruits, e.g. th(? apple 
[Johnson & Zilva, 1937], the cucumber contAins the ascorbic acid oxidase 
[Kertesz, 1938]. It also contains the reducing system, but in all the specimens 
we have employed the concentration of this relative to that of the oxidase is 
small when compared with their mutual relations in the leaves and florets of 
the Brassica plants. In experiments such as those on which Fig. 8 w'as based, 
we have found that the velocity of reduction never rises nearly so far above that 
of oxidation as is shown in this figure, and it remains above it during a much 
smaller range of pH values. The maximum velocity of reduction is at a somewhat 
less acid reaction (about pH 7) than that of oxidation. It further seems sure 
that for some reason the reducing system is less stable or less protected in 
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cucumber juice than in that of cauliflower or cabbage. This indeed seems to be 
the case with the oxidase also. When the two juices without any addition are 
thoroughly aerated side by side by shaking at pH 6, the resultant falling oS 
of oxidase activity is much more marked in the cucuniber juice than in the 
other. It may be however that a lower relative concentration of the reducing 
system in cucumber constitutes the main difference between th(‘m. 

The results we have obtained with cucumbers do not differ fundamentally 
from those published by Kertesz, except that at pH values near to 7 we have 
found greater protection by GSH than he reportt'd. At pH 6 it may be small 
or absent. Fig. 10 gives results typical of those we have obtained at pH 7*0. 
The departure of the GrSH oxidation from the linear progress which was always 
found in the experiments with cauliflower juice may have been due here to a 
gradual destruction of the less stable reducing sysUun. 

Discitsston 

In this paper it is shown that all the results obtained by Hopkins & Morgan 
in their study of the system under reference are reproducible, and we may add 
that when the experimental conditions are properly defined the n'produetion 
has been in our experience invariable. In so far as he used the same materials 
as those used by them, the inability of Kertesz to obtain the same results is 
exceedingly difficult to explain. 

The greater number of Kertesz’s experiments were howevtT carried out with 
preparations from cucumbers, and with this matoial our own results, though 
not identical with his, come closer to them. It is so well known that th(‘ enzymes 
in plants of different orders or families vary in nature and organization, and 
so probable that those in different tissues even of the same plant may differ, 
that it was not justifiable for this author to apply results obtained from material 
different from that used by Hopkins & Morgan in criticism of th(‘ir findings. 
This he does, at least by implication. 

It is true that he also used cauliflowers, but apparently in a few expe^riments 
only. There remains nevertheless the difficulty of reconciling his results with 
those of Hopkins &; Morgan and our own. It is perhaps possible though very 
improbable that the explanation might be found in the different provenance of 
the plants employed; Kertesz’s experiments being done in Stockholm. This 
becomes the less likely since in the Cambridge experiments plants imported 
from the Continent and others grown on different soils in England have l>een 
employed. A more likely explanation is to be found in the instability of the 
reducing mechanism, of which Kertesz was not aware. He has kindly informed 
us that the plants used had probably travelled a long distance before they were 
purchased, and that the expressed juices were not always used immediately 
after their preparation. 

We are particularly concerned to emphasize the quite certain presence in 
the plants which, because of the nature of Szent Oyorgyi’s pioneer studies, were 
used by ourselves, of an agent which actively catalyses the reduction of ascorbic 
acid by glutathione. Its distribution has yet to be explored, but even if this 
proves to be limited, it is yet an enzyme (or enzyme in association) of whicdi 
the kinetics must possess a special interest. In any study of these its relative 
instability must be remembered. An endeavour is being made in this laboratory 
to separate it from the associated oxidase. 
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Summary 

The experiments of Hopkins & Morgan [1936] on the system ascorbic 
acid-glutathione-ascorbic acid-oxidase, which Kertesz [1938J was apparently 
unable to confirm, have been repeated and extended, and the original results 
completely confirmed. In particular the effect of variations in pH on the 
enz 3 unic activities of oxidase preparations has been determined. 

The expressed juice from cucumbers differs in certain noteworthy respects 
from that obtained from cabbages and cauliflowers. It contains the oxidase, as 
Kertesz has shown, and it also contains a mechanism capable of catalysing the 
reduction of ascorbic acid by glutathione. The latter however is present in 
relatively low concentration. 

Possible reasons for Kertesz's inalulity to repeat the earlier experiments are 
discimsed. 
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CLXXXI. ALCOHOL DEHYDROGENASE 
OF ANIMAL TISSUES 

By CE(UL1A LUTWAK-MANN 
From the Biochemical Laboratory, Cambridge 

{Recewed 8 June J1938) 

It was first found by Batelli & Stern [1910] that extracts from various animal 
tissues are able to oxidize alcohol. More recent investigations and attempts to 
isolate the enzyme responsible for propyl al<‘ohol oxidation were carried out by 
Reichel & Kohle [1935]. Alcohol oxidation in tissue slices from normal and 
fasting animals was studied by Leloir & Munoz [1938]. Bernheim [1938] in- 
vestigat(‘d the influence of alloxan on the alcohol oxidation in tissue extracts. 

The present work was undertaken in connexion witli the study of the liver 
aldehyde mutase [Dixon & Lutwak-Mann, 1937]. This enzxTue catalyscNS the 
dismutation of CH3.CHO to CjHjOH and ("H^.rOOH and it was of interest to 
investigate the alcohol dehydrogenase in the live^r by methods similar to those 
employed for the mutase study. 

Mat^iriahs 

Horse liver was used throughout as the source of the animal alcohol dehydro- 
genase. Livers from other animals (dog, pig, sheep) were also found to contain 
the enzyme in large quantities. A numl)er of preparations were made in which 
acetone and ammonium sulphate were used for precipitation. 

1. Aceteme •preparation. Minced liorBe liver is mixed with an equal volume of water and after 
standing a few hours at room temperature the large particles are removed centrifuging. The 
aqueous extract is heated to 52*^ for 15 min. to remove inactive protein, then cooled and precipitated 
with 3 vol. acetone. The precipitate is centrifuged and resuspended by grinding with a small 
amount of water. The insoluble part is discarded and the extract is then precipitated with 2 vol. 
acetone. (Sometimes a 3 : 1 mixture of acetone and alcohol is used.) This procedure is repeated 
twice. The final acetone precipitate is dried in vacuo over CaCl, . This preparation usually contained 
in addition to the alcohol dehydrogenase an active aldehyde mutase, but gave negative results 
for the aldehyde oxidase. 

2. Ammonium mUphate preparations, (a) The aqueous liver extract is precipitated with 3 vol. 
saturated ammonium sulphate, the precipitate is filtered off and partially dried in air, then 
completely dried in vacuo over H 8 SO 4 and KOH. {b) The liver extract is heated to 52*' for a few 
minutes, the resulting precipitate discarded and the filtrate precipitated using 30 g. solid ammonium 
sulphate for every 100 ml. fluid, (c) The preparation obtained in (a) is taken up in a small quantity 
of water and dialysed against running tap water for 24 hr. The precipitate formed on dialysis is 
filtered off and the fluid precipitated with acetone in the same way as described in the acetone 
preparation. 

A number of experiments were also carried out using acetic bacteria as the source of a system 
capable of alcohol oxidation. Cultures of Acetobacter svhoxydans grown on glycerol-yeast water 
medium were spun off, washed twice with water and finally suspended in water. This suspension 
was used for experiments and was found to retain its activity for several days at 0 °. 

Coenzymes. Cozymase (70% pure) was prepared from baker's yeast by a modification and 
combination of Myrb&ck’s methods as described by Green A Brosteaux [1936]. Coenzyme 11 
from red blood cells and flavoprotein from Lebedew juice were prepared the methods of 
Warburg k Christian Lf931 ; 1932], Cocarboxylase and adenosinetriphosphate were obtained as 
described by Lohmami [1931] and Lohmann k Schuster [1937]. 

( 1364 ) 
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Methods 

The enzymic oxidation of alcohol was tested mainly by two methotls. (1) Ana*‘robically, in 
presence of methylene bine as hydrogen acceptor following the usual ThnnlKTg technique. Tubes 
with hoUow^ stoppers were used from which the substrate, methylene blue and other reactants 
were emptied into the tube containing the enzyme solution after the latter had been exhausted 
and filled twice with 0,-free and the reduction time of methylene blue at 37" was measured. 
(2) Aerobically, O, uptake was measured using Barcroft differential manometers with side bulbs 
[Keilin & Hartree, 1935]. The enzyme solution in J//30 phosphate buffer w^as placed in the right- 
hand flask only and the phosphate bufl'er in the other flask. The inner tubes contained KOH- 
soaked filter papers. Alcohol and other substances w'ere emptied into the flasks from both side 
bulbs after 15 min. equilibration at 37°. 

Properties of th(‘ alcohol dehydrogenase system 

Coenzymes, The yeast alcohol dt^hydrogenase has been sho^^ii to require for 
its activity the presence of cozyraase (diphosphop\Tidine nucleotide, eoeiizyme T) 
and of flavoproitun (yellow enzyme). In order to determine whether these two 
substances play a similar role in the oxidation of alcohol by preparations from 
animal tissue's it w’as essential to have a coenzyme-free enzyme preparation. 

Ordinary horse liver acetone* preparations were unsuitable for this purpose 
since they always contain large amounts of cozjTnast* which camiot be removed 
ev<*n by prolonged dialysis [Reichel & Kohle, 1935: Dixon & Liitwak-Mann, 
1937]. The last-named authors used dog liver acetone preparations which contain 
practically no eozymaso owqng to its quick decomposition by this particular 
liver tissue. A v('ry convenient and simple method has now been found to 
obtain horse liv(»r preparations completely fiw from cozymase. If the liver 
extract he first treated with ammonium sulphate (as under (« ), p. 1364) and either 
used din*etly or precipitated wqth acetone after removal of ammonium sulphate 
(as under (r), p. 1364) it then apjx*ars to be cozymiase-free. On testing these 
prepaiations for aldehyde mutase, unles.s cozymas(* was added they showed no 
trace of activity. It can also b(' .seen from Table I, Exps. 1-6, that the alcohol 
dehydrogenase prepar(»d in this way catalyses the reaction only on addition of 
eozymase. Coenzyme 11 (trijihosphopyridine nucleotide), coearboxylase, adeno- 
sinetripliosphat-e, glutathione, known to act as coenzymes in various enzymic 

Table I. Effect of cx)zymase and flavoprotein on various liver alcohol 
dehydroge nose preparations 

Thunberg tubes w ith 20 ing. enzyme preiwration, 1 mg. methylene blue, 2 ml. phosphate buffer 
A//30,pH=7'6. 

Ammonium 
Hulphat.e 
preqiaration 

Exp, 1 

2 

3 

4 

5 

6 

7 

8 

Acetone preparation 

9 
10 
11 
12 


ml. 

alcohol 

mg. 

mg. 

Beduction 

time 

90% 

<'ozymaije 

finvopmtein 

min. 

01 



— 

00 

01 

002 

— 

(Several hr.) 

01 

010 

— 

35 

01 

0-40 

— 

7 

01 

l'(K) 

— 

0 

01 

200 

— 

6 

01 

0-50 

2-0 

7 

— 

0*50 

20 

OC- 

0-1 

— 



60 

01 

0-30 

— 

20 

0-1 

0-60 

— 

20 

0-1 

0-60 

2*0 

18 
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systems, and also nicotinamide, were found to be completely inactive. Re- 
cently Quibell [1938] has also found cozymase to be the specific coenzyme of 
the animal alcohol dehydrogenase. 

That cozymase is ^o involved in the oxidation of alcohol by the acetic 
bacteria was shown in the following way. Fresh untreated suspensions of 
Acetob(icter avboxydana very vigorously oxidize alcohol, both aerobically and 
anaerobically, and it is difiioult to produce an acceleration of the reaction by 
addition of cozymase. When, however, the suspension was saturated with 
ammonium sulphate and after a few hours exhaustively dialysed, a marked 
increase in the velocity of the reaction was found on addition of cozymase. 

Table II. Effect of cozymase on oxygen uptake in presence of 
alcohol by acetic bacteria 

In Barcroft manometers, bacterial susjMnsion in phosphate buffer jlf/30, pH -6*5, 2 mg. 
alcohol, 0*3 ml. 20% KOH in inner tube, total volume 3*3 ml. 

Of uptake 
/Ltl./20 min. 


Fresh suspension 320 

Do. + 0*4 mg. cozymase 350 

Treated ivith ammonium sulphate and dialysed 90 

Do. +0*4mg. cozyraase 2<X) 


With regard to flavoprotein it can be seen from Table I, Exps. 7, 12, that it 
has only very little effect on the reaction. Dewan & Green [1938] were also 
unable to see any marked infiuence of flavoprotein in animal enzyme systems. 

Coenzymeffaetor, Stability of the alcohol dehydrogenase 

The belief that the alcohol dehydrogenase from animal tissues is a very 
labile and unstable enzyme [Batelli & Stern, 1910; Reichel & Kohle, 1935] is 
disproved by the following observations. Two types of liver alcohol dehydro- 
genase preparations, (1) the usual acetone preparation, and (2) an ammonium 
sulphate preparation, made by method (a) above, were tested by the methylene 
blue technique every 2 weeks for a period of 4 months. The crude ammonium 
sulphate preparation seemed to be the more active one and its activity remained 
practically unchanged during the long period of observation. The acetone 
preparation gave lower initial values and seemed to deteriorat egradually on 
standing. This suggested the possibility of a special agent necessary for alcohol 
dehydrogenase activity, present apparently in the cruder ammonium sulphate 
preparation but partly destroyed in the aoetone-treated preparation, in which 
the agent also seemed to undergo progressive decomposition on storing. 

At this stage a note was published by Dewan A Green [1937] on the necessity 
of a special oxidation catalyst which they called the coenzyme factor*' in aU 
enzyme systems whore cozymase was involved. I had the opportunity of testing 
the influence of the coenzyme factor prepared from heart muscle and kindly 
given to me by Drs Dewan & Green. The experiment has been described in their 
paper [1938, p. 633] ; it shows a very pronounced acceleration of the reaction on 
the addition of the factor preparation from heart muscle to an acetone liver 
preparation of alcohol dehydrogenase. 

In order to prove that the differences described above in the behaviour of 
the crude ammonium sulphate and the acetone preparations were due solely to 
their unequal contents of the coenzyme factor, the presence of the factor in the 
liver had to be shown. Liver mince was wadied with tap water for 24 hr. until 



ALCOHOL DEHYDROGENASE 


1367 


Table III. Stability of the liver alcohol preparations on storing and 
effect of the coenzyme, factor 

Thunberg tubes with 40 mg. enzyme preparation, 0*5 mg. eozymase, 1 mg. methylene blue, 
0*1 ml. 96% alcohol, 2 ml. phosphate buffer -*7*6. 1 ml. coenzyme factor jireparation (sheep 
liver). 

Reduction time, min. 


Age of alcohol dehydrogenase pi’eparation 

Fresh preparation Without factor 

With factor 


Aininoniiim sulphate 
4 min. 

4 min. oO sec. 


Ac*ct(»nc 

58 min. 

4 min. 30 see. 


2 w^ks old 


Without factor 
With factor 


4 min. 

4 min. .50 sec. 


60 min. 

4 min. 30 sec. 


2 months old 


Without factor 5 min. 30 sec. 3 hr. 

With factor 4 min. 4 min. 


4 months old 


Without factor 6 min. 

With factor 4 min. 


Several hr. 
6 min. 


almost colourlffts, ground in water with sand, the coarse particles were re- 
moved hy (xmtrifuging or straining through muslin and the resulting uniform 
suspension was used. Alone it gave negative results when tested for alcohol 
dehydrogenase, aldehyde mutase and aldehyde dehydrogenase, but added to 
the acetone pix'paration of alcohol df^hydrogenase it produced a very marked 
acceleration of the methylcni‘ blue re<luction (Tabic III). Washed liver suspen- 
sions as used in these experiments retain their activity for several days when 
kept at O'". 

The ccHmzyme factor hivs been shown to be acetone-sensitive and thermolabile 
I'Dewan & Green, 1037] but resistant to ammonium sulphate treatment [Euler & 
Hellstrom, 1938J. This t*xplains the poor activity of the acetone preparations 
from the l)eginning and also their apparent continual deterioration on standing. 
From Table III it can Im' seen that wht*n supplemented by the cocmzyme factor 
there is no change in tht' activity of the acetone preparation during the whole 
IKsriod (4 months) of the exp(*riment. In the ammonium sulphate preparation 
no acceleration was seen on addition of the factor, it is however enough to 
h(*at the liver extract for a short time to 02 "" before the ammonium sulphate 
precipitation (as dcscribtid under (6) above), to obtain a preparation giving 
i^esults similar to those of the ac(^tone preparations. 

Effects similar to those with the* washed liver suspensions were also obtained 
with preparations of eoenzyme factor made from skeletal muscle, spleen and 
brain tissue. Dewan & Green [1938] and Euler & Haasse [1938] state that thev 
factor is present in a great variety of animal tissues. 

In addition to the aliove results which seem to disprove completely the 
alleged instability of the alcohol dehydrogenase, I was never able* to confirm 
statements regarding the sensitivity of the enz^’^mt^ towards O 2 or on standing 
in solution. There was no significant loss of activity on aeration at 37*^ or on 
prolonged dialysis or in the solution after standing for 3-1 days. 

Optimum pH. Reichel & Kohle [1935] state that the pH optimum of their 
preparations of liver alcohol dehydrogenase is 6-7-7-3. Using the methylene 
blue technique the optimum was found to be at pH. 7-6, with a rapid fall below 
pH 7. The shift towards the alkaline side may be caused by the addition in these 
experiments of the eoenzyme factor which is very acid-sensitive and com- 
paratively resistant to alkali. 

When however the bacterial alcohol oxidase was tested at various reactions 
from pH 4*5 to 8*8, the optimum was found at pH 5. 
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Estimation of the reaction product formed anaerobically 

Data for anaerobic experiments on the alcohol dehydrogenase are given in 
Tables I and III. It remained however to estimate the product of the reaction 
with and without coenzyme factor. 

In order to obtain enough material for a chemical determination samples 10 times larger than 
those normally required for ordinary Thunberg experiments were put up. Largo (70 ml.) Thun- 
berg tubes were found most convenient; their hollow stoppers were filled with M phosphoric 
acid to inactivate the enzyme at the end of the reaction, which was indicated by the reduction of 
the methylene blue. After efficient cooling in ice> water the fluid was quantitatively transferred to 
the distillation flask of the Friedcmann et al, [1927] apparatus. The distillation into NaHSO, wa.s 
continued for 15 min. and the estimation of acetaldehyde was carried out iodimetrically. 

The actual composition of the various samples and controls together with the 
results obtained are given in Table IV. 

Table IV. Chemical estimations of acetaldehyde 

In Thunberg tubes (70 ml.) 5 ml. dialysed enzyme solution (=:0*3g. acetone preparation), 
4 ml. phosphate buffer Jf/20, 7*6, 10 mg. methylene blue (MB), 5 mg. cozymase, 0*3 ml. 

96% alcohol, 4 ml. factor preparation. In hollow stoppers 10 ml. M phosphoric acid. 

In control experiments acid was added to the enzyme and factor before the other reagents. 

1 ml. jll/100 I,=:0*22 mg. acetaldehyde. 

1 mol. MB (355) corresiwnds to 1 mol. acetaldehyde (44). 

Bedurtion 


time ml. 

Controls mm. 3// 100 1* 

1. Enzyme factor + cozymase + alcohol 4* MB — 1*95 

2. Factor (sheep liver, heart muscle) — 0*I() 

3. Enzyme + factor (liver) + cozymase + MB *1 1 rag. acetaldehyde — 0-80 

Experiments 

1. Enzymes cozymase + alcohol + MB 80 4-45 

2. Enzyme 4* cozymase + alcohol + heart muscle factor + MB 12 6*(K) 

3. Enzyme + cozymase +■ alcohol -f skeletal muscle factor ^ MB 16 6*60 

4. Enzyme + cozymase + alcohol + liver factor 4 MB 8 2*20 

5. Enzyme 4 cozymase 4 alcohol 4 liver factor 4 MB 1 0 2*35 

6. Enzyme 4 cozymase 4 1 mg. aldehyde 4 liver factor 4 MB, — 6*60 

incubated for 10 min. at 37*^ 


It can be seen from Table IV that acetaldehyde is produce^d in samples 
without additional coenzyme factor and also when a washed heart muscle 
suspension is added as the source of the factor. Acetaldehyde dinitrophenyl** 
hydrazone was also obtained in similar experiments by precipitation with 
2:4-dinitrophenylhydrazine after removal of the proteins with trichloroacetic 
add and adsorption of methylene blue on kaolin. 

In all cases however where washed liver suspensions provided the coenzyme 
factor, acetaldehyde formation could not be detected. A control experiment 
(Table IV, Exp. 6) where, instead of alcohol, a known amount of acetaldehyde 
was incubated for 8 min. with the experimental mixture and recovered quanti- 
tatively, excluded the possibility of acetaldehyde disappearance due to dis- 
mutation or oxidation. No satisfactory explanation of ^s phenomenon could 
be found and it is not easy to see what could be the reaction product of alcohol 
dehydrogenation in this case. 
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Aerobic experiments on the alcohol dehydrogeim^se 

Several preliminary experiments were first carried out on 1 : 1 aqueous liver 
extracts in which Og uptake was measured on addition of alcohol and c^ozymase, 
A very rapid and marked increase in Og uptake by the extracts was observ<‘d with 
alcohol and similarly, but to a smaller extent, with gtycerol. It should however 
be pointed out that there was always a large “blank*' Og uptake in the extracts 
w'hich did not disappear even on very long autolysis and dialysis. The oV)served 
increase in Og uptake on addition of alcohol very likely represented some com- 
plicated reaction bt^tween alcohol (or its oxidation product) and the substrates 
already present in the extract. 

When however the Og uptakes of the acetone or ammonium sulphate pre- 
parations of liver alcohol dehydrogenase were testc^l manometrically on addition 
of alcohol and cozymase, it was found that practically no Og was taken up 
unless a carrier was provided. Methylene blue was found to be a suitable carrier, 
pyocyanine acted equalh*^ well (Table V, Exps. 2-4), quinone in small concen- 
trations was useless, in larger coiic?entrations it inhibited the enzyme. Even in 
the presence of methylene blue the reaction still remained very slow. Some 
acceleration was evident when 3//6 semicarbazide was added as acetaldehyde 
fixative (Table V, Exp. 7). Addition of suspensions of coenzyme factor from liver 
or skeletal muscle had no effect on the Og uptake ; when however a washed heart 
muscle suspension was um^d a definite* acceleration of the reaction was obtained 
(Table V, Exps. 8, 10). The explanation probably lies in the fact that when 
tested for Og uptake in presc'iice of p-phenylenediamm(% the heart muscle 
suspension showed a considerable activity due to cytochrome oxidase even 
without addition of cytochrome c, whereas the liver and skeletal muscle sus- 
|)ensions jdelded negative results. 

Table V. O2 uptake of the liver alcohol dehydrogenase preparation 

In Barorofb manometers. 30 mg. enzyme preparation, 5 mg. aleohol, 0*5 mg. cozymase, 0*1 
and 1 mg. methylene blue (MB), 1 mg. pyocyanine hydrochloride, 2 mg. llavoprotein, 0*5 ml. Mj^ 
semicarbazide, 1 ml. washed heart muscle or skeletal muscle preparation. Phosphate buffer 
J//30, pH 7*4, total volume 3*3 mi. 

Oj uptake 


Knzyine -f cozymase + alcohitl with the addition of: pl./SO min. 

1 . " - 20 

2. 01 mg. MB oO 

3. 1*0 mg, MB 120 

4. 1*0 mg. pyocyanine 110 

o. 2*0 mg. flavoprotein 30 

5. 2*0 mg. llavoprotein - 1*0 mg. MB 90 

7. J//2 semicarliazide 170 

8. Washed heart muscle suspe^tsion 240 

9. Washed skeletal muscle suspensitm 40 

10. Washed heart muscle suspension 2tH.> 


Chemical estimations of the reaction product in aerobic experiments were 
made, but gave unsatisfactory results owing mainly to the very prolonged 
reaction time (3-4 hr.) before theoretical values were reached. The presence of 
volatile acid (acetic acid) in these experiments especially with some of the more 
crude preparations explained the sm^ yields of acetaldehyde. It pointed to the 
fact that acetaldehyde partly underwrent either oxidation or dismutation to 
acetic acid. 

Various akohols. The activity of the liver alcohol dehydrogen«we was tested 
in presence of other alcohols^ mainly by the Thunberg technique. Propyl 
Biooh^mn 1938 xxxii 
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alcohol gave values similar to ethyl alcohol; with methyl and amyl alcohols 
positive results were obtained. With saligenin, glycerol and a-glycerophosphate 
negative results were obtained even on addition of the coenzyme factor. 


Table VI. Various alcohols 


Thunberg tubes with 20 mg. enzyme preparation, 30 mg. substrate, 0*5 mg. cozymase, 1 mg. 
methylene blue, 1 ml. coenzyme factor, 2 ml. phosphate buffer 7-0. 


1 . Kthyl alcohol 

2. PiT>pyl alcohol 

3. Amyl alcohol 

4. Methyl alooliol 

5. Saligetiin 
0. Glywrol 

7. a-Glyceropho8phat.e 


Reduction time 

1 min. 3r» sec. 

2 min. 

5 min. 3o sec. 
11 min. 

« 

ot> 

cc 


The comparatively slow oxidation of methyl alcohol (Table \\, Exp. 4) 
suggested the possibility of a poisoning of the enzyme by H . CHO as thi^ reaction 
product. But it was found that H.CHO in small concentrations has little effi'ot 
on the liver alcohol dehydrogenase and incidentallj^ it was discovered that it 
undergoes in the liver preparations a typical dismutation to CHsOH and 
H.COOH. Large quantities of H.CHO (and also of CH.j.('HO) produce a 
definite inhibition of the alcohol dehydrogenase which is partly reversible after 
removal of the H.CHO by dialysis. 

The presence of methyl alcohol has no inliibitory efiVet on the oxidation of 
C2H5OH in liver enzyme preparations. In this respect the bacterial alcohol 
oxidase shows an interesting behaviour. It hardly oxidizes (.HgOH at all, but 
in the presence of CH3OH the oxidation of CgHgOH is almost compleU‘ly 
abolished. That this is due to a specific influence of the CH3OH on the alcohol 
enzyme and not to a general poisoning effect on tlie bacteria was shown by the 
fact that other enzymes (aldehj^de and/or glucose oxidation) of these acetic 
bacteria were found to be entirely unaffected by CH3OH. 


Inhibitors 

Dixon [1937] has found that i¥/100G iodoact^tate completely inhibits the 
yeast alcohol dehydrogenase. However, negative results or only slight inhibition 
was obtained with Jff/lOO iodoacetate on the animal alcohol dehydrogenase 
(Table VII ; Table VHI, Exps. 3-6), It seemed desirable to examine more closely 
this difference in the behaviour of the yeast and liver enzymes. 

It was thought that the negative results with the liver enzyme preparation 
might be due to the high content of cjombined and free 8H-groups (glutathione) 
of the proteins and consequently to a complete decomposition of the iodoacetate 
during the incubation with the liver enzyme solution. To test this possibility 
the follo'vving procedure was chosen. The yeast alcohol dehydrogenase was 
prepared by the method used by Dixon [1937] and found to be completely 
inhibited by J//100 iodoacetate. Then varj^ing amounts of the liver enzyme pre- 
paration, some of them after exhaustive dialysis and also in some cases after 
heat-inactivation, were incubated with iodoacetate (final concentration Jf/20) 
for 5-10 min. at 37®. Then they were, mixed with the yeast enzyme and the 
mixtiire was again incubated for some time at 37®. The activity was then 
tested by means of the methylene blue technique in the usual way. It was found 
that the inhibitory effect of iodoacetate upon the yeast enzyme was almost 
completely abolished in samples where comparatively large quantities of the 
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Table VH. Effe^^ of iodoacetate on the liver alcohol dehydrogenase 

30 mg. enzyme ])reparation, 0*5 mg. cozy mane, 0*1 mg. alcohol 00%, 1 mg. methylene blue, 
1 ml. factor preparation, iodoacotate (lAA) to give .1//50 or MjlOO final concentration. The enzyme 
solution was incubated with iodoacetatc fr>r 15 imn. at 37" Ixdoie the actual cx[Kuimcrit. 


Kedu(‘tion time 

A. Ainmoiiium Hulphate preparation 


1. No lAA 

6 nun. 

2. ^lAA3i;l(H) 

7 ram. 

3. +IAA MiTiH 

7 nun. .50 see 

B. Act*tonc pr€*paration 

Not dialysed: 

1. No lAA (without factor") 

28 min. 

2. -f lAA *1/;1(X> (without “factor'') 

20 miri. 

Dialysed : 

3. No lAA (without “factor") 

30 min. 

4. rlA.A M.HH) (without “factor") 

5. No lA.A (with “factor") 

36 min. 

3 min. 10 see 

6. -f lAA ^1/ 1(X1 (with “factor") 

5 min. .50 sec 


liver preparation, boiled or unboiled, wert^ incubated with iodoaeetat-e (Table 
VHI, B, Exps. 1, 3). If, however, Kmall amounts of the liver enzyme were used, 
or after a very prolonged dialysis, the de(‘ompo.sition of iodoaeetat<‘ by the SH- 
gr(ni])H of the liver enzyme was eomparatively small and there was enough 
iodoaeetate left to exert its usual poisoning effect upon the yeast alcohol de- 
hyclrog(*nase (Table VI 11, B, Exps. 2, 4). The liver enzyme nevertheless remained 
uninhibited (Table VIII, A, Exps, 4, b). 


Table VHI. Effect of iod(Hicetafe ipi mijrhnrs of yeast — and liver — alcohol 
deh yd rage pmse prejpa rat ions 


ThunlH'rg UiIh's, 3% enzyme riolutiouts in phosphate bufter 50, pH 7*4; 0-5 mg. cozymase, 
1 ml. .If 2000 MB. 


A. 


ml. 

yeast 

enzyme 

ml. ]i\er 
enzyme 

Final 

(*oneentration 
of lAA 

K eduction time 

1, 1-00 

— 



3 min. 35 sec. 

2. 1(H) 

— 

J/,1(H) 

TO 

3. - 

0*50, not dialysed 

— 

18 min. 

4. - 

0-.50, not dialyswl 

J/, 100 

20 min. 

5. - 

0*50, dialyst'd 

25 min. 

6. -- 

0‘50, dialyseii 

J/ l(K) 

33 nun. 

7. 1*00 

0*30, not dialysed 

— 

3 min. 50 sec. 

8. i UO 

0*10, not dialvsed 

— 

' 3 mm. 


B. Samples of liver enzyme 1 A A (final cMinwnti’ation M . 50) were incubated for 10 min. 
at 37*^. 1 ml. of yeast enzyme solution was added and the mixture again inciibati'd for 
10 min. at 37“^ before testing with MB. 


Yeast enzyme adde^ to: 

1. 0*50 ml. liver enzyme (not dialyaod) + lAA 

2. 040 ml. liver enzyme (not dialysed) + lAA 

3. 0*50 ml. 1 iver enz;!mio ( lioiled, not dialysed) + 1 AA 

4. 0*50 ml. liver enzyme (dialysed) + lAA 


Reduction time 
5 min. 45 sec. 
60 min. 

7 min. 30 sec. 
50 min. 


Yet another experiment was done to prove that the liver alcohol dehydro- 
genase is resistant to iodoaeetate. In a liver preparation which contained both 
the alcohol dehydrogenase and the aldehyde mutase, M/SO iodoaeetate inhibited 
the mutase almost completely and had only a very small effect on the dehydro- 
genase. 


87—2 
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The bacterial alcohol oxidase tested aerobically gave similarly negative 
results after prolonged incubation with iodoacetate. In anaerobic experiments 
a slight but reproducible inhibition was recorded. 

A few other substances known to act as inhibitors in various enzyme systems 
were tested and their actions both on the liver alcohol dehydrogenase and alde- 
hyde mutase compared. Urethane, oxalate, maleate and pyrophosphate produce 
a fairly large inhibition of the alcohol dehydrogenases (30-50 %) but none of the 
mutase. Both enzymes are cyanide stable. Quinine, morphine and nicotine in 
low concentration act as inhibitors of the mutase but have no effect on the 
alcohol dehydrogenase. 

In experiments on the aldehyde mutase which will be shortly described in 
detail, it was found that ammonium sulphate inhibits and also partly destroys 
irreversibly the aldehyde mutase but leaves the alcohol dehydrogenase unaffected. 

Methylene blue in cioncentrations suitable as a carrier for the alcohol dehydro- 
genase slows down considerably the mutase activity. 

Animal tissues other than liver 

When tested by the methods described in this papc'r, positive results were 
obtained with alcohol dehydrogenase preparations from intestine and kidney, 
but brain and muscle gave negative results. 

DiscirssiON 

The mechanism of the oxidation of alcohol in yeast has been much studied 
and recently Nogelein & Wulff [1937] in Warburg^s laboratory have isolated 
in crystalline form the alcohol dehydrogenase from yeast. However, the alcohol 
dehydrogenase of animal tissues has received much less attention in spite of 
its occurrence in various animal tissues. From the experimental evidence given 
in this paper several conclusions can be drawn regarding the properties and the 
behaviour of the animal alcohol dehydrogenase under various conditions. 

It has been shown that the enzyme is able to oxidize alcohol both anaerobi- 
cally and aerobically but it requires for its activity the presence? of some additional 
substances. The coenzyme necessary for this reaction is cozymase, and this 
property seems to be general for aU enzyme systems concenied with alcohol 
oxidation (yeast, animal tissues, bacteria and also probably plants). 

Acetone-treated enzyme preparations require? for their completion under 
anaerobic conditions the addition of the coenzyme factor, so that this factor 
must be regarded as an essential part of the enzyme system. The omission of 
the coenzyme factor led in older observations to the unjustified view that the 
enzyme is particularly unstable. 

In tissue slices [Leloir & Munoz, 1938] or in liver extracts alcohol undergoes 
rapid oxidation, but the acetone- or ammonium sulphate-treated enzyme pre- 
parations react with Og slowly and only if a carrier such as methylene blue is 
provided. The fact that an acceleration of Og uptake can be achieved through 
heart muscle cytochrome oxidase suggests the probability of a similar process 
actually taking place when alcohol is oxidized in the intact liver tissue. It also 
explains why it has been frequently assumed that the alcohol oxidase system 
from animal tissues is a CN-sensitive system. We found that under anaerobic 
conditions cyanide either has no effect upon the enzyme or slightly accelerates 
the reaction, probably by fixing the aldehyde. Thus the cyanide inhibition 
observed is due solely to the poisoning of the cyanide-sensitive cytochrome 
oxidase system. 
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It is difficult to regard flavoprotein as a part of the animal alcohol dehydro- 
genase system. It has only a very small effect on the course of the reaction, 
when added to preparations repeatedly tn*.ated with acetone. 

When alcohol is oxidized anaerobically by the enzyme preparation either 
alone or with the addition of a washed muscle suspension as cocnzyme factor, 
acetaldehyde is found as the reaction product. It is difficult to account for 
the fact that no acetaldehyde is found when washed liver suspensions are used 
as the source of the coenzyme factor. Such washed liver suspensions alone 
show no aldehyde dehydrogenase or mutasc activity, and when acetaldehyde 
is added and incubated with the experimental mixture composed of the liver 
enzyme preparation, liver suspension (coenzyme factor), cozymase and meth- 
ylene blue, it is recovered quantitatively. The possibility remains of the alcohol 
dehydrogenation benng dirc^ctecl into a hitherto unknown rout<? in presence of 
the w^ashed liver suspension, or of its being linked with some secondary reaction. 
But to prove this assumption purification and closer analysis of the liver sus- 
pension is necessary. 

In experiments in which the course of the reaction is very slow, e.g. in aerobic 
conditions or anaerobicallj^ without additional coenzyme factor, the yield of 
acc*taldehyde is smaller than wnuld be expected fi‘om the amount of alcohol 
added and some acetic acid is produced. This can be accounted for by the 
presence in the pn'parations of aldehyde mutase and in some of the more crude 
piTparations also of aldehyde oxidase. It explains w'hy in the intact liver tissue 
acetic acid is found almost exclusively as the product of alcohol oxidation. 

In contrast to the yeast alcohol dehydrogenase, the animal (and also the 
bacterial) alcohol dehydrogenase seems to bci only little affected by iodoacetate, 
even if large cone^entrations of the iodoacc^tate are allowed to act upon the 
enzyme for some time. This finding, together with the fact tKat flavoprotein does 
not st>em to be a constituent of the animal enzyme, suggests the possibility of 
some essential difference Ix'tween the struetui'es of the yeast and the animal 
alcohol dehydrogenases. 

Dixon & Lutwak-Mann ( 1937 ] have shown that by suitable methods of 
preparation and purification it is possible to obtain the liver aldehyde mutase 
free from alcohol dehydrogenatse. The present results, where the actions of various 
inhibitors were teste^d both on the alcohol dehydrogenase and on the mutase, 
furnish further evidence that these two enzymes are distinct systems. 

SUMMAKY 

Various methods of preparation of the liver alcohol dehydrogenase and its 
properties are described. 

By using suitable preparations it can be showTi tJiat cozymase and cozjunase 
factor are essential components of the system. 

According to the treatment, preparations can be obtained which contain no 
cozymase but have enough coenzyme factor (precipitation with ammonium 
sulphate) and vice versa (precipitation with acetone). The alcohol dehydrogenase 
in the preparations remains unaltered over a period of months. 

Under certain experimental conditions acetaldehyde is obtained quantita- 
tively as the reaction product of alcohol oxidation. The probability of other 
courses of alcohol oxidation is discussed. 

The alcohol dehydrogenase in the preparations cannot react directly with 
Oj. The presence of carriers (methylene blue, pyooyanine) is necessary. The 
reaction with Qi is markedly accelerated by addition of cytochrome oxidase 
preparatiems. 
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Ethyl, propyl, methyl and amyl alcohols are oxidized by the liver alcohol 
dehydrogenase preparations. With glycerol, a-glycerophosphate and. saligenin 
negative results are obtained. 

lodoacetate has little effect upon the animal alcohol dehydrogenase. The 
enzyme is not sensitive to cyanide. Evidence is provided for the non-identity of 
the liver alcohol dehydrogenase and aldehyde mutase. 
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Slotta & Fraknkel-Conrat [1938, 1] have succeeded in purifying and crystal- 
lizing the active substance in the venom from the rattlesnake (Crotalus terrificus). 
They showed that this snake poison is a protcun, with a large sulphur content 
(4%), and gav(^ it the name* crotoxin. As far as we know, this is the first snake 
poison ever isolated in a ]}ure crystalline statt*. It was therefore of great interest 
to determim* its molecular weight. 

From analytical determinations of the methionine content of the protein 
molecule, Slotta & ForsUr fl938j conclude that the rainimum molecular weight 
is 11, (KX). They state that it is very probable that the real size is three or six 
times this value. 

W(‘ have determined the molecular weight of crotoxin by the ultracentrifugal 
methods develojK^d in this laboratory as descril)ed by Svedberg [1937], 

The partial sp(*eific volume of the crotoxin was found to bo 0*704, which is 
a <*omparativ(‘ly low value for a protein. Due to lack of material we wen^ not 
able to make more than one deUrmination (1% protein in 4% salt solution). 
How(*ver, the error should not exceed 2^o* 

The s( ‘dimentation constant was determined in the ultra centrifuge at a 
speed of 70,iK)0 r.p.m., corresponding to a centrifugal force* of 350,000 y. The 
observations were made by the scale method of Lamm ( 1937]. All the solutions 
were prepared immediately before the exjK'riments from a stock solution, con- 
taining 1 % crotoxin in 0*67 Jf XaCL Table 1 gives the results. 

Table I. Sedi^nemtaiion velocity determinations 

CroUixiii 


concentratiun 


Total salt 



O/ 

O 

8alt8 ill solroiit 

iiioiarity 

pU 

^ 0 * 

10 

NaCl 

0-67 

Not buffered 

310 

0*5 


0*67 

*» 

3*18 

0*3 

ft 

0*2 


3*09 

0*2 

Naa, HOAo 

0*2 

♦f 

3*14 

0*3 

0*25 

3*8 

2*92 

0*3 

«* 

0*25 

3*8 

2*95 

0*3 

NaCl, HOAc, NaOAc 

0*25 

4*4 

2*92 

0*3 


0*26 

5*5 

3*06 

0*3 

NaCl.KH,PO,,Na^lA 

NaC1,Na,B40,,Na,COj 

0*23 

8*7 

3*21 

0*3 

0*25 

U )*0 

3*20 


♦ Sedimentation constants are given in units of 10-^*. 


The sedimentation constant is, within experimental error, independent of 
concentration. The average of the first four determinations is 
solutions the sedimentation constant is a little lower, but in neutral and alkaline 
solutions it has about the same value. The sc^dimentation curves obtained are 
symmetrical and suggest a homogeneous substance. 

( 1375 ) 
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The diffusion of crotoxin was measured according to Lamm’s method [1937 ; 
see also Lamm & Poison, 1936J. The following results were obtained: 


Table II, Diffusion determinations 


Crotoxin 

concentration 

o,' 

/O 

Salts in solvent 

Total salt 
molarity 


10 

NaCl 

0-67 

8-70 

0-6 

NaCl, Na^HPO*, KH,P 04 

0-72 

8-51 

0-5 

NaCl 

0-67 

8-66 

0-25 

NaCl 

0*67 

7-55 

* Diffusion constants are given in units of 10"’. 

The average of the first three values is Z) 2 o = 8*59. The last value is probably 


experiments very nearly normal distribution curves, indicating a homogeneous 
substance. The diffusion constant was calculated also from the spreading of 
the boundary in the first of the sedimentation experiments, which gave i>go=9'0. 
Such a calculation cannot give the same accuracy as a static diffusion experiment, 
but its good agreement with the figures in Table II shows that crotoxin is a 
monodisporse protein. 

Using the formula 


RT_^ 


(i~rp)Ao 


a value of 30, (KK) is obtained for the molecular weight of crotoxin. The ratio of 
the molecular frictional constant to that of a spherical molecule of the same 
weight, ///o , is 1*2. Slotta’s value of 11,000 for the minimum molecular weight is, 
within experimental errors, one-third of our value. 

To check the value we have also made a sedimentation equilibri\im deter- 
mination. The formula used for calculation is 


M - In ( cafa) 

The speed of the centrifuge was 10,000 r.p.m. Two cells were used, placed at 5*0 
and 5*7 cm. distance from the centre of rotation. They both gave the same 
average value of 30,500 for the molecular weight. There was no drift in the 
calculated values along the radius, showing that the substance is homogeneous. 
This is in agreement with the results of the diffusion measurements given above. 

Slotta & Fraenkel-Conrat [1938, 2] have found that cysteine reduces the 
poison value (for definition see Slotta & Szyszka [1938]) of the crotoxin, probably 
due to its specific reduction power for protein-S — S-bonds. It was of interest to 
see whether it was possible to determine the particle size of the decomposition 
products. We therefore made an experiment according to Slotta's & Fraenkel- 
Conrat’s experimental data. The only difference was that for ultracentrifugal 
determinations we needed a higher concentration of the protein than they us^. 
We started with a 0*25% solution of crotoxin; on standing with cysteine a 
precipitate was formed, which was probably cystine. The solution remaining was 
ultracentrifuged, and was found to contain very little high-molccular material, 
but consisted mainly of low-molecular products of variable, undeterminable 
size. 

Cr^xin, which had been standing 3 days at 37"^ and pH 8*7, contained the 
usual |iigh-molecular component was measured in two experiments, 3*39 
and ^8), but in addition decomposition products of low molecabtr weight were 
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present. It is of interest to note that Slotta has found a decrease in the poison 
value by this tr(?atment. 

It is therefore obvious that the poison activity is associated with the' un- 
changed protein, as already pointed out by Slotta, and the decomposition pro- 
ducts have no, or only a very small, activity, as is observed also with the de- 
<{omposition prcniucts of enzymes and other active proteins. 

Summary 

1. The partial specific volume of crotoxin was determined to be T" = 0-704. 

2. The sedimentation constant of crotoxin was found to be indejKmdent of 
concentration and of pH within the range o*5~-10 (). Its value was 3*13. 

3. The diffusion constant was found to be 8*59. 

4. Ootoxin behaved in sedimentation and diffusion as a homogeneous sub- 
stance, and the molecular weight was calculat<‘d to be 30,000. The frictional 
ratio is 1*2. 

5. Sedimentation equilibrium measurements gave the value 30,500 for the 
molecular weight, in good agreement with the preceding value. 

6. The molecule is split into smaller, inactiv'e substances by treatment with 
cysteine or bj’ warming in alkaline solution. 

The authors’ thanks are due to Prof. K. H. Slotta for suggesting the problem 
and for his kindness in supplying 120 mg. crystalline crotoxin for the investi- 
gation. The expen8(*8 connected with the work were defrayed by grants from the 
Andersson Foundation. 
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CLXXXIII. THE /(+)GLUTAMIC DEHYDRO- 
GENASE OF ANIMAL TISSUES 

Bv JOHN GEORGE DEWAN 

From the Institute of Biochemistry, Cambridge 

{Received 1 July 1938) 

Thunbbrg [1920] observed that natural glutamic acid was oxidized in the 
presence of frog muscle. Weil-Malherbe [1936] was the first to prepare an enzyme 
extract which catalysed this oxidation but he did not resolve the system into 
its catalytic components. 

While this present analysis of the l{ -f )glutamic dehydrogenase system was 
in progress Adler et aL [1937] descril)ed the propc^rties of the same enzyme in 
liver. They found that coenzyme I was essential to the system and that the products 
of the reaction were a-ketoglutaric acid and ammonia. They also demonstrated 
the reversibility of the reaction. 

I. Preparation of the components 

The /( -f )glutamic dehydrogenase was prepared from liver or kidm^y of pig as 
follows. About 300 g. liver or kidney are minced in a Latapie mincer. To the mincx^ 
are added 4 voL cold acetone and the mixture is stirred for about 3 min., filtered 
on a Buchner funnel and washed in turn with acetom*. and ether. The material 
on the filter paper is again mixed with 4 vol. acetone, filtt^ed, washed with 
acetone and ether and spread out on paper to dry in a current of air. 10 g. of 
the dry powder are rubbed up with 100 ml. distilled water and the mixture 
centrifuged. The supernatant fluid after filtration is acidified with 10 acetic 
acid to pH 4*6, the centrifuged precipitate washed with distilled water and 
finally suspended in 25 ml. Jf/10 phosphate buffer, pH 7-3. The enzyme keeps 
its activity in solution at 0° for 4-5 days. The acetone powder can he kept 
in vacuo for several weeks without loss of activity. 

Coenz 3 mie I was prepared by the method outlined by Green et al, [1937]. 

II. The reaction with molectdar oxygen 

A mixture of the dehydrogenase, coenzyme I and {( + )glutamic acid in the 
presence of a carrier such as pyocyanine takes up Og readily. The rate of Og 
uptake is dependent on the concentrations of the various reactants, i.e. dehydro- 
genase, coenz 3 nne, substrate and carrier (cf. Figs. 1-4). As in other coenzyme 
systems the proportionality between the rate of oxidation and the concen- 
trations of the different components holds only at low concentrations. 
Above some limiting concentration the system becomes saturated with the 
component in question. 

The Michaelis constant, i.e. the substrate concentration at which half the 
maximum velocity is reached is approxiz^ately MjlZZ (Fig. 3). 

Cairiers which have been found to be active in the l{ -f )giutamic acid system 
include pyocyanine, methylene blue, cytochromes a and 6, flavinphosphate and 
fiavoprotein from yeast (Table I). Cytochrome c in large concentrations 
(1-2 mg./ml.) has a small effect on the Og uptake. The most ^dent carrier 
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GLUTAMIC DEHYDROGENASE 


1379 




mg. crude eoenzyme I /ml. 
Fig. 2. 


Fig. 1. The effect the concentration of dehydrogenase. Each manometer contained 1*0 ml. 

0*3% eot'iizyme I, 0*2 ml. (hi % pyoeyanine and O-o ml. \f 3 /( -^ Iglutamic acid. 

Fig. 2. The effect of the concentration of coenzyme 1. Ea<‘h manometer contained I*.") ml. enzyme, 
0-2 ml. (hi % pyoeyanine and 0-5 ml. M,i l{ ^ )glutamic acid. 




Fig. 3. 


Fig. 4. 


Fig. 3. The effect of the concentration of pyoeyanine. Each manometer conUined l o ml. enzyme, 
1*0 mi. coenzyme 1 and 0*5 ml. Jf/3 /( )glutamic acid. 

Fig. 4. The effect of the concentration of aubetrate. Baoh 

1-0 ml. 0-3% eoenzyme I and 0-2 ml. 01 % pyoeyanine. The total volume was 3-3 mi. 

Table I. The effect of carriers on the. reaction, uith Og 

The .yatem oonUined 1-6 ml. enzyme; 10 ml. 0-3% coenzyme and 0-3 ml. Jff/3 l( +)glat8mic 
acid. The total volume wae 3*3 ml. /il. 0, in 15 min. 

l( + )glutamio gystem without carrier 
System -h 1-0 mg. methylene blue 
System -h0*2 mg. pyoeyanine 


System -f 0-6 mg. flavinnhosphate 

System ^ 2*5 mg. pure flavoprotein (yeast) 

S^tem +0-3 ml. cytochromes a and 6 preparation 


0 

56 

84 

24 

56 

125 
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system was the cytochrome a and 6 system of Keilin and Hartree (cf. Dewan & 
Green [1938] for method of preparation). It has already been shown in other 
coenz 3 mie systems that the coenzyme factor rapidly catalyses the oxidation of 
redact coenzyme by cytochromes a and b [Dewan & Green, 1938]. 

M /lOO cyanide inhibited the l{ 4- )glutamic system when the cytochromes were 
used as carriers (Table II). The inhibition was practically complete during the 
first 6 min. but became progressively less as the reaction proceeded owing to the 
accumulation of a-ketoglutaric acid and subsequent cyanohydrin formation. 
MI500 cyanide reduced the rate of O 2 uptake by about 66 % in the first 5 min. 
Here again the extent of inhibition decreased as the reaction progressed. Cyanide 
even in M/IO concentration had no inhibitory effect when pyocyanine was used 
as carrier. 

Table II. The effect of cyanide on the 1( -f )gluUimic system with 
cytochromes a arid b as carriers 

The complete system contained 1*5 ml. enzyme, 1-0 ml. 0-3% coenzyme 1, 0*5 ml. preparation 
of cytochromes a and b and 0*3 ml. if/3 l( +)glutamic acid. 


fi\. O, pi. O* 

in 5 min. in 10 min. 

Complete l{ + )glutamic system 30 53 

With if /600 HCN 11 25 

With if/100 HCN 0 5 


Ketone fixatives such as hydrazine, semicarbazide and cyanide were tested 
for their effect on the velocity of oxidation of l{ 4- )glutamic acid. H.ydrazine 
had no appreciable effect. Semicarbazide and cyanide did not influence the 

Table III. The effect of fixatives 

The system contained 1*5 ml. enzyme, 1*0 ml. ooenzyme, 0*2 ml. 0*1% pyocyanine, 0*4 ml. 
if/3 1( 4')glutamic acid. The fixative solutions were neutralized. 

pi. O, 

A . 

r 

10 min. 20 min. 30 min. 

/(+ )Glutamic system 142 200 226 

+ 0*2 ml. if /2 semicarbazide 157 222 260 

+ 0*2ml. 2if HCN 162 246 300 



Fig. 5. The effect of pH. Each manometw contained 1*0 mL enzyme, 0*8 ml. ooenzyme, 0-2 ml. 
9*1 % pyocyanine and 0*3 ml. if/S l( +)glutamic acid. 
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initial velocity but had a slight effect in preventing falling oflF in velocity as the 
reaction proceeded (cf. Table III). a-Ketoglutaric acid inhibits the oxidation of 
l( 4* )glutamic only when present in high concentration. This indicates that the 
glutamic system is much more negative in potential than the coenzyme system. 

Kg. 6 shows the dependence of the rate of oxidation of l{ + )glutamic acid 
on the pH of the solution. The maximum velocity is observed at about pH 7*3, 
the rate falling oflF rapidly above and below this value. 

Effect of coenzyrne factor 

The presence of an enzyme in animal tissues which catalyses the oxidation of 
reduced coenzyme by carriers was demonstrated by Dewan 4; Green [1938] and 
Adler et ah [1937]. Coenzyme factor is also necessary in the Z( 4 )glutamic 
system. To obtain a dehydrogenase preparation free from the factor, pig kidney, 
after mincing in a Latapie mincer, was allowed to stand 30 min. in 2 vol. iced water 
and pressed through muslin. The filtrate was mixed with 3 vol. cold acetone, the 
precipitate washed with acetone and ether and rubbed up in a mortar until 
dry. The acetone powder was then treated in the usual manner of preparing the 
/(4)glutamic dehydrogenase. The enzyme solution before using was filtered 
through kieselguhr and charcoal to remove last traces of coenzyme factor. The 
factor was prepared from rabbit skeletal muscle [cf. Dewan & Green, 1938]. 

Table IV shows that coenzyme factor is necessary for the aerobic oxidation 
of l{ 4 )glutamic acid in presence of dehydrogenase, coenz^nne I and pyocyanine. 

Table TV. Effect of coenzyme, factor 

The complete system contained 0*5 ml. enzyme, 1*0 ml. coenzyme, 0‘0o ml. 0*1 % pyocyanine, 
1*0 ml. factor and 0*5 ml. MjZ 'f)glutamic acid. 

0 , 

in 30 min. 


System 31 

'Without factor 3 

Without enzyme 0 

Without glutamic acid 0 


111. The products of oxidation 

i(4)Glutamic acid on oxidation yields a-ketoglutaric acid and NHj. The 
ketonic acid was isolated and identified as follows. A mixture containing 100 ml. 
enzyme, 50 ml. 0*3% coenzyme 1, 10 ml. 0*1% pyocyanine and 25 ml. Jf/3 
Z(-f )glutamic acid was aerated vigorously at 37® for 90 rain., deproteinized w'ith 
50 % trichloroacetic acid and filtered. The filtrate was concentrated in vacm to 
26 ml. 1 g. 2:4-dinitrophenylhydrazine in 100ml. 2N HCl was added to the 
filtrate when cr3^tals of the 2:4-dimtrophenylhydrazone began forming at once. The 
mixture was left at 0® for 10 hr. The precipitate was washed with 2J\r HCl and 
dried. Just sufficient ethyl acetate was added to dissolve the crystals and a 
small brown residue was filtered off. To the filtrate were added 4 vol. ligroin. 
The precipitate was centriftiged, washed with ligroin and finally dried in vacuo, 
M.P. 218®; M.P. of synthetic a-ketoglutaric acid 2:4.dinitrophenylhydrazone 218®; 
mixed m.p. 218®. Found (Weiler) : C, 40*81 % ; H, 3-31 % ; N, 17*1 % . CnHio08N4 
requires C, 40*44%; H, 3*09%; N, 17*18%. 

The ratio of a-ketoglutaric acid formed to Oj absorbed was determined by 
estimation of the NaHS 03 -binding of the deproteinized system after recording 
the O* uptake. Table V shows tliat for every atom of oxygen absorbed, approxi- 
mately 1 mol. oc**ketoglutaric acid was formed. 
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Table V. Estimation of cL-ketogliUaric acid formed by oxidation of 
1 ( -h )glutamic acid 

The complete system contained 1*5 ml. enzyme, 1*0 ml. coenzyme, ()‘2 ml. 0*1 pyoeyanine 
and 0*5 ml. MjS (( + )glutamic acid. Control had no substrate. 

mg. a-ketoglutario acid found by measuring NaHSOj-binding power 2*2 

fjLh O, absorbed during the oxidation of the l{ + )glutamic acid 172 

Theoretical amount (in mg.) of a-ketoglutario acid, assuming 1 mol. a-keto- 2*25 

glutario acid is produced for each atom O absorbed 

Further confirmation that 1 atom O is absorl)ed for eac^h mol. /( + )glutamic 
acid oxidized is obtained from the Oj equivalenqe of small amounts of /( + )- 
glutamic acid. Table VI shows the close agreement between the 0^ uptake for 
known amounts of i( -f )glutamic acid and the theoretical uptake, calculated on 
this basis. With larger amounts of substrate the Og uptake was somewhat lower 
than the theoretical value, due to the fact that enzymic activity ceast\s btfforo 
the whole of the glutamic acid is oxidized. 

Table VI. TAe O 2 equivalence of 1( 4 - )glutamic acid 

Each manometer contained 2*0 ml. enzyme, 1*0 ml. coenzyme I and 0*2 ml. 0*1 % pyoeyanine. 
The substrate was placed in Keilin cups which were introduced into the main body of the fluid 
after equilibration. The control Oj U])take without substrate has been subtracted from the expiTi- 
mental values. 


Millimol. Z( + )glutamic acid 

0*25 

0*5 

0*75 

10 

/Ltl. Oj absorbed 

28 

58 

81 

94 

Theoretical uptake assuming that 1 atom 0 

28 

58 

84 

112 


reacts with 1 mol. glutamic acid 

NH^ estirmtions. The Og uptake of the complete glutamic system was 
measured manometrically. A control experiment containing the wholt* system 
with the exception of substrate was carried out simultaneously. After a run of 
90 min. NHg was estimated by the Parnas method. Table Vll show's that the 
amount of NH 3 found correlates well with the theoretical value calculated from 
the Og uptake. 

Table VII. NHs estimations 

Complete system contained 1«0 ml. enzyme, 1*0 ml. coenzyme, 0-2 ml. 01 % pyoeyanine and 

0-5 ml. 3//3 -f )glutamic acid. 

' ' Theoretical NH, assuming 

mg. NHj found (corrected that for 1 atom O absorbed 

for control) 1 mol. NH, is produced % theory 

(1) 0-17 018 94 

(2) 0-26 0*28 92 

IV. Specificity of suhstrale 

The glutamic dehydrogenase specifically catalyses the oxidation of Z(*f )- 
glutamic acid to a-ketoglutaric acid and NH 3 . The unnatural isomeride is not 
oxidized. 

d/-j3-Hydroxyglutamic acid was attacked at one-tenth the rate of l( 4 *)glut- 
amic acid. Alanine, phenylalanine, valine, histidine and leucine of the f-series are 
not oxidized in the presence of the dehydrogenase preparation. Some prepara- 
tions catalysed the oxidation of {-aspartic acid mid {-cystine but these oxidations 
were found to be unconnected with the glutamic dehydrogenase. A sample of 
glutamne showed slight activity, but as it contained small amounts of glutamic 
add it was difficult to assess the results. 
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V. Specificity of comzyrm 

Coenzymo I cannot be replaced by coenzyme 11 in the ?( 4- )glutamic system 
(cf. Table VIll). Cocmzyme II was prepared from horse red blood cells and its 
activity checked with the hexosemonophosphate system. 

Table VJII. Specificity of cotnzyme 

Experiments were carried out under anaerobic conciitions in Thunberg tubes. The /( + )glutamic 
system eoiitaincd 2 ml. enzyme, 0-2 ml. 0*5% methylene blue ami O o ml. of .l/ '3 /( )glutamic 
acid. The ThHnl)erg tul>e8 after evacuation w'cre immersed in a water bath at 3H . 

Reduction time 
of methylene blue 
min. 

System « 

^0*15 mg. coenzyme I 

-* 0*15 mg. ewnzyme 11 oo 

VT. Reduction of cmnzyme I 

(Wnzyme 1 was reduced by /( 4- )glutamic acid in the presence of the de- 
hydrogtmase (cf. Table IX), The reduction was demonstrated spectroplioto- 
metrieally by the appearance of the characteristic band of reduced coerizyme 
with a jwak at 34i)mp. 

Table IX. Redaction of coenzymo I by l(-i‘)glutamic acid in 
presence, of the dehydrogenase 

The systcMu contained 1-0 ml. 0-3 ^>xidiz<Mi coenzyme 1, 0*3 ml. /( + )glutaniic acid and 31 ml. 
0'2r»% NallCOj. Total vol. 8 ml. Incubatetl in Thunberg tul>es at 38’ for 3 min. Contents then 
ImiiUkI and fdu^red through kicsclguhr. The clear filtraU* was used directly for analysis in the 
Hilger S|M?kker 8i>ectrophotonjeter (cf. Green & Dewan, 1937). Two controls were done, one 
(containing the system without /( f )glutamm acid, the other without the dehydrogenase. 

log J^ ' J at 
340 m^ 


System 0*7 

System without \{ -• )glutami(* acid 0-1 

System without dehydrogenam? 0* I 

Oxidized coenzyme 0*1 


VII. DistribiUiopi 

Various tissues of pig were investigated for the presence of /( 4- )glntamic 
dehydi'ogenase. Acetone powders of the tissues wei*e made in the usual wa,y, 
4 g. of the powder in each case were ground up in a mortar with 40 ml. distilled 
w^ater, centrifuged, the supcTnatant liquid filtered from fat and precipitated with 
10 % acetic acid at pH 4*6, The sediment w'as w^aslied with distilled water and 
resuspended in 10 ml. if/10 phosphate buffer, pH 7-3. The system contained 
2 ml. enzyme, 10 ml. 0-3% coenzyme I, 0-2 ml. 0 1 % pyocyanine and 0-5 ml. 
Mj3 l( 4- )giutamic acid. A control containing the system without l( 4- )glutamic 
acid was carried out in each case and the O 2 uptake subtracted from the value 
obtained with the complete system. 

^l. 0, in 30 min. 

System using liver enzyme 274 

System using kidney enzyme 270 

System using heart enzyme 25 

The enzyme was detected in muscle and brain but in eoncemtrations too small 
for accurate measurements. 
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VIII. Beversibility 

The reaction between glutamic acid and coenzyme I may be formulated as 
follows: 

l{ + )Glutamic acid + coenzyme I“*a-ketogliitaric acid + NH 5 f reduced coenzyme I. 

If this reaction is reversible it should be possible to obtain glutamic acid from 
a mixtui^ of the reduced coenzyme I, NH 3 and a-ketoglutaric acid. Reduced 
coenzyme I can be obtained either enzymically or by reduction with hypo- 
sulphite. In the following procedure the j 8 -hydroxybutyric system was used to 
reduce the coenzyme, and the production of acetoacetic acid under anaerobic 
conditions was used as a measure of the reaction' between reduced coenzyme 
on the one hand, and NHs and a-ketoglutaric acid on the other. For the theory 
of this method, cf. Dewan & Green [1937] on eoenzyme-linked reactions. Aceto- 
acetic acid was measured by the aniline citrate method of Ostern [1933]. The 
enzyme was prepared from pig’s heart [cf. Green et al, 1937]. This preparation 
contains dehydrogenases for both i-/3-hydroxybutyric acid and /( -f )glutamic 
acid. Table X shows that the reversed reaction takes place wlien all components 
of both systems are present. The small blank in the absence of NH4CI is due to 
the reversibility of the a-hydroxyglutaric dehydrogenase system which has been 
shown by Weil-Malherbe [1937] to be present in heart. 


Table X. Production of acetoacetic acid in the reaction between 
p’hydroxybtUyric acid, a-ketoglutaric acid and NHs 


The complete system contained 0*2 ml, M d^jS-hydroxybutyric acid, 0*8 ml. if/3 NH4CI, 
0*2 ml. if /6 a-ketoglutario acid, 1*5 ml. heart enzyme preparation and 1 ml. coenzyme 1. The sub- 
strates were neutralized before using. 

COj production 
in 60 min. 


Complete system 190 

Without dl-fl-hydroxy butyric acid 0 

Without 27 

Without a-ketoglutaric acid 0 

Without heart enzyme preparation 0 

Without coenzyme I 0 


Further proof of the reversibility of the l{ -f )glutamic system is derived from 
the demonstration of the formation of amino-N when all the components of 
the coenzyme-linked reaction were present. Three mixtures were set up in 
Thunberg tubes under anaerobic conditions; one contained the complete system, 
a second was without NH 4 Ci and a third without a*ketoglutaric acid. After 1-2 hr. 
incubation at 38° the contents of each tube were deproteinized and the filtrates 
made up to the same final volumes. Acetoacetic acid estimations were made on 
one half of the filtrates and amino-N (Van Slyke method) on the other half. 


Table XI, Production of amino-N in the reaction between 
p-hydroxybvtyric acid, a-ketoglutaric acid and NHs 

Complete system contained 3*0 ml. heart enzyme preparation, 1*5 ml. 0*3% ooenzyme I, 
0*2 ml. dl-hydroxybutyrie acid, 1*0 ml. M]Z NH4CI and 0*2 ml. Jf /6 a-ketoglutaric acid. Two 
controls were done, one without NH4GI, the other without a-ketoglutaric acid. 

(1) (2) 

Amioo-K found 0*04 mg. 0*088 mg. 

Theoretical amount of amino-N expected from COt pro- 0*05 mg. 0*081 mg. 

duetioa assuming that 1 atom amino-N is formed for each 
mol. 



GLUTAMIC DEHYDROGENASE um 

The small amino-N values in the controls were averaged and this value was sub- 
tracted from the amount obtained in the complete system. Table XI shows that 
the amino-N found agrees well with the theoretical amount expected from the 
acetoacetic acid production on the assumption that 1 atom amino-N is formed 
for each moL acetoacetic acid produced. 

Summary 

1. The preparation and properties of /( -f )gliitamic dehydrogenase of animal 
tissues are descrited. Coenzyme 1 is a necessary component of the system. 

2. The dehydrogenases catalyses the oxidation of /( *f )glutamic acid to a- 
ketoglutarie acid and NHj . The reversibility of this reaction has been demon- 
strated. 

I should like to express my thanks to Prof. Sir F. G. Hopkins for the interest 
he has shown in the progress of this vrork and to Dr J). E. Green for his constant 
advice, to IVof. C. R. Haringtcni for the gift of a sample of d^-jS-hj-droxyglutamic 
acid and to Mr S. Williamson for some of the chemical preparations and the 
amino-N estimations. 
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CLXXXIV. THE PURIFICATION OF URICASE 

By JAMES NORMAN DAVIDSON ^ 

From the Kaiser Wilhelm InsiiivX fur Zellphysiologie, Berlin-DoMem 

(Received 29 June 1938) 

In the course of an attempt to isolate the enzyme uricase, which oxidizes uric 
acid to allantoin, it has been found possible to obtain a preparation 550 times 
purer than the liver powder which is used as starting inattTial [Davidson, 1938]. 
The pui’cst preparation contains 0* 15-0*20 % Fe, a trace of Cu, no Co or Mn and 
14*4% N. Small quantities are colourless, and even very large quantities have 
only a very pale brown colour. It is therefore not a haemin derivative. It is 
quite insoluble in water, almost insoluble in phosphate buffer pH 7*4 but 
soluble in alkaline solution, e.g. borate buffer pH 10. Truszkowski [1934] and 
Ro [1931] have already shown that uricase is soluble in alkaline solution. 

In order to determine the enzymic activity a manornetric test has In^en 
developed. The main chamber of the manonu'ter vessel contains 1*0 ml. .¥/5 
borate buffer pH 9 and 1*5 ml. enzyme preparation plus watiu-. The potash tube 
contains 0*2 ml. 10% KOH, and the side bulb 2-24 mg. uric acid as M/30 
lithium urate. (0*56 g. uric acid is dissolved in 35 ml. boiling A’/ 10 lithium 
hj^droxide and the solution is made up to 100 ml. with water. This solution must 
be freshly prepared each day.) The gas space contains pure oxyg('n and the 
oxygen uptake is measured at 38® over a pt'riod of 30 min. 

By the specific activity of the enzyme is meant the numlK'r of /xl. O 2 which 
are taken up per min. in the first 30 min. by 1 mg. of dry enzyme yireparation. 
The specific activity of the best preparation is 85-90 /ml, per mg. per min. as 
compared with a value of 0*12-0*15 /xl. per mg. per min. for the dry liver powder 
from which it is obtained. 

The most convenient starting material has been found to be pig's liver, which 
has already been used by Kleinmann & Bork [1933] and by Keilin & Hartree 
1 1936] for uricase studies. The pig’s liver is finely minced and ground in a mortar 
with five parts of acetone. The solid material is centrifuged off and shaken with 
three parts of acetone. After centrifuging, the liver powder is dried at first 
rapidly in a current of air and then overnight in vacuum dosicxiators, and is then 
finely powdered and passed through a sieve. The resulting light brown powder 
has a specific activity of 0*12-0*15 /xl. per mg. per min. and retains its activity 
for several months when 8ton;d in desiccators at room temperature. Samples 
showing a specific activity of less than 0*10 /xl. per mg. jx^r min. are discarded. 

250 g. liver powder are stirred with 2*51. ice-cold M/10 phosphate buffer 
pH 7*4, After standing for 20 min. at 0® the mixture is centrifuged, and the 
extract, which contains much protein but only little uricase is discartled. The 
solid residue is then stirred with 5 1. if/10 borate buffer pH 10 at 38°. After 
20 min. the mixture is rapidly cooled to 0° and centrifug^. The clear extract 
contains the bulk of the enzyme and has a specific activity of 0*6 /xl. per mg. 
per min. 

An equal volume of saturated ice-oold ammonium sulphate solution is added 
to this solution, and the resulting precipitate, which c^ontains the enzyme, is 
centrifuged off at 0° and dissolved with shaking in 6 1. ice-cold distilled water. 

* Camegifi BeMarch Fdlow. 

( 1386 ) ’ , 
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1/10 vol. Haturated ice-cold ammonium sulphate is then added (no precipitate 
being formed), and the solution, which has a pH of 7-2~7*4, is heated to 55'’ for 
5 min. with vigorous stirring, whereby a heavy flocculent precipitate of denatunnl 
protein is formed. The solution is rapidly cooled to O'’ and the precipitate is 
ofF and discarded. The enzyme solution, which now has a specific 
activity of l*(>~l'5/xl. per mg. pc'r min., is treatt^d with enough saturatc‘d 
ammonium sulphate solution at 0“" to bring the degree of saturation to 0*5. The 
resulting pre^eipitate, which contains the enzyme, is centrifuged off at 0"^ and 
dissolved in 1 1. of ici<vcold distilled water. This solution is dialysed for 15 hr. in 
cellophane sacs against running distilled wattT at O ’. A brown precipitate which 
ap]:)ears during the dialysis and which contains the enzyme is centrifuged off 
and washed with ice-cold water on the centrifuge. It is then rubbc^l in a cooled 
mortar with 400 ml. 3//10 phosphate*, buffer pH 7*4 at O'’ and centrifuged on the 
high speed centrifuge (15,000 r.p.m.). The extract, which contains much protein 
but little enzyme, is discarded. The residue is rubl)ed in a mortar with 250 ml. 
3//10 borate* buffer pH 10 at room terapt^rature and is centrifuged on the high 
sfK'ed centrifuge. The extraction with 250 ml. borate buffer is repeated, the 
extracts, which contain the bulk of the enzyme, are combined, and the residue, 
which consists of brown iiLsoluble protein, is disc 4 irded. 

The i*lear, pale yellow' uricase solution W'hieh now' has a specific activity of 
10-25 pi. per mg. per min. is cooled to 0", treated with an equal volume of 
saturated ice-cold ammonium sulphate solution, and the resulting precipitate, 
which (‘ontaius the enzyme, is centrifuged off at 0" and dissolv(»d in 00 ml. ice- 
(jQld W'ater. 

To the solution just enough (0*5-1 *0 vol.) ice-cold 80 acetone is added so 
that a flocculent precipitate app(*ars after 20 min. The precipitate* is centrifuged 
off and discarded. Acetone is removed from the supernatant fluid by vacuum 
distillation at 20' with two drops octyl alcohol and the resulting slightly turbid 
solution, after standing overnight at 0 *, is centrifuged on the high spt*cd ct*ntri- 
fuge. A small j)reci])itate of very high activity is thus obtaim‘d, and is washed 
thn*e times on the centrifuge wdth ice-col<l distilled waU*r. It is then rubbed up 
with 5 ml. J//10 borate buffer pH at room temjx*rature, in which the enzyme 
dissolves, leaving a small inactive brownish residue wdiich is centrifuged off at 
high speed and discarded. 

The uricase solution is almost colourless. When it is dialysed against rumiing 
distilled water at O'* the frc*e enzyme is obtained. Sp(»cific activity 85-90 pi. i>er 
mg. per min. The jield of the purest preparation is about 5 mg. jier 1(K> g. liver 
powder. 

On standing the activity of the free enzyme gradually diminishes but in 
solution at pH 10 it is stable for several weeks. Some of the enzyme frequently 
pix>eipitate8 out in an insoluble form. The enzyme cannot be dried without great 
loss of activity. 

The velocity of the t<?st reaction is dcj.>endent on the oxygen pressure and 
in a mixture oi 2 % oxygen and 98 % argon it is only 7 % as great as 100 % 
oxygen. If the argon is replaced by carbon monoxide no inliibition by the 
carton monoxide is found. 

Very small quantities of cyanide, however, inhibit the reaction reversibly, as 
has been already pointed out by Keilin & Hartree [1936] and by Truszkowski 
[1930], The enzyme therefore would appear to be a heavy metal compound, but 
it has nevertheless not yet been proved that the catalytic activity of the enzyme 
is due to the iron. Attempts to remove iron by dialysis with cyanide after the 
manner in which Kutowitz [1938] removed copper from phenoloxidase, and by 
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other methods, have not so far been successful. The colourless nature of the 
enzyme suggests that the iron is not present in the form of a haemin derivative. 
On the other hand the comparatively large amount of iron (of the same order 
as that found by Sumner & Bounce [1937] in crystalline catalase) and the con- 
sistency with which the value 0*15-0-20% is found in repeated preparations, 
suggests that the iron is more than a mere impurity. 

If it is assumed that the catalytic activity of the enzyme is due to the iron^ 
then 1 mg. iron brings about the reaction of 57,000 fxl. oxygen per min. 

Summary 

A method for the purification of the enzyme uricase is described. 

The purest preparation has a specific activity, under stated conditions, of 
85-90 /il. per mg. per min. and contains 0*15-0*20% Fe. 

Although uricase seems to be a heavy metal compound it has not yet been 
proved that the iron acts as the active group of the enzyme. 

I should like to express my thanks to Prof. Otto Warbiu-g for liis generous 
provision of laboratory facilities and for his continued interest and encourage- 
ment during the course of this work. 
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In previous papers [Scharles et al, 1935; 1, 2] it was shown that tumour extracts 
can produtje considerable amounts of lactic acid from hexosephosphates. The 
l)ehaviour of tumour extracts was found to differ from that of muscle extracts in 
several features, and it was ODiicluded that “ . . .carbohydrate breakdown in the 
two tissue extracts proceeds along different paths” [1935, 1]. Boyland & 
Boyland [1935], however, working also with hcxosediphosphate arrived at the 
opposite conclusion, namely that ”the rapid breakdown of hcxosediphosphate 
by tumour extracts along the same paths as occur in muscle extracts gives 
support to the idea that the mechanisms of lactic acid formation in tumour 
and muscle are similar” ; and they have maintained this position in subsequent 
publications [Boyland et al, 1937; Boyland A Boyland, 1938], 

It is the purpose of this paper to report two type's of experiment which 
demonstrate that glycolysis in muscle and tumour extracts follows different 
pathw^ays. 

Experimental 

The experiments reported here consisted in a comparison of lactic acid 
formation by muscle and tumour extracts. As a preliminary step substrates 
were prepan'd, first, by the action of NaF-poisoned tissue extracts on glycogen 
in phosphate buffers. Secondly, hexosediphosphate and pyruvic acid w^ere like- 
wise used as substrates. 

Methods. The methods and procedures used here, unless otherwise stated, 
were the same as those described previously [Scharles et al, 1935, 1]. 

Fluoride substrates. It has been known for many years that NaF prevents 
the production of lactic acid in muscle brei, although glycogen continues to 
disappear [Embden A Deuticke, 1934], The carboh^^drate which disappears is 
accounted for, in part at least, by the accumulation of phosphate esters as 
described by several authors [Embden A Zimmermann, 1924; Lohmann, 1930; 
Embden et al, 1933], In such experiments these esters have been regarded as 
intermediates in the formation of lactic acid from glycogen. They are believed 
to accumulate as the result of a more or less specific inhibition of the reactions 
by which they normally produce lactic acid, with less or no inhibition of the 
reactions leading to their formation [Embden et al, 1933], It was important, 
therefore, to determine whether any difierences could be detected between 
tumour and muscle extracts in regard to the nature of the products formed 

^ Aided by grantB to William T, Salter fmm the Ella Sachs Plots Foundation and the Inter- 
national eSanoer Eeseareh Foundation. 
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under these experimental conditions. Accordingly, glycogen solution in phos- 
phate buffer at pH 7*0 was incubated with muscle or tumour extract in the 
presence of NaF. After removal of the protein with trichloroacetic acid and of 
the inorganic P with Ba, the P esters were then isolated by precipitation of the 
Ba salts from alkaline alcoholic solution. 

The data of Table I contain most of the expc*rimental details of these (?xperi- 
ments. The method of preparing the tissue extract, and other experimental and 


Table I. Preparation of NaF substrates 

I^hortplmte 





Time 



EsU'ii- 




NaF con- 

of incu- 

Initial 

Final 

hed 

Isolated 



centration 

bation 

IV 

mg. P' 

mg. P; 

mg. P/ 

Tissue 

No. 

M 

hr. 

1(H) ml. 

UK) ml. 

KHj ml. 

PJO ml. 

Rat musfle 

M4 

0(K)5 

4 

S98 

287 

Ill 

41 


Mo 

()-(K)o 

8 

SOS 

179 

178 

63 


M6 

0(K)5 

4 

102 

62 

40 

21 


M7 

0(K)5 

8 

276 

107 

169 

72 

Mouse sarcoiua 180 

T.3 

0(K»75 

8 

124 , 

52 

72 

35 

99 

T4 

0010 

4 

406 

327 

79 

27 

99 

T5 

0()0o5 

8 

198 

101 

97 

44 

99 

T6 

0(K)5 

8 

327 

210 

117 

44 


anal^i^ical procedures were the same as those used previously [Seharles et aL 
1935, 2]. The procedure for the isolation of the Ba salts was as follows. 

The trichloroacetic acid filtrate (c. 5% CXJljOOgH) was neutralized in the 
cold with solid Ba(OH)2, or a saturated solution and 2 g. BaCUjj were add(*d for 
each 100 ml. solution. The solution was then filtered to remove thtj precipitated 
Ba3(P04)2. The esters were isolated from the filtrate by the addition of 3 vol. 
alcohol. In some cases the (asters were separated into two fractions, one pre- 
cipitated at c. pH 7 and the other after making alkaline to thymol blue with 
NaOH. In other exiK>riments all the esters were precipitated in one f)peration 
at about pH 8. Only 50% or less of the esterified P was recovered. The losst^s 
were found to be the result of inclusion of organic P in the Ba3(P04)a pi*e- 
cipitate, but the usual methods of recovering such losses by solution and 
re-precipitation did not greatly increase the yield. On the other hand, thei*e 
was never any difficulty in recovering substantially all of tlie organic P of 
the Ba3(P04)2 filtrate. The precipitated esters were dried in vacuo, and dis- 
solved in a little HCl. The Ba was removed with Na2S04, and the resulting 
solution was neutralized to approximately pH 7, These solutions served as sub- 
strates for the action of muscle and tumemr extracts, respectively. In Table II 
are given the data of a number of represtmtative experiments of this type. In 
each case the lactic acid is expressed as mM per 100 ml. substrate solution, aftcT 
subtracting the appropriate blanks determined for the substrate and enzyme 
preparations. 

The data of Table II show that there is a considerable difference between the 
fates of the two types of substrate preparation. Muscle extract in every case 
produced more lactic acid from the muscle substrate preparations than did 
tumour extract. On the other hand muscle extract failed entirely to form lactic 
acid from the tumour substrate preparations. As a matter of fact in many 
instances a negative lactic acid value was found, indicating a disappearance of 
apparent lactic acid from the muscle extract when it was incubated with the 
tumour substrate preparation. Tumour extracts were always able to produce 
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Table IT. Lactic acid formxUion frmn NaF substrates* 



Organic P 

Lactic acid prociuced by 

Extract 

mg./inl. 

f 

' 

no. 

incubation 

M iiscle extract 

Tumour extract 

MuHcle 

mixture 

m.V/lOO ml. 

m J//1(K) ml. 

M4A 

1-76 

04,3 

010 

M4B 

003 

012 

0*07 

M .‘iA 

0-7« 

0*3.5 

0-25 

.M5B 

017 

(»*3() 

0-31 

M6A 

1-31 

047 

0*01 

M6B 

008 

0-34 

0*10 

M 7 

081 

0*09 

0*12 



Average 0*39 

0*14 

Tumour 




T,1A 

1 18 

-042 

018 

T:iB 

005 

0()6 

0-30 

T4A 

007 

-0*13 

0*27 

T4B 

Oil 

-0*10 

0*42 

To 

0-76 

001 

0*33 

Tfl 

1 12 

-01.3 

035 



Average - 0-13 

0*31 


* l.c. Hiihutrates prcpan*(l from jzlvcogpii bv the of tissue extracts in the presence of 

NaF. 

modfTate airiounts of lactic acid from these same substrates however. The con- 
clusion seems inc.s<*apabie that different substances are prt'sent in the two 
substratum's, and tliat dilfenmt enzymes are involved not only in tluir formation, 
but also in the glycolytic reaction.^. 

Nature of the NaF substrates. Superficially the two substrat<*s appear to be 
compost'd of mu(*h the same t 37 >e of compound, as is shown bv th(' data of 
Tabk* III, and as yet we have IxK'n unable to isolate the substances responsible 


SiibstraU* 

no. 

MOA 

T3A 


Tablo II J. Analysis of NaF substrates 


l^hosphat^* 


) 

Hvdrolvaalde 

Hinhiction 

NaHSOg 

Organic 

„ - 

^ 

mg. 

titre 

ng. P/nil. 

30 min. 

180 min. 

glucose ml. 

ml. 0 (M)5, 

2*62 



8*6 

2*71 

0*15 


— 

2*3 

— 

M8 

10*6 

23*5 

5*8 

1*64 


for the diflFerenm'C's in biological behaviour. There is a distinct possibility’ that 
some, at least, of these substances may l)elong outside the group of phosphate 
esters ; because in sevc'ral instances considerable glycolysis took placm' in solutions 
containing small amounts of P (Table II, M5B, T3B, T4B). 

The data of Tabic III give the results of some analyses of three substrate 
preparations. The rc^ducing values wert' determined by the procedure of Shaffer & 
Somogyi [1933]. The NaHSOa titre was obtained by adding 
ojddizing the excess with Ig, liberating the bound NaHSOg with ^aHC Og and 
titrating with standard 0-005A^ I*. The rates of hydrolysis 
esters were studied by estimating the amoimts hydrolysed by UU alter dO 
and 180 min. in the boiling water bath. These analyses revealed no obvious 
differences between the two substrates. The chemical differences indicated by 
the difference in biological behaviour therefore remain to be demonstrated y 
fractionation and isolation procedures. 
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Glycolysis of Jiexosediphosphaie. The glycolysis of hexosediphosphate was 
studi^ in some detail by Scharles et al. [1935; 1, 2] and by Boyland & Boyland 
[1936]. After the appearance of these publications, however, a paper was 
published by Meyerhof 4; Kiessling [1936-^] which shed new light on the 
glycolysis of this substance by muscle enzyme systems. In brief, it was found 
that triosephosphate, formed rapidly from hexosediphosphate in muscle enzyme 
systems, reacts vigorously with pyruvic acid with the simultaneous formation of 
phosphoglyceric and lactic acids. The phosphoglyceric acid was found to yield 
pyruvic acid with the concomitant esterification of glucose to hexosediphos- 
phate. In this way a continuous production of lactic acid could ensue. The 
reaction involving triosephosphate and pyruvic acid is the key step in this 
scheme. Indeed, it was the &st instance in which the velocity of lactic acid 
formation from supposed intermediates was found to be as rapid as that from 
glycogen itself. It was important, therefore, to determine whether tumour 
extracts are capable of catalysing this reaction. 

Formation of triosephosphate. The splitting of hexosediphosphate into two 
molecules of triosephosphate in muscle extracts [Meyerhof 4; Lohmann, 1934], was 
found to occur also in tumour extracts [Boyland & Boyland, 1935]. We have been 
able to confirm this finding and to show that when tumour extracts are incubated 
with hexosediphosphate a considerable fraction of the organic P is maintained 
in the triosephosphate form. The results of one of five such experiments are 
shown in Table IV. 24 ml. Na hexosediphosphate solution containing 0-881 mg. 

Table IV. Fate of hexosediphosphate during glycolysis by tumour extract 


Phosphate mg. P/mi. filtrate 

^ / 

Time N»n- 


mic. 

Total 

Inorganic 

Triose- 

Organic 

hydmlysable 

0 

0-731 

0-106 

0-009 

0-625 

0-087 

1 

0-737 

0-111 

0-059 

0-626 

0-087 

5 

0*731 

0-117 

0-119 

0-614 

0-086 

140 

0-743 

0-261 

0-149 

0-476 

0-072 

200 

0*768 

0-306 

0-150 

0-463 

0-060 

960 

0-780 

0-663 

0-0 J 6 

0-127 

0-046 


P/ml. were incubated at 50° with 5 ml. tumour extract for the time indicated. The 
reaction was then interrupted by the addition of 4 ml. 40 % trichloroacetic acid. 
The solution was then cooled rapidly and analysed for total, inorganic and easily 
hydrolysable P, and for that hydrolysed in 180 min. at 100° in N HCl. In several 
instances the easily hydrolysable P was estimated after preliminary treatment 
with iodine and sodium carbonate. It was found to be unchanged in each 
instance, a finding which indicated the absence of glyceraldehyde phosphoric 
acid. 

Effect of pyruvate. The rate of formation of lactic acid from hexosediphosphate 
was always increased markedly by the addition of pyruvate when muscle enzyme 
was used, but remained entirely unaffected when tumour enzyme was used. 
These facts are shown by the data in Table V which represent one of six similar 
experiments. The solutions were incubated 2 hr. at the temperature indicated. 
The pyruvic acid was freshly neutralized (with NaHCC^ solution) and added in 
amounts equivalent, molecule for molecule, to the hexosediphosphate present. 

The failure of tumour extracts to catalyse the reaction between triofifephos- 
phate and psrruvate indidates, we believe, a significant difference between i^e 
glycolytic processes of tumour and muscle systems. Whether or not this differ- 
ence is due to the absence of the specific coenzyme which is necessary for this 
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Table V. Glycolysis of hexosediphosphate in the presence of pyruvate 




Hexo8e> 


Lactic a<-!d 



diphoflphate 


formed 

Extract 

Temp. 

mg. P/ml. 

Addition 

mM; 100 ml. 

Rat muHcle 

40' 

0*42 

— 

0-62 



0-42 


0 .18 



0-42 

Pyruvate 

002 



0-42 

Pyruvate 

0-97 

Mouhc Harcoma 180 

40' 

0-34 

— 

0-53 



0-.34 

— 

0-54 



034 

Pyruvate 

0-52 



0*34 

P^’ruvate 

0-.14 

Mouho Bar(‘oma 180 

5.1'' 

0-44 

— 

0-87 



0-44 

— 

0S4 



0-44 

P\Tuvate 

0-84 



0-44 

Pyruvate 

O-S.! 


reaction in muscle [Meyerhof & Ohlmeyer, 1937] remains to be answered 
experimentally. That this is true is indicated by the finding of Boyland el al. 
[1937] that addition of yc^ast coz\Tnase and adenylic acid to tumour extracts 
increase's their gh’^eolytic activity. 

We have found that the rate of lactic acid formation is nearly directly pit)- 
portional to the concentration of substrate and, within rather wide limits, in- 
dejxmdent of the amount of tissue extract added (Table VI, representative data 
from one of three experiments). 

Table VI. Rate of lactic acid formation as affected by the comentrations 
of enzyme aiivd substrate 

Total vol. 4 ml. Incubatcni 3 hr. at 40 


No. 

Sarcoma 180 
extract 
ml. 

Hexoac*- 
diphoBphatv 
mg. P,ml. 
mixture 

lactic acid 
formed 
mJ/ 100 ml. 

1 

2 

0-44 

0-96 

2 


022 

0-54 

3 

2 

01 1 

t)-34 

4 

1 

0-44 

1-02 

5 

0-5 

0-44 

0-91 


There is a fundamental difference between the respective extracts used in 
the two laboratories. Boyland has shown that his aqueous extracts contain 
ooenz}rme-de8troying enzymes which we find are absent from our saline extracts. 
This is suggested by the fact that the tumour adenylic acid deaminase can be 
extracted completely by water, but is absent or nearly absent from saline 
extracts made in this laboratory [Hitehings & Salter, unpublished]. In short, 
our experimental data and those of Boyland bear upon different aspects of the 
general problem. 

Mawson [1936] recently has argued that the chief pathway of lactic acid 
formation by tumour from hexosediphosphate at 52° is via methylglyoxal and 
the glyoxalase system. This conclusion was based on the increased lactic acid 
which resulted from addition of glutathione to the extracts at 52°, although this 
did not occur at 38°. It was bas^, furthermore, on the fact that addition to the 
tumour extract of an acetone powder prepared from kidney decreased the yield 
of lactic add. The latter observation was interpreted as the result of the anti- 
glyoxalase activity of the kidney preparation. It is capable however of a simpler 
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explanation; kidney extracts rapidly hydrolyse hexosediphosphate preparations 
without producing lactic acid. This is shown by the data of Table VII, which 
represent one of two similar experiments. A mixture containing 5*96 mg. P as 

Table VII. Action of kidney extracts on hexosediphosphaie 


Time 

/ 

min. 

Total 

0 

0*650 

10 

0*650 

21 

0*661 

30 

0*666 

45 

0*661 


PhoHphate mg./ml. 


Inorganic Trioac- 

0124 0006 

0*320 0144 

0*402 0*082 

0*534 0*051 

0*595 0*025 


' ^ 

Organic 

l^cti<* acid 
m3//100 ml 

0*526 

— 

0*330 

— 

0*199 

0*01 

0*132 

— 

{HM 

-0*03 


hexosediphosphate and 3 ml. 1 : 2 saline extract of mouse kidney tissue was in- 
cubated at 55°, total vol. 11 ml. At the stated intervals 2 ml. samples were with- 
drawn, added to 8 ml. 6 % trichloroacetic acid, cooled immediately in an ice-salt 
bath, centrifuged and analysed . Parallel experiments were used for the estimation 
of lactic acid. It is obvious from these experiments that kidney preparations 
would reduce the lactic acid formation from hexosedipliosphate by other tissue 
extracts, simply because of their phosphatase activity. 

Discussion 

The finding that tumour extracts fail to catalyse the reaction l)etween triow'- 
phosphate and pyruvic acid which plays such an important part in the accepted 
scheme for muscle glycolysis [Meyerhof & Kiessling, 1935~G] is further confir- 
mation of the opinion of Scharles et aL [1935: 1, 2] that glycolytic reactions in 
muscle and tumour follow different pathways at certain stagers. This conclusion 
is confirmed also by the finding that different products are formed from glycogen 
by the two respective tissue extracts in the presence* of phosphato and NaF. 
With respect to the pyruvic acid mechanism we are in agreement with Tsuzuki 
[1936] who found the mechanism for its formation and utilization (in con- 
junction with glyceiophosphate) to be defective in at least three essential 
stages. 

The glyoxalase mechanism [Mawson, 1936 1 of tumour glycolysis seems to us 
to be of doubtful importance as a physiological pathway, toth because it is de- 
monstrable only at unphysiological temperatures and also bc^cause its occnurence 
in such a wide variety of tissues [Mawson, 1937] indicates that it has little to do 
with the peculiarities of tumour glycolysis. 

Conclusions 

Differences in the pathways of muscle and tumour glycolysis can be demon- 
strated : 

(1) in the properties of the products formed on incubating glycogen with the 
respective tissue extracts in the presence of phosphate and NaP, and 

(2) in the failure of tumour extracts to catalyse the reaction between triose- 
phosphate and pyruvate. 

We wish to express our indebtedness to the Winthrop Chemical Company for 
a generous gift of candiolin (calcium hexosediphosphate). 
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Recent work on the enzymic oxidation of adrenaline has suggested that the 
animal phenolases might play a physiological role in the ina(*tivation of adrena- 
line liberated a.t a(Jrenergie nerve endings [Green & Richter, 1937; Bacq, 1938], 
Since data are available as to the distribution of the chromaffin system in the 
invertebrates it appeared that a comparative study of the distribution of the 
phenolases would help to show if there is any relation l)etween the two systems. 

Heanl & Rap(^r [1933] showed that adrenaline is oxidized by the catechol 
oxidase of mealworms and Neul^erg [1908] described a phenolase in Sepia which 
inactivates adrenaline. The literature contains a nunibcT of other references to 
thf‘ occurrenc(i or absence of phenolases in particular animal tissues jOppen- 
heimcT, 1920; Pugh, 1934) but quantitative data as to the amount of enzyme 
present are lacking and the enzymes are often ill-defined so that it is not clear 
to what extcuit they would oxidize adrenaline. The older workers generally used 
the colour formation on incubating in the air with an oxidizahle phenol such as 
cat(‘chol or quinol as a method of testing for phenolases, but in many cases 
the* pH was inadequately controlled so that the enzymic nature of the oxidations 
described appe^ars doubtful. This method is further unreliable since small 
amounts of reducing substances such as ascorbic acid or glutathione in the tissue 
preparations may prevent the appearance of colour. 

In the pre».sent work the manometric method of measuring the oxygen 
uptake was used. I^eliminary experiments were first carried out with tissue 
preparations obtained from a scries of animals of different phyla in order to 
obtain an approximate* value for the amounts of enzymes of the catechol oxidase 
type which an* present. Homocatechol {3:4-dihydroxytoluene) was used for 
this purpose in pi-eference to catechol as it is more rapidly oxidized by catt*chol 
oxidase and is mon^ closely related to adrenaline and the other naturally 
ocHiiirring catechol derivatives, which generally have a carbon chain attached 
to the catc^chol nucleus. 

Oxidation of homocatechol by animal tissues 

The tissue preparations were made by grinding the tissues for 20 min. with 
sand, adding 2 vol. of M/15 phosphate buffer, centrifuging for 5 min. and making 
the resulting solution up to a known volume with M/15 buffer solution. With 
tissues such as liver which show a rapid spontaneous Og tiptake the extract was 
dialysed and 1/10 vol. M/l*5 buffer then added before diluting. Buffer of pH 7*4 
was used except where otherwise stated. With Aurelia the extract was buffered 
with 1/10 vol. Jlf/1-6 buffer but was not otherwise diluted. The Og uptakes were 
measured by the Warburg method; each cup contained 2 ml. tissue extract and 
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0-2 ml. water or JItf/4 homocatechol solution. The homooatechol was prepared 
from vanillin by reduction and demethylation and had b.p. 135°/12 mm. With 
tissues containing active enzymes the extract was diluted 1 : 6 or 1 : 12 and the 
Og uptake during the first 4 min. was measured. With the relatively inactive 
tissues the extract was used undiluted and the Og uptake was measured during 
1 hr. The Og uptakes are given in Table 1 as /Ltl. Og/g. fresh tissue or blood/hr. 
Individual specimens often showed considerable variation, but the figures given 
nevertheless show the order of magnitude of the amount of phenolase present. 

With the Cancer and Helix preparations the oxidation rate showed a slight 
autocatalytic inen^ase : other systems showed a falling off in the oxidation rate 
after the first few minutes, but the oxidation rates remained in general approxi- 
mately constant during the time of measurement. ‘ Since the plant phenolasc^s 
have been more fully investigated than the animal enzymes four plant tissues were 
included for comparison ; experiments showing the effect of adding U)"’* M HCN 
are also given. 

In these preliminary experiments no attempt was made to study the pro- 
perties of the purified enzymes but rather to observe their activity in the 
presence of the other cell constituents. The purified catechol oxidases are com- 
paratively labile and are rapidly inactivated by the reaction products formed in 
the oxidation of catechol derivatives [Richter, 1934], but the inactivation is 
much less rapid when other tissue proteins are present. Many of the extracts 
showed a red colour during the oxidation, but in some cases the colour was 
masked by that of the extracts themselves. The small Og uptakes, of the ordeT 
of 100 /il. Og/g. /hr., found for many of the tissues in the presence of homo- 
catechol may be ascribed in part to non-enzymic catalysis by traces of heavy 
metals and in part to the cjdiochrome oxidase system which catalyst's the slow 
oxidation of catt^chol derivatives [Green & Richter, 1937; Koilin & Hartree, 
1938, 1], The large Og uptakes, of 3000 or more, observed in several of the arthro- 
pods must be attributed to the very active catechol oxidases (also described as 
“tyrosinascs” or “polyphenol oxidases”) which are known to occur in animals 
of this phylum. 

In the insect larvae the catechol oxidase is pr(?sent in the blood but is 
apparently not confined to the blood since it was found in similar or oven 
higher concentration in the skins which were carefully freed from blood by 
drying on filter paper, washing with water and pressing on filter pap(U’ again. 
The blood was obtained free from contamination by other tissues by holding the 
insects firmly between the finger and thumb so as to forw the blood towards the 
middle and then making an incision in the skin. 

The vertebrate tissues tested were found to be comparatively inactive, 
especially in view of the fact that the estimations were done at 37*^ while 25'’ 
was used for most of the other animals. Apart from the arthropods relatively 
high activity was exhibited only by certain molluscs in which Og uptakes of 
300-500 /il./g./hr. were obtained. This observation of high activity in the 
arthropods and molluscs appeared specially suggestive in view of the recent work 
of Kubowitz [1937] and of Keilin A; Mann [1938] who have shown that certain 
plant phenolases are copper-protein complexes, for it is precisely in the arthro- 
pods molluscs that the copper-containing haemocyanins occur. The systems 
responsible for the oxidation of catechol derivatives in those two phyla were 
therefore selected for study in greater detail: the crab Cancer pagunts and 
the edible snail Helix pomatia served as convenient sources of material. 



Table I. Rate, of oxidation of homocatechol 


ixh 0*/g. ti8Bue,'hr. 







With 





Temp. Tissue 

sub. 

Differ- 

Phylum 

Spc<*ie8 

Tissue 

' C. 

alone 

struts 

ence 

C'OeJentf^ratia 

Actinia equim L, 

Whole animal 

*20 

0 

69 

69 


Whole animal ( + HCX) 

26 

9 

61 

.52 


7'ealia fdim (L.) 

Muscle 

24 

15 

70 

55 


Muscle ( -j- H(’N) 

24 

9 

25 

16 



Meseiiterium 

26 

60 

48 

-12 



Mesenterium ( -t- H( 'N) 

26 

39 

32 

-7 


Aurelia aurita (L.) 

Denser parts 

25 

0 

2 

>2 

Nematoda 

Aftcaris lumbriemdes var. Suis 

Whole animal (pH 7-0) 

37 

51 

100 

49 

Annelida 

Hirudo medicinal ifi 

Whole animal (pH 7 0) 

2.5 

4 

130 

126 


Lumbriem UrreHtns 

Whole animal (pH 7-0) 

25 

0 

55 

55 

Arthropuda 

Odonestin polatona (larva) 

Blood 

25 

0 

5340 

5340 

Skin 

25 

0 

3320 

3320 


LoMtocampa quercifoUa (larva) 

91 11 

Blood 

25 

0 

623 

623 


Skin 

25 

0 

3680 

3680 


If »• 

Hornby £ qucrcun (larva) 

11 11 

V’lswira 

25 

64 

1065 

BKH 


Blotnl 

25 

0 

3310 

3310 


Skin 

25 

0 

8680 

8680 


1* >1 

Emnorpha elpcnor (juipa) 

Viscera 

25 

27S 

3(Hi0 

2782 


Blood 

25 

0 

5130 

5130 


Viscera 

25 

34 

3610 

3576 


Locusta migrntoria (a<lult: migra- 

V’iscera 

25. 

494 

2440 

1946 


tory fihaao) 

Schistorerca gregnria F. (adult: 

Viscera 

25 

192 

1105 

913 


migratory j)hase) 

Dijftdercufi intermediufi Dint. (a<luli) 

Abdomen 

25 

239 

5080 

4841 


Ptriplanfia amencana (adult) 

Viscera 

25 

0 

141 

141 


Cancer pagurm L. 

If 

Blood (pH 7 h>) 

30 

18 

462 

444 


Gills (pH 7*0) 

30 

9 

256 

247 



Hepatopanereas (pH 7*0) 

30 

27 

327 

300 



Leucocytes (|dl 7*0) 

30 

0 

4530 

4530 


liomariiH rubjarin 

Blood ("pH 7*0) 

30 

7 

290 

283 

Molluaca 

flehx oHperm 

Viscera 

25 

23 

409 

446 


Udix pmalia 
** 

Blood 

30 

35 

306 

271 


Hepatopanereas 

30 

48 

120 

72 


Patclh rtdgala L. 

91 

Viscera 

24 

35 

84 

49 


Viscera ( 4 H(’X) 

24 

38 

75 

39 

Kohinoderma 

Echinus esculentus L, 

Intestine 

26 

9 

56 

47 


11 

Intestine ( + HCX) 

26 

er 

1 

56 

49 


19 

Gonads 

26 

0 

0 

0 


AsUrias rubens L. 

Hepatic caecum 

30 

7 

117 

no 


»» 

Hepatic caecum ( -hHCX) 

30 

5 

102 

97 

>'crtebrata 

Hana kmporaria 

Liver 

37 

18 

255 

237 


Intestine 

37 

no 

107 

-3 


Guinea pig 

19 

Liver 

37 

27 

197 

170 


Intestine 

37 

7 

54 

47 


Pig 

Kidney 

37 

72 

107 

35 


Liver (pH 7 U) 

37 

0 

129 

129 



Pancreas (pH 7*0) 

37 

6 

79 

70 


*» 

Heart (pH 7'!)) 

37 

6 

116 

110 



Intestine (pH 7-0) 

37 

10 

66 

56 


tf 

Sheep 

Spleen (pH 7 0) 

37 

24 

51 

27 


Liver (pH 7 0) 

37 

11 

156 

145 


*» 

Pancreas (pH 7*0) 

37 

14 

87 

73 



Kidney (pH 7-0) 

37 

12 

194 

183 



Heart"(pH 7 0) 

37 

6 

121 

115 



Intestine (pH 7*0) 

37 

6 

74 

68 



Spleen (pH 7 0) 

37 

0 

162 

162 


♦» 

Bmin (pH 7 0) 

37 

7 

29 

23 


'Ox 

Thyroid (pH 7-0) 

Liver (pH 7*0) 

37 

37 

0 

17 

m 

114 

in 

97 



Intestine (pH 7*0) 

37 

30 

126 

96 

Plants 

Agaricus eamputris 

Basidium 

25 

35 

>4500 

' 4465 


Cichorium iniybui 

Leaf 

25 

6 

>4500 

'>4495 


Hicinua eonmunia 

Seed 

25 

3 

39 

36 


Salanum tubaroaum 

Tuber 

25 

7 

>4500 

>4493 


89-2 
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Catalytic systems of Cancer pagurus 

Haemolymph system, A system that gave rapid colour formation with 
catechol or homocatechol and O 2 uptakes of 300-800 was present in 

Cancer blood or haemolymph. The activity varied considerably from one animal 
to another. Gills and hepatopancreas were less active than the blood. 

^l./g./hr. 

/ * ^ 




Hepato- 

Blood 


Gills 

panereas 

Catechol 

186 

122 

795 

Homocatechol 

153 

300 

444 


Catechol and homocatechol were used for testing the activity of the pre- 
parations and the Og uptakes were measured at pH 7-0 and 30'^ : otherwise the 
conditions were the same as are described above. The activity showed a marked 
increase on dialysis: two specimens of blood gave with hornocatt^chol (a) un- 
dialysed, 284, 444, and (b) dialysed, 445, 1180 /xl./g./hr. This is apparently due 
to an inhibitor which is removed by dialysis. Similar systems weix^ also found in 
the blood of Hotnarns vulgaris, Helix aspersa and the squid Tjoligo, and similar 
figures were obtained with dialysed and undialyscd sjx^cimens. The system 
present in Cancer blood had the properties of an enzyme in that it was inactivatc^d 
by boiling, by digestion with trypsin, by drying or by treating ^Hth 95 % alcohol. 

Purification, An active preparation was obtained from Cancer blood as 
follows. The animals were cooled to 0® by leaving for a few hours in the i(‘e chest. 
The blood was obtained by puncturing the heart or sevc*ring the dorsal art(»ry 
and was run directl}^ into centrifuge cups cooled to 0“^ in ic*e : each animal gave 
50-75 ml. blood. The leucocytes were centrifuged off and the clear liquid was 
dialysed overnight against distilh'd water at 0°. The precipitates of protein 
containing carotenoid pigments whicli separated was inactive and was cemtri- 
fuged oS, The clear solution containing haemocyanin <larkened slowly on kf^eping 
but remained unchanged in catalytic activity for several weeks when kept at 
0®. Attempts to purify the active system further by precipitation with am- 
monium sulphate, alcohol or acetone gave rise to gelatinous products wliich 
could not readily be centrifuged or filtered. 

The catalytic system appeared to be closely associated with the haemocyanin 
fraction of the blood proteins. Attempts were thert*fore made tf) jmrify the 
system further by the methods used for crystallizing haemocyanins. To the clear 
solution obtained by dialysis as described above 5 % acetic acid was added drop 
by drop with stirring until the solution showed a slight permanent turbidity and 
gave an orange colour with methyl red (pH 4-7). On dialysing again against 
distilled water at 0*^ the protein separated out in the form of a colourless crystal- 
line precipitate. The crystals were small but could be seen to be in the form of 
hexagonal plates when viewed under the inicroscopt?. 

The crystals slowly turned a pale greenish blue at the surface on exposure to 
air. They were insoluble in water but dissolved rapidly and completely in dilute 
salt solutions. A crystalline protein has not previously been obtained from the 
blood of Cancer pagurus. The protein described, while resembling a haemocyanin 
in its ready solubility in dilute salt solutions, diflferad from the haemocyanins 
in being colourless. The aqueous solution showed a very pale greenish colour 
but did not turn blue or give a measurable O 2 uptake on shaking for 5 min. with 
air. Copper estimations showed that the protein contained about the right 
amount of copper for a haemocyanin (Found: Cu, 0-13, 0*12%). The protein 
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showed several points of resemblance to the methaemocyanin obtained by 
Conant et aL [1933] by treating haemocyanins with oxidizing agents: it is 
apparently a modified form of haemocyanin produced during the process of 
crystallization. The purified crystalline protein showed considerable catalytic 
activity when tested in the usual way with homocatechol, the activity corre- 
sponding to that originally present in the blood : the mother liquor from which 
the crystals were obtained showed practically no activity. The activity also 
remained constant on recrystallizing. 


Table II. Catalysis by crystalline copper -protein complex 


(Catechol 

Homocatechol 

Adrenaline 


Dialysed blood (J13-3 mg./2 ml.) 




fil. Oj/hr. 

Qoi 

41.'> 

I2*r> 

170 

5*1 

4 

0*1 


(Vystalline prep. (28 C mg./2 ml.) 




fi\, Oj/hr. 

Qo2 

466 

16*3 

239 

8*3 

12 

0*4 


Although the purified Cancer preparation was very active when tested with 
catechol and homocatechol it was found, surprisingly, that it showed com- 
paratively little activity with adrenaline as substrate. The catalytic activity was 
strongly inhibited by cyanide and also by the copper reagent cupferron. The 
inhibitions found at a concentration of l/200() inhibitor in the oxidation of 
catechol under the conditions previously described were : HCN, 95 % ; NaF, 43 % ; 
cupferron, 69%; sodium diethyldithiocarbamate, 9%; NajjS, 24%: 8-hydroxy- 
(piinoline, 29 % . The activity of the preparation was not appreciably changed by 
treating with dilute acetic acid (pH 3-0) for 4 hr. Under these conditions the 
haemocyanin is known to undergo modification so that the copper, although 
it is still combiiuKl and cannot removed by dialysis, becomes capable of 
catalysing the oxidation of thiol derivatives [Pirie, i931]. In the crystalline 
}>reparatiou the dialysis at pH 4-7 may have alread}" brought about this 
modification. 



Min. 

Pig. 1. Oxidation of homooatechol. ('Conditions as given for Table I. Protein content of pre- 
parations in 2*2 mi.: Agaricus, 1*7 mg.; Cancer leucocyte, 5*9 mg.; ("af?^er haemocyanin, 
28*6 mg.; Helix pomatia crystalline haemocyanin, 12*0; potato, 0*6 mg. 

Cancer lextcocyte catechol oxidase. Experiments with crude extracts of gills 
and hepatopancreas showed that these extracts, unlike the purified preparations 
from oentr^ged blood, catalysed the oxidation of adrenaline. This indicated 
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the presence of a second catalytic system, which was foimd in highest concen- 
tration in the leucocytes. Pinhey [1930] concluded from colorimetric experi- 
ments that crustacean bloods contain a phenolase which is liberated by the 
bursting of the ‘‘explosive corpuscles” of Hardy. In the present investigation 
Pinhey’s observations were confirmed. 

The leucocytes were separated from the blood by centrifuging at 0°, washing 
rapidly with saline and centrifuging again. The extract prepared by grinding with 
sand in the usual manner contained a very powerful phenolase which catalysed 
the oxidation of adrenaline as well as that of cat€>chol and homocatechol ; the 
extract also catah^sed the oxidation of monohydric phenols such as p-cresol. 


Catechol 

Homocatechol 

Adrenaline 


/Ltl. Og/g. ti88iie/hr. 

2820 

4830 

5840 


Qq^ of }»reparation 
{/il./mg. dry 
pM)tcin/hr.) 

49 

83 

100 


The Qq values obtained for the leucocyte preparations were much high(*r 
than with the blood plasma preparations. The enzyme present was similar 
in activity and specificity to the well-known mealworm catechol oxidase. 


Catalytic mjstern of Helix pomatia 

In the snail, as in the crab and lobster, the blood contains a system that 
gives colour formation and Og uptake with catt^chol or homocatechol. Here 
again the system was closely associated vtith the haemooyanin fraction of the 
blood proteins. Crystalline haemocyanin prepared by the method of Dh4r6 
[1919] showed a considerable catalytic activity corresponding to that of the 
blood. The system was rclativ(*ly inactive with adrenaline as substrate. 


Dialysed Ifelir blood (^r\'Htalline haemocyanin 

(14'6 mg. protein in 2 ml.) (12 mg. protein in 2 ml.) 



fil. Oj/hr. 


fd, Og/hr. 


Catechol 

160 

10-9 

134 

11-2 

Homocatechol 

196 

13-4 

176 

14-6 

Adrenaline 

25 

1-7 

30 

2*5 


Catalysis by heavy metals 

That traces of heavy metals c^ catalyse the oxidation of phenols is well 
known (a good review of the literature is given by Sutter [1936]). In view of 
their similarity to the plant enzymes the animal catechol oxidases are probably 
also Cu-protein complexes. The observed catalytic activity of the haemocyanin 
preparations raises the question of how far the activity of the other phenolases 
described in the literature may be ascribed to the specific or unspecific catalysis 
by heavy metals or heavy metal-protein complexes. The activity of the haemo- 
cyanin preparations might be attributed to traces of loosely combined Cu 
present as an impurity in the preparations. It therefore appeared desirable to 
determine the catalytic activity of traces of heavy metals under the conditions 
used throughout and to check this against the actual heavy metal content of the 
preparations. 

For several of the substrates tested there was a large increase in the oxidation 
rate as shown by the colour formation and 0^ uptake on adding C5u, Ni or Co 
at concentrations of the order of 0*1 mg. metal/ml. Of the commoner heavy 
metals tested Fe was comparatively inactive as a catalyst; Cu was the most 
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Table III 

Oj uptakes (/lil./hr.) in the presenct» of heavy metals at pH 7-0 and 30". Kaxh Warburg vessel 
contained 0*2 mg. metal in 2 ml. JZ/lTi phosphate buffer ami 0*2 ml. il//4 Hubslraie. The metals 
wore added in the ffirrn of the sulphates. 


Substrate 

No 

addition 


Fe 

Ni 

Co 

Mu 

Catechol 

2 

4.'> 

12 

no 

6.6 

13 

Homocatechol 

34 

238 

50 

313 

J63 

50 

Adrenaline 

0 

115 

.65 

206 

2.61 

2 

Giitiiacol 

0 

0 

0 

o 

4 

0 

Frotooatx'.chuic acid 

2 

0 

0 

8 

10 

0 

Pyrogallol 

82 

115 

42 

2H6 

218 

76 

Phloroglurinol 

0 

3 

0 

3 

16 

3 

p-Cresol 

0 

0 

0 

0 

<i 

0 

(juinol 

4 

18 

2 

8 

12 

20 

p- Phenylened iamiiK* 

0 

108 

0 

0 

1.3.6 

0 



Oopfier cone. (mg./2-2 ml.) 

Fig. 2. Etfecd of (hi eoncentration on the riite of oxidation. The manometers contained 2 ml. 
MllCi phosphate buflTer of pH 7*0 and 0*2 ml. J//4 substrate. Experiments at 30^ 

active of those present in significant amounts in most animal tissues. Using 
Cu as a catalyst the rate of oxidation increased with the Cu concentration 
(Fig. 2) until high concentrations were reached at which the amount of Cu present 
was comparable with the amount of phenol, when there w^as a falling oflF in 
oxidation rate. The effect of adding gelatin to the system to form the copper- 
gelatin complex depended on the substrate and on th(* Cu concentration, but 
no very large increase in catalytic activity was observed. The gelatin used Was 
purified by the method of Northrop &. Kunitz [1927]. 


Table IV 

Of uptakes (pl./hr.) at different Cu concentrations, with and without gelatin. Conditions as 
in Table III. The figures given for the Cu concentration represent nig. ("?u in each W^arburg vessel 
(total vol, 2*2 ml.). The series marked “Gel,” contained 7 mg, gelatin. 

Cu concentration 

0-02 0-05 O'l 0*2 0*5 1*0 

£7 Gel. 77^1. rr^l. L 7 

102 76 149 100 193 135 238 190 108 177 15 109 

10 25 14 31 20 38 60 63 34 71 0 38 

46 116 — — — 116 190 182 226 37 154 

92 92 — 115 116 133 165 126 220 


Substrate 

Homooatechol 

Catechol 

Adrenaline 

I’yrogallol 
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Although the catalytic activity of Cu is very considerable these experiments 
show that the activities of the haemocyanin and leucocyte systems are 
greater than that of an equivalent amount of inorganic Cu: their activities 
camiot therefore be due to small amounts of Cu present as an impurity in the 
preparations. Inorganic Cu is also much Jess specific in that it catalyses the 
oxidation of ^-phenylenediamine, for example, which is not oxidized by the 
haemocyanin system or the catechol oxidases. This is shown in Table in which 
the specificities of a number of phenolases and pscwdophonolases are compared. 

Table V. Specificity of catalytic systems 
Oj uptakes (fjd. ml./hr.) at 7*0 and 30 '. C^Joiiditions as for Table I. 

Cancer Helix Cancer 

haemo- haemo- leueo- Buffer 



cyan in 

oyanin 

cyte 

Potato 

Agaricns Dolickott 

Cu 

only 

mg. protein/2 ml. 

27-3 

14-6 

5-9 

0*6 

0-3 

3*3 

0 

0 

y-Coppor/2 ml. 

32-8 

32-2 

6*5 

Of) 

0*4 

0*3 

2<X) 

<0*1 

Catechol 

466 

160 

286 

176 

393 

229 

45 

2 

Homocatechol 

189 

196 

490 

415 

385 

139 

238 

34 

Adrenaline 

21 

20 

ri91 

210 

365 

334 

115 

6 

Protocatechuic acid 

0 

2 

3 

16 

1 

5 

0 

2 

Guaiacol 

5 

0 

.5 


1 

— 

0 

0 

p-Cresol 

2 

9 

742 

248 

189 

0 

0 

0 

Phloroglucinol 

2 

5 

0 

72 

1 

3 

3 

0 

Quinol 

12 

19 

12 

36 

61 

20 

18 

4 

Pyrogallol 

231 

122 

260 

185 

263 

76 

115 

82 

p-Pheny1enediamine 

12 

7 

0 

9 

1 

1(» 

198 

0 


The enzymes were prepared from the mushroom Agaricns campestris (basi- 
dium), the legume Dolichos (seed) and potato tubt^r by grinding the tissue with 
sand, extracting with buffer of pH 7-0, precipitating with alcohol and dialysing. 
The Cu estimations which are included in Table V were done colorimetrically 
with sodium diethyldithiocarbamate. 

The large differences in the specificity of the systems towards differc^nt sub- 
strates are very striking, and are sufficiently well-defined to l>e used for identi- 
fying them. The Cancer leucocyte enzyme shows a specificity similar to those of 
the mushroom and potato enzymes. Inorganic Cu differs both from the pheno- 
lases and from the haemocyanin systems in specificity, but in catalysing the 
oxidation of jo-phenylenediamine it resembles the cytochrome systtmi ; on other 
grounds there is evidence that the cytochrome oxidase is a Cu -protein complex 
[Keilin & Hartree, 1938, 2]. 

Discussion 

(a) Catalytic activity of Juxcmocyaniris, Catechol and homocatechol gave 
rapid Og uptakes accompanied by colour formation when shaken with the blood 
of species of Cancer, Homarus, Loligo and Helix, The natural inference was that 
this was due to phenolases in the blood, and this appeared to be confirmed when 
the systems were found to be thermolabile and to show other enzymic projKjrties. 
Attempts to purify the phenolases then led to the preparation of purified 
specimens of haemocyanin or Cu-protein complexes derived from the hacmo- 
cyanins, one of which was obtained crystalline. Crystalline Helix haemocyanin 
also showed considerable phenolase activity. It appeared possible that the 
catalytic activity might be due to traces of very active phenolase present as an 
impurity, but this became improbable when it was found that the activity of the 
haemocyanins remained constant on recrystallization and was higher than that 
of the unpurified blood proteins. It could be shown that the catalytic activity 
of the haemocyanins was not due to inorganic Cu contained in the preparations 
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since an equivalent amount of Cu was much less active and less specific as a 
catalyst than when combined in the form of haemocyanin. It is therefore con- 
cluded that the haemocyanins are themselves catalytically active and can act 
as /)«et/^/ophenolases. This p^#fimtophenolase activity of the haemocyanins is 
comparable with the jjsetLdopoTOxido,^ activity of the haemoglobins. 

Kxj)eriments on the mechanism of the catalysis indicated that a modified 
form of haemocyanin, possibly methaemocyanin formed during the experiment 
by the action of traces of or^/toquinones, is more active than haemocyanin itself 
since (a) the oxidation curves were autocatalytic in shap{% (b) the modified form 
of haemocyanin produced by treatment with acid was (*(|uall 3 '’ active and 
(c) adrenaline, the or/Aoquinone of which is very labile, was not appreciably' 
oxidizc^d. 

The catalytic activity of the haemocyanins is much lower than that of the 
catechol oxidasfis, but it is sufficient to give a strongly positive phenolase test 
by the colorimetri<* method and to account for the apparent phenolase activities 
of a numlxT of arthropod and mollusc tissues. 

(6) Distribution of phenolaseji. Catechol oxidases are present in a numl)er of 
arthropods, including the crab Cancer pagurus where the enzyme occurs chiefly' 
in the leucocytes. Active phenolases of this ty'pe were not found in animals of 
any othtu- phylum. The nuralx*r of animals tested is small, but in those hitherto 
tested apart from the arthropods the results show that if any catechol oxidase 
is prewnt the amount must b<^ comparatively small. 

The liti'rature (joutains many' n^ferences to the existence of phenolases in 
other animal phyla 1 Oppenheiraer, 192fi], but the colorimetric technique has 
generally l)een used for showing their prestuice. By the colorimetric method the 
general practice has been to incubaU* the tissue extracts at alkaline reaction and 
with an oxidizable phenol such as ‘‘dopa" and examine the extracts after 
12-24 hr. for colour formatiem [Bloch, 1917; Pugh, 1933]. Colour formation 
under these conditions is an extremely sensitive test which may be given by a 
numlxu* of different tyjxjs of cataly''sts. A phenolase which is so inactive that it 
can b€‘ detected only’ in this wav must have quite a different order of activity' 
from the arthropod or plant enzymes, w hich give high values and a colora- 

tion with homocat<*choi at pH 7*0 and 25^ in less than a minute. 

The present observations on the p^cadophenolase activity of Cu-j)rotein 
complexes show that colour formation in the pi'esence of an oxidizable phenol, 
even w'hen supported by evidence of thermolability, cannot be taken as sufficient 
evidence of the existencH^ of a phenolase. Thermolability is unreliable* as a criterion 
of the enzymic natuiv of a phenolase as small amounts of heaw metals may 
remain adsorbed on the protein and so may be removed from solution when a 
protein is coagulated; Stotz et al, [1937] showed that artificially prepared Cu- 
protein complexes resemble enzymes in their thermolability'. Cu is present in 
many animal tissues in sufficient amounts to catalyse the slow oxidation of 
catechol derivatives; Cunningham [1931] found as much as ()• 1-0*9 mg. Cu/g. 
in a number of animal tissues while 0*025 mg. Cu/g. is sufficient to give a positive 
colorimetric ‘‘phenolase’’ t-est with “dopa”. 

It has recently been shown that the cytochrome oxidase system which is 
present in many animal tissues can also catalyse the oxidation of catechol 
derivatives [Green & Richter, 1937 ; Keilin & Hartree, 1938, 1]. In view of these 
observations the enzymic nature of a number of the phenolases described in the 
literature would appear to be doubtful. 

(c) Physidogi^ function of phenolases. The available evidence gives no 
support to the view that the catechol oxidases are in any' way related to the 
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chromaffin system in their function. The hight^st phenolasc activity was found 
in the arthropods, in which no chromaffin system has been found , while Lumbricus 
and Hirudo which have well-defined chromaffin systems showed little phenolase 
activity. 

There seems no reason to believe that the p^set^dophenolase activity of the ‘ 
haemocyanins is of any physiological significance. The very active phenolase of 
Cancer leucocytes, on the other hand, may be expected to come into action by 
the disintegration of the corpuscles when bleeding owing to an injury occurs 
fPinhey, 1930]: the rapid darkening of the shod blood gives evidence of the 
activity of the liberated phenolase and this is seen particularly clearly with 
Maia squinado and many insects in which the blood rapidly turns nearly black. 
The physiological function of the phenolascs may pt*rhaps be sought in the 
properties of the o?’^^quinones to which they give rise, such as their activity as 
respiratory carriers or their bactericidal action. 

Summary 

1. A number of animal tissues have been examined for the ])resence of pheno- 
lases of the catechol oxidase type. 

2. A crystalline Cu-protein complex which is catalyti(^ally active has bcnm 
obtained from the blood of Cancer pagurus. 

3. Haemocyanins and other Cu-protein complexes can act as pwMrfopheno- 
lases: they are mainly responsible for the apparent plu'iiolaso activity in a 
number of arthropods and molluscs. 

4. The cataljiiic activities of Cu, Fe, Co, Ni and Mn in th(‘ oxidatif>n of a 
series of phenols have been examined. 

The authors wish to thank Sir Frederick Hopkins and Prof. F. Uolla for 
their interest and Dr G. Fraenkel for a gift of animals. One of us (K. 13.) wishes 
to express her gratitude to the University of Bombay for the award of Springer 
Research and Sir Mangaldas Nathubhai Scholarships. 
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Tn recent work two functions have been suggested for the enzvane system which 
('atalyses the oxidation of su<*cinat€' to fumarate in many animal tissues. In 
muscl(* and in kidn(»v tlie oxidation of succinat<‘ to fumarate appears to b<‘ 
a stt^) in a cycle of reaitions involved in the oxidative breakdown of lactate 
and pyruvate or of triose |T<M‘nnieHsc‘n & Brinkman, 1930: Elliott & Schrof*der, 
1934: Elliott et al. 193.) : Elliott & Greig, 1937: Krebs. 1937 1. According to 
Szent-Gvdrgyi and his collaborators je.g. Szcnt-Gydrgyi, 1935, 1937] th(* 
succinate-fumarate system occupies a central position in the system of oxidation- 
reduction catalysts which are responsible for tissue respiration, i.e. for the 
oxidation of cell inetabf»lites in general. The enzymes (toncern(‘d in succinate 
oxidation are knowTi to Im‘ widely distributt'd and to occur in high activity in 
some tissues [Battelli & Stern, 1910]. However, in two typers of tumour tissue 
which respired at a rate comparable with that of normal tissues, Elliott fM/.[ 1935] 
found ])raotically no succinate-oxidizing activity. It therefore seemed that useful 
information conc'erning the mechanism of tissue respiration wrould lie obtained 
by a quantitative survey of the su(Jcinate-oxidizing activity and of the enzymic 
components responsible for succinate oxidation in various types of tissue. The 
results of such a survey are here presented. 

It is gentTally acwpted (Szent-Oyorgyi, 1924: Fleisch, 1924: Keilin, 1929] 
that the oxidation of succinate occurs under the influence of two enzymes and 
a “carrier'’. One of the enzymes, the dehydrogenase, is specific for succinate 
and under its influence succinate? c?an be oxidized to fumaraU* while methylene 
blue, for instance*, accepts H atoms and is reduced to leucomethylene blue. In 
ordinary circumstances, without methylene blue, the H acceptor is oxidised 
cy'tochrome. Th<* cjifOchrome thus reduced acts as a H carrier and is reoxidized 
by molecular Oj under the influence of the long known “indophenol oxidase " 
which Keilin [1929] has identified with the “respiratory ferment'* of Warburg. 
Following the usual terminology for enzymes, this enzyme is best described as 
“o}i)ochrome oxidase’* sinct* cytochrome is the only known substrate for it. 
jj-Phenylene diamine and the “Nadi reagent** (dimethyl-ji?-phenylenedia- 
mine-fa^naphthol) have been mentioned as substrates for this enzyme, but it 
seems clear (see telow) that these substaiices also are oxidized through the 
mediation of cytochrome. 

For the purpose of this paper the following terms will be used: 

**8iiocinoxidaso** will mean the entire aerobic succinate-oxidizing complex of oxidaee, cyto- 
chrome and dehydrogenase. 

“p-Phenylenediamine oxidase” will mean the j>-phenylen©diamine-oxidizing complex of 
oxidase and oytochromo. 


( 1407 ) 
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“The oxidase “ will mean cyto(?lirome oxidase. 

“The dehydrogenase” will mean succinic dehydrogenase. It seems certain that no separate 
coenzyme is involved in this dehydrogenase activity [Boyland & Boyland, 1934; Andersson, 1934], 

Rosenthal [1937] has suggested that the determination of the rate of suc- 
cinate oxidation in very thin slices of tissue could he used as a means of obtaining 
a minimum estimate of the respiratory ferment in intact tissue. While the 
determination of the activity of the succinoxidase in intact cells can best lx* 
determined in this way, it will he shown below that the full activity of the 
respiratory ferment is not displayed unless there is excess of the dehydrogenase 
and cytochrome present in the cells. Estimates of the full respiratory ferment 
activity of various tissues have been made by determination of the rate of 
p-phenylenediamine oxidation by broken up tissues in the pre8en(*c of excess 
cytochrome. 

Experimental 
Oeneral methods 

Except in a few specified experiments the tissues studied were prepared by 
“homogenization” of known weights of tissue in definite volumes of MjlO 
phosphate buffer, pH 74. The apparatus recently described by Potter & 
Elvehjem [1936], which reduces tissues rapidly and conveniently to a fine sus- 
pension which can be pipetted , was used. In most cases the tissue was chopp€*d up 
with scissors whilst muscle was passed through a Latapie mincer, lx*fore homogeni- 
zation. With some rather tough tissues the homogenization took several minutes 
and the homogenizer tube was kept cool in ice wato. It was 8oraetim(*8 difficult 
to break up the last few pieces of tissue without continuing the homogenization 
for a long time; the weight of these pieces was determined and deducted from 
the total amount taken. Tissues from freshly killed animals wore used; the 
suspension was kept in a refrigerator between experiments and it was used only 
during the day on which it was prepai-ed. The suspensions contained amounts of 
moist tissue ranging from 50 mg. (heart, liver, kidney) to 200 mg. (spleen, 
tumours) per ml. With many tissues it was necessary to take material from a 
number of rats to obtain enough suspension for a set of experiments. In every 
experiment samples of the chopped tissue before homogenizing were weighed and 
dried at 100-110°, to determine the wet weight/dry weight ratio. 

For the determination of O .2 uptake rates, simple Barcroft differential mano- 
meters were used [see Dixon, 1934]. The vesseds contained air and a total of 3 ml. 
fluid, of which 1 ml. was M/IO phosphate buffer, pH 7*4, added separately or 
with tissue suspension. Homogenized tissue suspensions were introduc?ed by 
pipette ; in experiments with minced or chopped tissue this was weighed in the 
dry vessel before adding the solutions. The taps were closed 6 min. after im- 
mersing the vessels in the bath at 38° and readings were taken every 6 min 
for 25 min. The rate of shaking was 132 oscillations/min. and it was found that 
O 2 uptakes of well over lOCX) /xl./hr. could be measured without uncertainty due 
to diffusion effects. In general, amounts (0*25-2 ml.) of tissue suspension were 
chosen such that the O 2 uptake was well below 1000 /Ltl./hr. In the large majority 
of experiments the Oj uptake/time curve was linear, at least after the first 5 min. 
The rate was taken from the linear part of the curve or in the few cases where the 
rate fell off appreciably the initial rate was accepted. 
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Hwcinoxidase 

For the estimation of succinoxida.se activity, ecjual amounts of the suspension 
were pipt*tt<*tl into both vessels of the Barcroft manometer and ncnitralized 
succinic acid solution was measured into the right-hand vessel. No alkali papers 
were put in the inner cups since no CO 2 is evolved in the oxidation of succdnate 
to ftimarate. Elliott & Sohroeder 11934J showed that kidney slices oxidized 
fumarate rapidly, while* with finc'ly minced kidney practically no oxidation with 
fumaratc^ took place though the succinic oxidation still occurred rapidly. 
Ex|:K*rimc^nts with homogenized kidm-y, muscle, and other tissues, showed that 
no appreciable oxidation of fumarate* occurred with the amounts of tissue used 
and at the concentratiem of fumaraU* which was likely to be pres(*nt.^ 

In ordfT to obtain a comparisrm of the suceinoxidase activities of various 
tissues, it was first necessary to determine the conditions under which maximum 
activity would lie observed in any tissue. While disintegration of tissue does not 
destroy succinox blase, it is known [e.g. Lt'hmann, 1920] that violent shaking 
dcx*s inactivate it. With tissues having high activity, experiments showed that 
tlu* activity obs**rved aft.<*r homogenization by Elv(*hjem*s apparatus was 
greater than with minced or chop|K'd tissue, probably owing to bt*tter dispersion. 
With several tissues having low activity, homogenizing did decrease* the activity 
somewhat: it is possible that the violent breaking up of these* tissues which were 
all rather tough has some destructive effect on th(* t‘nzymes appreciable in 
comparison with the small activity of thesi* tissues (see Table 1). 

Potter & Elvehjem [1937J carri(*d out some measurements of suceinoxidase 
a('tivity, but the results giv’cu by them are considerably lower than tho.se 
report(*d 1k*1ow (e.g. for rat kidney and liver susjKuision th(*y found Og uptakes 
n‘sj)e(jtiv(*ly of 5932 and 3895 /xl./hr. per 1000 mg. ti.s8ue, against our figures of 
22,OOCt-33,2(Kl and 13,3iKb-24,0(X)). Possibly their methcKl of using only 1 ml. 
of fluid iii.sU*fMl of 3 ml., in order to facilitate diffusion, was not quite satisfactory 
with th<* high concentration of tissue (40 mg.) which they used. They found that 
th<* maximum Oo uptake occurred with 0-3 succinic acid in the medium. In 
this work with all the tissues studied the optimum concentration was found to 
be about 0-9 and this concentration was in general used, though in most 
case,s the Og uptake was measured at two or more diffen*nt concentrations. The 
rati*, was often appreciably smaller with 0*6% or less, or with 1*2 succinic 
acid. 

It is known that brcaking up a tissue into a suspension lowers the respiration 
ttonsiderably compared with the respiration of thin slices. Elliott & Schroeder 
(1934J 8uggc*sted that this is due to a dilution of cotuizymes etc. and Krebs 
[1935] and Potter & Elvehjem [1936] showed that with a suspension the rate of 
respiration per unit weight increases with increasing concentration of tissue.- 
However, Potter and Elvohjera [1936] found that, unlike the i-esidual respiration, 
the suceinoxidase activity" of tissues per unit weight is independent of the con- 
centration of the tissue. We have confirmed this with all the tissues studied, by 
varying the amount of tissue in the 3 ml. of medium ; also, in two expe'riments, 
the* same rate of Og uptake was observed with equal small amounts of liver 

* In later experiments it was found that fumarate increased the O, uptakes when higher 
conc^ent^ation8 of tissue were used. The extra 0* uptake was largely balanced by extra CO* 
evolution. 

* With the very dilute suspensions in phosphate buffer solution used in this work, the 0, 
uptake in the absence of added substrate varied between 0 and 20 fd. in the 25 min. exx)eri mental 
period. 
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tissue in 3 ml. or in only 1 ml. of medium. Nevertheless, the succinoxidase 
activity was determined with two or more concentrations of tissue in nearly 
every case. 

It was found that the activity of a liver, kidney, or heart tissue suspension 
sometimes, but not always, increased up to 35 % (70 % in one instances) during 
1 or 2 hr. standing in the refrigerator. After this period tht' activity remained 
constant for a long time. Presumably slow solution of constituents of the 
tissue results in the better dispersion of some constituent of the enzyme system. 
In nearly every case the succinoxidase activity was determined at least twice, 


Table 1 . Svccimxidafie activities of rat tissues 


Succ(,/oa 





Moan of 




homogenized 

Tissue 

Preparation 

On moist wt. 

On dry wt. 

Whole kidney 

Homogenized 

33-2. 30-4, 22*6. 18-9 

112 

Liver 

Latapie minced 

13*91 



Homogenized 

20*2f 24*0, 13*3. 26*8, 21*8, 16*1, 13*8 

66 

Heart 

Chopped 

7*31 



Homogenized 

18*4) 12*8, 12*9, 130. 12*1, 13-2 

62 

Whole brain 

Ground to paste 

3*91 



Homogenized 

3*8) 4*2. 3*7. 3*2, 3*.>, 4*0, 4*6. 4 :i, 6* 

2 18 

Testis 

Ground to paste 

1*61 



Homogenized 

1*9) 1*6, 1*2. 1*7. M, 1*9, 2*0, 1*7 

13 

Adrenal 

Homogenized 

3*6 

11*7 

Lung* 

(''hopj)ed 

0*6 1 

... 


Homogenized 

1*8) 1*8, 0*9 

7*6 

Skeletal muscle 

Latapie minced 

2*5 1 3*1) 2*4) 

— 


Chopped 

2*3 



Homogenized 

1*5) 1*7) 1*4) 1*9, 1*3 

6*6 

Thymus 

Chopped 

0*51 

— 


Homogenized 

0*33 

Ifi 

Pancreas 

Cho})ped 

0*241 0*131 



Homogenized 

0*0 t 0*02) 

0 

Spleen 

C-hopped 

0*131 



Homogenized 

O ief 0*23, 0*04, 0*09 

0*6 

Bloodt 

Laked 

0,0 

0 

Whole foetus 

Chopped 

0*73 1 



(1-1 g. each) 

Homogenized 

l*90f 

17*4 

Jensen sarcoma 

Chopped 

06tl 



(intramuscular) 

Homogenized 

2*1 f 2*7, 2*1 

13 

Jensen sarcoma 

Homogenized 

2*0 

12*9 

(subcutaneous) 




Flexner Jobling 

Homogenized 

2*0, 0*4 

12*8, 2*1 

carcinoma 




Walker No. 266 

Chopped 

0*08) 

■■■■ 

carcinoma 

Homogenized 

0 [ 0*1, 0*1, 0*16, 1*0 

0*6, 7*2 

Philadelphia No. 1 

Chopped 

0*131 


sarcoma 

Homogenized 

0*11) 0*40,0 

10 

Spontaneous mam- 

Chopped 

0*21) 

- 

mary carcinomata 

Homogenized 

0*03 ) 0*18 

0*6 


* The Oj uptake ratoe of rat and rabbit lungs with snocinate fell off rapidly with time, 
t The bloc^ was taken from the hearts of etherized animals and run into water containing a 
trace of heparin. Tests showed that neither traces of ether nor of heparin affected succinoxidase. 
X Tissue clumped together and rate fell off rapidly. 
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Table 1 1 . Surcinoxidfm' activities of rabbit arid other tissues 


vSiH C Vo, 


Tissue 

Preparation 

On dry Vt. 

Rabbit kidney cortex 

Homogenized 

fio-T 

Rabbit kidney medulla 

Homogenized 

24-5 

Rabbit liver 

J^tapic^ mim^ed 

34-.'> 


Homogenized 

;i«-2 

Rabbit ht^art 

Homogenized 

loO 

Rabbit lest is 

Hf Imogen ize<^l 

9-2 

Rabbit Jung 

('hopjHMl 

<)•! 


Homogenized 

S-3 

Rabbit skeletal muscle 

l^atapie minced 

21 


Homogenized 

l-f) 

(1m-k embryo 

(?hO]JptMl 

0-7 

(7 ilay) 

Homogenized 

2-0 

Ox retina 

Intaet 

103) 3-91 


Homogenized 

101 f ll-Of 


at intervals of 1 or 2 hr. When this was not eonvenienl the determination was 
inad(‘ 2 or 3 hr. aftt'r preparing the suspension. 

To express siieeinoxidast^ activity the term Suec will be used where 


Slice 


/xl. Clj taken up in the oxidation of sufcinato 
hr. > mg. tiRBuo 


Tables I and 11 give' the activiti(‘s found in a numlx*r of tissues. The results 
an* (lalculat^'d on the moist weight and on the dry weight of tissue taken, tin* 
dry weight Indng dediu^ed from the wet weight /dry weight ratio of the se- 
paratf'ly dried 8amf>le of tissue. 

It will Ik* 8<'en in Tables I and II that th(' distribution of activity is ve'ry 
similar in the tissiif\s of the rabbit and the rat. According to their succinoxidase 
activities the tissues fall roughly into three groups. (1) Kidney, liver and ht*art 
muscle have very high activities.^ (2) Brain, testis, skeletal muscle, lung, adrenal, 
retina, Jensen sarcoma and Flexner-flobling carcinoma, have fairly low activities. 
(3) Thymus, pancreas, spleen, blooil, Philadelphia No. 1 sarcoma (usually). 
Walker No. 2o() carcinoma, and two spontaneous mammary carcinomata (rat) 
have only a trace of activity or none at all. Batt(*lli & SU*rn [1910] noted the 
high activities of kidne}", livt»r and heart, but the activities observed with the 
crude methods available to them were several times lower than those now 
found. At pn*sent there does not seem to be any clear connexion between 
metabolic activity and succinoxidase ac^tivity. It is interesting to find tissues 
with normal respiratory activity but with practi(*ally no succinoxidase, as with 
spleen and st'veral tumours. Absemee of sticcinoxidasi' is not a definite char- 
acteristic of canct^r tissue since some types of tumours, e.g. the .lensen sarcoma, 
always have definite activity. Fleiscii [1924] and Boviand & Boyland [1936] 
have also found succinoxidase in the Jensen sarcoma. It does not seem to bt* a 
characteristic even of a single strain sinci* with the Walker No. 256 one crop® 
was found to be quite active. 

* The activity of these tiwues is so high that very dilute suspensions of them are useful as 
quickly obtainable preparations of “succinoxidase” for use in mugh estimations of succinate. 

* For a set of experiments with small tumours, five or six young tumours implanted at the 
same time in several rats from one tumour were used. 
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The dehydrogenase 

The succinoxidase activity as mt^asured in the previous section is liable to 
be limited by the amount of any one of the components of the catalytic^ system. 
It was of interest, therefore, to obtain separate estimates of the specific suc- 
cinate enzyme, i.e. the dehydrogenase, by an adaptation of the well-known 
methylene blue reduction tt^chnique of Thunberg. In the reduction of methylene 
blue no Og activator or (;arrier is concerned and only the rate of H transfer from 
succinate to methylene blue under the influence of the dehydrogenase is 
measured. 

The Thunl^erg tubes used were of the Keilin [1929] type with a bulb in the 
stopper. The stopper bulbs contained 0*5 ml. 0*703% methylene blue, this 
concentration being chosen so that 0*475 ml. contains methylene blue equivalent 
as H acceptor to 10 /xl. Og. The main tube contained a total of 2*5 ml. fluid 
consisting of tissue suspension in Jf/lO buffer, neutral succinate solution, wat el- 
and enough extra buffer to make with the tissue suspimsion a total of 1 ml. 
phosphate buffer (Jlf/10, pH 7*4). Control tulx»,s contained the same additions 
with water instead of succinate solutions. Up to 10 iul>es were evacuated 
simultaneously by means of a brass tube with 10 side tulnvs, connect(‘d to an oil 
suction pump and manometer. The tubes were evacuated three times and refilled 
with Ng freed from Og by passage thi*ough a tube of hot copjMT wire fragments. 
They were finally evacuated, firmly closed, and th(‘ side tulx\s filled with water. 
In order to prevent the tissue from settling out, the tubes were ftx(*d into a 
series of clips on a horizontal bc*am which was attac^hed to the shaking aj)pai atu8 
of an ordinary Barcroft manometer tank; the tubes used were Iwnt through an 
angle of about 40° and the clips were fixed at such an angle that the main parts 
of the tubes were nearly horizontal and the motion of the shaken k(*pt the 
contents of the tubes well mixed. The main i)art8 of the tul>e8 were imm(T8('d 
in the bath water at 38°. The tubes were shaken in the bath for 1-3 min. before 
mixing the methylene blue at zero time. 1 min. was found to be sufficient to 
bring the fluid almost to the tem})erature of the bath. In o])en test tubes, 
mixtures were made of the same amounts of tissue susjxmsion and buffer as in 
the Thunberg tubes, with water added to make a total of 3 ml., and 0-025 ml. 
of the methylene blue solution were added. Thes(? comparison tiibt*8 were 
frequently shaken with air to keep the methylene blue oxidized. Tht* time* of 
reduction was taken as the time when the colour in the ThunbiTg tulx* 
matched the colour in the comparison tube containing the same amount of 
tissue. 

The activity of the succinic dehydrogenase will be expressed by th(‘ term 
Succ where 

Succ 0 e quivalent of mofch yiene blu e reduced by the succiimtc syHtem 

Vmb jjj., X mg. tissue 

whore = Og equivalent of the total methylene blue reduced, 

<=time in min. for reduction in the absence of succinate, 

= ^ for reduction in the presence of succinate. 

—fraction of total methylene blue reduced which is reduced by 
succinate, 

weight of tissue in mg. 



DISTRIBUTION OP SUCCINIC OXIDASE 


1413 


Table III. Exampka of the deknnimtion of succinic dehydrogenase 
activity of homogenized rat tissues 


Tissue 

rag. 

moist 

t 


Qyiu 

Kidney 

20 

CO 

8, 8,8 

3*8 

10 

CO 

15, 15 

4*0 


5 

00 

38, 38, 43 

3*0 


2l» 

6 hr. later 

CO 

8, 8, 8 

3*8 


10 

oc 

13, 16, 16 

4*0 


5 

00 

32, 34, 34 

3*7 

Liver 

50 

109 

6, 5*5 

20 


25 

3604 

12. 12 

1*9 


12-5 


23. 26 

2*0 


12-5 

3 hr. later 

X 

27, 27 

1*8 

Heart 

50 

210 r 

3*0, 3*0 

3*4* 


25 

350 :t 

6,6 

3*9 


12*5 

CO 

10*5, 10*5 

4*6 


12*5 

(Xj 

12, 11*5 

4*1 


0*25 

X 

25, 26 

3*8 


3*13 

X 

67, 67 

2*9t 

Brain 

100 

3.1, 40 

5*5, 5*5 

0*95 


50 

126, 141 

12*5, 13 

0*86 


25 

0tK)4- 

26, 26 

0*88 

Testis 

200 

23, 21*5 

8*5, 8*5 

0*22 


1(K) 

60, 61 

20, 19 

0*20 


50 

425 ± 

43, 39 

0*26 

Lung 

2(H) 

27, 35 

7,7 

0*37 

100 

171 ± 

34,34 

016t 


50 

X 

83,83 

0*l6t 


Tissue 

mg. 

moist 

t 

1 Slice 

Succ Gmb 

Muscle 

200 

23, 28 

8*5, 8*5, 8*5 

0*24* 


100 

77, 84 

14*r>, 14*5, 14*5 

0*34 


50 

:2(J0i. 

24, 21*5, 22 

0*47 


100 

4 hr. later 

72, 75 14, 14*5 

0*34 


50 

2(H) j:: 

23, 23 • 

0*46 


25 

500 Hr 

51, 51, 49 

0*46 

Spleen 

200 

10*5, 10*5 

7,7 

0*14* 

1(K) 

32, 32 

12, 12 

0*31 


50 

155 jL 

29, 28 

0*34 

Blood 

240 

X 

X 

0 


120 

X 

X 

0 


60 

cc 

X 

0 

Jensen 

133 

.')(», 40 

15, 15, 16 

0*20 

sarcoma 

70 

120, 120 

38, 31 

0*18 


35 

X 

105, 89 

0*12t 

Walker 

195 

40,48 

19*5, 14*5 

0*11 

No. 256 

98 

ISM) I 

49, 59 

0*08 

carcinoma 

Phila. 

200 

7*»i, b’l) 

5*5, 5, 5*5 

015* 

No. 1 

160 

25, 29 

8, 8 

0*33 

sarcoma 

100 

86. 74 

22*5, 22*5 

0*19 


80 

108 i 

46, 40 

0*09t 


Ai’ovirato determination tif the reduction time with HpUM?n is difficult due to the large amounta 
of haemoglobin present which is reduced in the vacuum tubes and ovygenated in the comparison 
tubes. 

* The method often docs not show the maximum activity when the reduction time is very 
short. 

t With long reduction times inactivation of the enzyme wems to occur. With lung thia is 
particularly marked. The HuccinoxidastJ activity of lung (rat and rabbit) also falls off rapidly in 
aerobic ex^riinents. 


Table IV, Succinic dehydrogemst activities of homogenized rat tissues 


^^«cc Succ Qsm* 


Tissue 

On moist wt. 

Mean 

on dry wt. 

Tissue 

On moist wt. 

Mean 
on dry wt. 

Kidney 

3*9, 2*2 

12*9 

Muscle 

0*42, 0*51, 0*59 

21 

Liver 

2*0. 1*3, 1*8, 1*4 

51 

Spleen 

0*25, 0*31, 0*32 

1*3 

Heart 

3*4, 4*1 

17*1 

Blood 

0 

0 

Brain 

0*81. 0*88 

3*9 

Jenson sarcoma 

0*20, 0*22 

1*3 

Testis 

0*16, 0*23 

1*5 

Walker No. 256 

0*06, 0*10 

0*5 

Lungt 

0*32, 0*38 

1*8 

carcinoma 

Phila. No. 1 
sarcoma 

0*22 

1*3 


* Widely variant results, see footnotes to Table VII, omitted, 
t Uncertatn, see footnote to Table 111. 

Biochem. 1938 xxxti 


90 



1414 


K. A. C. ELLIOTT AND M. E. GREIG 


Under the conditions chosen for these experiments, M *= 10, 
whence Succumb 

or when the reduction by the tissue alone is very slow compared with the time 
in the presence of succinate, i.e. when t is much greater than > 

Succ • 

This formula is of course only an approximation, sinci' it is assumed that the 
rate of reduction by substrates in the suspension is unchanged by the presence 
of succinat(5, and that the rate of reduction by succinate? and other substrates is 
independent of the methylene blue concentration. Further uncertainty may be 
introduced by adsorption of the dye on tissue particles, and by progressive 
inactivation of both the succinic dehydrogenase and the other reducing me- 
chanisms. However, the method serves to give a rough comparison of the 
dehydrogenase activities of the various tissues. Wliile the time of reduction 
without succinate (t) tends to increase very rapidly with dilution of the tissue, 
the succinic dehydrogenase activity as measured by this methcKl is usually 
approximately proportional to the amount of tissue. Occasionally rather wide 
variations in Succ were found, especially with tissues of low activity, or 
when the reduction time was very short or very long. No ap}>reciable change^ in 
activity was noticed in suspensions kept in the ice box for a few hours. Table III 
illustrates these points. The optimal concentration of succinate was found to 
be about 0*2-0*5%; with very low concentrations the maximum rate is not 
reached, and higher concentrations cause definite inhibition. It will be noticed 
that the optimal concentration of succinate is lower for the reduction of methy- 
lene blue than for O 2 . It is possible that excess succinate causes over-saturation 
of the enzyme surface preventing access of the dye, while with Og the reaction 
with the carrier and oxidase is so much more rapid that succinate is nmioved 
from the dehydrogenase surface rapidly enough to prevent oversaturation at this 
concentration. 

For routine determinations, 10 mg. succinic acid in the 3 ml. (0*33%) were 
used. Tubes were set up in duplicate or triplicate and two or more different 
amounts of tissue were used ; usually amounts which would give reduction times 
8-35 min. in the presence of succinate were chosen. In Table III (*xampk*8 of 
dehydrogenase determinations are shown and the results of determinations on a 
number of tissues are summarized in Table IV. 

The value for Succ is always much lower than Succ Qq [see also Bach & 
Michlin, 1927 ; Wieland & Frage, 1929], which indicates that the reaction occurs 
less readily with methylene blue than with the natural carrier, cytochromt*. 
The various tissues fall roughly into the same order according to dehydrogenase 
activities as they do according to their complete succinoxidase activities. How- 
ever there is no constant relation between Succ and Succ Qq , a point wliich 
will be discussed further in a later section. * 

p-Phent^lenediamine oxidase 

BattelU & Stern [1912, 1] showed that all the tissues of higher animals have 
the power of oxidizing p-phenylenediamine and showed the variation of activity 
between different tissues. Several authors [Holmes, 1930; Penrose & Qiiastel, 
1931 ; Quastel A Wheatley, 1932] have used the rate of oxidation of p-phenylene* 
diamine as a measure of the ''indophenol oxidase’' or “respiratory ferment “ 
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activities of various tissues. Quasti^ and his collaborators showed that the 
activity of the oxidase is not affected by destruction of the cell structure. In 
the next section it will be shown that mica both the oxidase and cytochrome 
are concerned in the oxidation of 7 )-phenylc*nediamine a true estimate of the full 
oxidase activity of tissues is not obtained unless excess cytochrome is present. 
However, the p-pheiiylenediamine oxidase, i.e. the oxidase plus cytochrome as 
present in the tissue> suspensions, has bticn estimatc^d in a nurnbt^r of tissues. 

The procc‘dure was similar* to that for mcfisuring succinoxidase activity. The 
/^-phenvlenediaraine solution, freshly jrrepared each day, was added to both 
v(‘S8els of the manometer to eomjKmsate for the small autoxidation of the base 
(20-30 /zl. p<‘r hr.). Tissue sus|)ension was addtMl only to the right-hand vessel. 
In a separate exptirimeiit the residual respiration of the tissue suspension at the 
concentration used was det(*rniined . This was always negligibly small and it was 
not deducteni from the uptake* observed with jp-plu^nylenediamine since most 
of it probably takes pla(^(‘, like the /j-phenylenediamine oxidation, through the 
mediation of the oxidas(* and cytochrome. 

The rate of (\ uptake inci-eases rapidly with increasing /)-phenylenediamine 
concentration up to about 0-6%, and the optimum concentration was found to 
bt* about I %» further increase often yrroducing a slight inhibition. In all 
estimations, therefore, the vessel fluid contained 30 mg. of the base in the 3 ml. 
In som(» eases thcj raU' of p-phcmylenediamiiie oxidation per unit weight of tissue 
inert^ased .somewhat with increasing conc'cntration of tissue. Examples cjf this 
effect are shown in Table V. Duplicate determinations of uptake rates with 
p-phenylenedianiinc* within a few hours often varied somewhat, but no constant 
effect oi time* of standing suspensions was noticed. 

To <‘xpress the rate of /)-phenylenedianiine oxidation, the term /;-Phen Qq^ 
will lx* uschI, where 

) Phen O — oxidation of /?»phenylenedi atnine 

p K n WO2 hr. ^ inp. tissue 

In Table \’I the results obtained with various tissues are .summarized. 
Again the order of the activity of the various tissues is about the same as for 
succinoxidase and the dehydrogenase. The activities found are several times 
higher than those givcm by Battelli & Stern [1912, IJ to whom only crude 
methods were available' and who used tissues kept 5 hr. before mincing. As 
was noticed by Battel I i & Stern, the rate of succinate oxidation by liver and 
kidney is somewhat higher than that of jti-phenylcmediamine (see Table VII). 
Both j9-j)henylenc»cliamine and the* succinate-dehydrogenase system react readily 
with cytochrome c, but it is possible that, with some tissues, structural arrange- 
ments on the tis.sue particles enable the latter system to react more rapidly than 
jo-phenylenediamine with the insoluble cytochromes, a and 6. 

It is probable that both p-pbenylenetliaraiiie and suecinate-dehydrogenasc ean react with 
cytochromes a and b aince in exfierimente in which the amount of soluble cytochrome was reduced 
by repeated washing of the tissue (brain, testis) the relative fall in C), uptake was small and about 
the same with cither substrate. 

The case of blo<)d is exceptional. Whole rat blood diluted (and cytolysed) 
with water was used. With constant ^-phenylenediamine concentration (30 mg. 
in 3 ml.), the Oj uptake rate increased with inert^asing blood concentration up 
to about 200 mg. blood/3 ml. ; further increase in blood concentration caused no 
further increase in O 2 uptake rate. The rate was steady, and it was quite low so 
that Oj diffusion could not have been the limiting factor — increasing the surface 
by speeding up the shaking had no effect. It was noticed that the absorption 
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Table V. Effects of tissue concerUration (ini ctdded cytochrome concentration 
on the y-phenylenediamine oxidation of rat tissues 


yi-Phen ^oa Hwist wt.) 


Cyto- 

chrome 







mg. tissue in 3 nit 








Tissue 

mg. 

JM 

5 

0-3 

10 

12-5 

20 

25 

37-5 40 

50 

75 

100 

150 

200 

300 

400 

Kidney 

/" 

— 



— 

24-<l 

— 

24-9 

_ 

2T-!» 



-- 




\LG 

— 

— 

— 

— 

(18-5 


i»i8 

— 

— 

— 


... 

— 

... 

— 



— 


— 

— 

... 

21-8 

- 

^ 23-7 



— 

— 


... 



LO 

— 

74-1 

— 

01-0 

— 

54-2 

— 

_ 

- 

— 

— 


— 

— 

— 


U‘2 

— 

72-0 

.... 

lit)- 7 

— 

57-8 

_ 

_ 


-- 

... 

— 

— 

- 


Liver 

— 

— 

— 


— 


— 

12-5 

_ 

12-8 

11-9 


— 


- 




— 


.... 



— 

— 

UHl — 

— 

JO-8 



— 

— 

— 


Hi 


— 

— 

50-5 

— 

40-1 

— 

38-0 — 


__ 


— 

— 




l3*2 

— 

— 


51-2 


40-8 

— 

40-t) — 



. 

— 


... 

— - 

Heart 

— 



— 

— 

— 

15-4 

— 

10-4 

19-1 

... 

... 

... 

— 






— 

— 

— 

— 

23-2 

— 

25-0 

— — 

— 

— 

— 


— 


— 


{hi 

— 

_ 

112-0 

_ 

95-0 

— 

— 

— — 





— 


- 


1 “ 


— 

__ 

— 

25-0 

— 

27 5 

_ 

28-8 

.. 


... 

— 

— 

... 


1-5 

97-8 


91-9 

— 

91-8 

_ 


— 

— 

— 


— 

__ 

— 



U'O 

114-5 

— 

lU)-5 

— 

112-0 

— 

— 

— 


.... 

... 





Brain i 

f'“ 

— 



— 

— 

— 

8-8 

— 

9 3 

n-3 

12-4 




— 


0-7 

— 

„ 

— 

— 

— 

_ 

150 


14 0 

... 


— 


— 

— 

1 

il-4 

— 

— 

— 

— 

— 

— 

15-1 

_ 

15-3 

— 


— 

— 

— 


1 







... 



— 



0-9 -- 


(5-8 

_ 


— 


.. 


1-5 


— 

— 

29-5 


29-7 

— 

24-1 - 



— 


~ 



1 

[3-t) 

— 


— 

29-5 


28-7 


25-2 - ~ 

— 


..._ 


- 

- 

- 

Testis 

f 

— 

— 

— 

— 

— 


— 




2-9 

.... 

3-2 

- 



0-7 


_ 

— 

— 


_ 



— 

— 

(i-9 

-- 

0-5 

- 



[14 

— 


— 

— 

— 


— 

— 

... 

— 

8-3 

— 








— 

— 

— 

— 

.. 

— 

— 



3-2 


2-8 

__ 



— 

-- 

— 

— 

— 

— 

— 

12-7 - 

.. 

JM 

- 

9-2 

— 

... 



[3-0 

— 


— 

““ 


— 

— 

13-1 - 

— 

11-5 

— 

10-0 


— 

- 

Lung J 

f — 


__ 

... 

— 


— 

— 

.. 

— 

- 


... 

1-1 

— 

1-0 

LO 




— 

... 

— 


— 



— 

- 

5-7 

— 


1 

,20 

— 

— 

— 

- 

— 

— 

— 

— 

- 

— 

- 

-- 

ti-8 


- 

Skeletal | 

^ — 

— 


— 

— 



— 

... __ 


2 8 



3-5 





rnascJe <[ 

0-5 


— 


— 


-- 



— 

9-3 

lO-J 

... 

- 

9-3 

... 


1 

.1*0 

— 

— 

— 

— 

— 

— 

— 

— — 

— 

— 


10-1 

— 

— 

Spleen ( 

0-7 


— 


— 

... 

- 


_ ...» 

.. 

... 

1-0 


1-1 

... 


J 

— 


— 

... 

— 


— 

— 

— 


5-0 

— 


.. . 

... 

[1-4 

— 

— 

- 

— 

— 

— 

.. 

— ■ 

.. 

— 

0-7 

-■ 




Jensen 

— 

— 


- 

... 

— 

— 

— 


... 



3-3 


3-9 



san-oma / 

■ — 

— 

... 

— 

— 

— 

— 

— 

— — 



- 

1-8 

_ 

1-0 

». 

\ 

1*5 

— 

— 


— 

— 

— 

— 

8-1 - 


0-0 


5-2 







1 

, 3-0 

— 

— 


— 


— 


8-0 -- 


7-1 

.» 

i .>-8 

_ 

— 

... 

Phila. 1 i 

Ll'O 

— 

— 

.... 

__ 




— „ 




- 

0-8 



0-8 

saivoina 1 


— 


— 

— 

— 

— 


— 

— 

— 

— 

4-0 


... 

Blood J 




~ 

— 

— 



t »-0 - - 


4-0 

2-8 

.... 

1-5 



0-7 

1 

JO 

— 

— 

— 

— 


— 

_ 

t»-9 - 

— 



— 

1-5 




TaWe VL p-Phenyknediamine oxidase activities of rat tissue suspensions 



p-Phcn Co, 



( 

' ' > 

Mean 

Tissue 

On moist wt. 

on dry wt. 

Kidney 

16-4, 17-7, 21-9, 20'0, 24-7, 
23-7 

91 

Liver 

11-9, 10*9, 10-4, 13-6, 14-1, 
10-2, 11-9, 10-9 

40 

Heart 

20-5. 19-1, 23-4, 16-4. 18-8, 
23*5, 27-5 

96 

Brain 

8-4, 8-1, 8-9, 10-7, 8-4, 9-8, 
9-8, 9-3, 6-8 

43 

Testis 

3*0, 2-8, 31, 3-5, 3-2, 3-4, 
2-5, 2-5, 31 

24 

Lung 

1-1. 1-2 

5-8 

Retina (Ox) 

1-3 

13 


p-Phen 

, * ^ 




Mean 

Tissue 

On moist wt. 

on dry wt. 

Skeletal muscle 

2-9, 1-8 

10 

Spleen 

1-5, 1-3 

6-2 

i’ancreas 

0-5, 0-3 

l-O 

Jensen sarcoma 

2-2, 2-9, 3-3, 1*3, 1-7 

14 

Flexner-Jobling 

M, 0-6 

5-2 

Walker No. 256 

0-5, 0-3, 0-5. 0-4. 

2-6 

Phila. No. 1 

()'8, 0-7 

4-2 

Blood (maximum 
observed) 

6-6 

124 
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bands of oxy haemoglobin (^ould be observed with the higher amounts of blood, 
they were faint at the limiting (concentration, and completely absent in the 
range whf're O 2 uptake was propc^rtional to blood (conccentration. In the latter 
solutions it appeared that the haemoglobin was (completely destroyed: no 
mcthaemoglobin band in the r(‘d could be seen nor was reduced haemoglobin 
regeneratc‘d on the* addition of hydrosulphite. Addition of cytochrome had no 
(*fFeet on the oxidation. When the concentration of blood was kept constant at a 
high value (450 mg./3 ml.), the Og uptake increased greatly with increasing 
^-phtmylenediamint' coiKcentration tending to a maximum rate at a very high 
concentration of the base. It seems probable that the actual catalyst of the 
oxidation is a bn^akdown product of haemoglobin formed by a reaction betwetm 
haemoglobin and p-phenvlenediamine, and the amount formed is a function of 
both haemoglobin and p-phenylcncdiamine concentrations. Entirely similar 
results w(*re obtain<'d with crystalline' hors(‘ haemoglobin : thes(c results are shown 
in Figs. 1 and 2. The haemoglobin solutions were ('stiraated by the ferri(*yanide 
method. 


Fig. 1. 
Fig. 2. 




HliOj mg. ill ml. 
Fig. 1. 


y;-PheiivU*n(* diamine, mg. in 3 ml. 
Fig. 2. 


Fflfeet of varying HbOg <‘on<*entratnm, with eonstant (30 mg.) ?i-phenylem*diamine. 


i»f varying /y<|>henyleiie(liamiiie eoneentration, with eonatant (30 mg.) HhO,. 


Cytochrome 

No attempt has becui made to estimate cytochrome in the tissues directly, but 
some information about the quantitative relations of oxidase, cyi^ochrome and 
dehydrogenase in tissue suspi'nsions has l)een obtained by experiments in which 
known amounts of cytochrome were added. 

Solutions of purtc oxidized cytochrome c were obtained from ox heart muscle 
by the simple method of Keilin & Hartree [1937]. The cytochrome- iron content 
was estimated^ by the aa-dipyridyl method [Hill & Keilin, 1933], 

The experiments were earned out exactly as in the previous sections with 
()• 1-0*4 ml. of the cyiiOchi*ome solution added to the medium in the vessels. 
Oj uptake rates of various tissues with p-phenylenediamine and with succinate 
in the presence and absencx^ of added cytochrome c are shown iti Table ^^I. 

Effect on p-phenylenediamine oxidation. Formerly it w'as believed that the 
oxidation of p-phenylenediamine, or the “Nadi" reagent, w^as catalysed directly 
by the oxidase, but it will be seen that the oxidation of ^-phenylenediamine 
is greatly accelerated by the addition of cytochrome wdth all the homogenized 

^ These estimations were kindly made for us by Dr H. K. Alber. 



Table VII, Beaults of determinations y on the same sample of rat tissue, of the rates 
of oxidation of succinate and p-phe^nyhnediamine, separately and together, 
with and udthout added cytochrome 

Homogenized HiispeiiHions UHod, unless otherwise stated.' Aetivities ealeulated on moist weights. 



Cyto- 






l 

•hrome 


Sure 


p. 

p I'hen 

Hiici- 

Tissue mg 

. in 3 ml. 


Slice Qo^ 

Slice* Q 02 

Pheu (?o* 

Kidney 

— 

— 

22*6 

16*4 

240 


1— ■ 

2*2 

009 

18-9 

17*7 

26*1 


t2*0 

— 

— 

17*4 

36*4 

34-9 

Liver 

— 


— 

13*3 

10*9 

13*1 



1-8 

013 

13-4 

13*2 

13*2 


■ 0-7 

— 


13*2 

19*1 

12*6 


1-4 

— 

- 

— 

21*3 



— 

1-4 i 

010 

13*8 

11*0 



0‘5 

— 

— 

14-4 

23*0 

14*1 

Heart 





- _ 

130 

23*4 

26*0 


. 0-7 


— 

24-0 

35*5 



1-4 

— 

— 

238 

42*2 

43*3 



3-4 

0-28 

121 

16*4 

181 


{l-4 

— 

— 

17-8 

43*4 

28*6 

Brain 

' 

0*81 

0‘20 

4-1 

8-4 

14*3 


0-7 



42 

14*9 

13*9 


' — 

— 



4*0 

8*9 

14*4 


1-4 

— 

— 

4*6 

15*7 

15*4 


3*5 


- 

— 

15*8 


S^Xnized 






0-94 

4*3 

3 1 

- 

— 


1*2 

2*8 

3*8 

/ Teased 


— 

— 

0*69 

5*0 

3*5 

1 

0-7 

— 

— 

0*73 

5*2 

4*1 

Testis -{Homogenized i 

' — 

0*16 

0-09 

1*7 

3*1 

4*8 


0-7 


— 

1*7 

6*7 

4*8 

1 1 

1-4 

— 

— 

•- 

8*3 

— 

Lung < 

1 


0-37 

0-42 

0*86 

M 

1*2 

[2-0 

— 

— 

1*7 

6*8 

6*0 

Skeletal mii.scle 1 


0-6 

0-32 

1*9 

2*9 

2*6 

1 

[l-O 

— 

— 

2-8 

10*1 

5*7 

Spleen 

[ — 

0'31 

3-4 

0*09 

1*5 

1 63 


|0-7 

— 


0*85 

5*6 

2*3 


Il4 


— 

1*3 

6*8 


( 

— 

— 

— 

0*04 

- 


J 

0*7 

— 

— 

1*0 


— 

1 

1-4 

-- 

— 

1*7 

— 


Jensen sarcoma 

— 

0-22 

— 

2*0 

2*9 

3*6 

J 

I — 

0*20 

010 

2*0 

3*3 

4*3 

1 

ilo 

- 

— 

1*9 

4*7 

4*8 

Flexner-Jobling 


__ 

— 

2*0 

1*1 

1*3 

i 

1 

— 

— 


0*4 

0*6 

— 

1-6 


— 

1*8 

50 

-- 

Walker No. 256 

— 

— 

— 

0*16 

0*51 

0*4 

carcinoma 

1-6 

— 

— 

1*2 

3*8 

— 


— 

006 

0-7 

0*09 

0*27 

0*37 


0-7 

0*06 

— 

— 

0*70 

0*52 


1-4 

— 

— 

0*20 

0*96 

— 

Philadelphia No. 1 f 

— 

019 

0*48 

0*40 

0*76 

0*79 

sarcoma \ 

10 

— 

— 

1*09 

4*6 

3*3 

1 

20 

— 

— 

0*91 

5*8 


J 

— 

“T 

... 

0*0 

0*65 



1 

1-6 

-- 

— 

0*8 

4*0 



PaucTeas* ( 

— 

— 

— 

0*04 

0*49 


1 

1-6 

— 

— 

0*05 

0*48 




♦ Resaits with pancreas are doubtful. It is possible that enzymes are destroyed in suspensions 
of this tissue. Also the suspensions become acid fairly rapidly. 
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tissues so far tried: Ogston & Green [1935] found the same with an enzyme 
preparation from heart. The reduction of oxidized cytochrome c by a solution 
of p-phenylenediamine occurs immediately and can be readily observed with a 
hand spectroscope. The Nadi reagent also reduces cytochrome, and with a 
tissue suspension in an open test tube with added Nadi reagent the development 
of the blue colour throughout the solution occurs much more rapidly if a little 
oxidized cytochrome is added. It seems definite, therefore, that these oxidations 
take place through the mediation of cytochrome, and the oxidation which 
occurs without added carrier may be due to the cytochrome already present 
in the tissue suspension. (Kcilin & Hartree [1938] have recjently demonstrated 
the same points very thoroughly.) 

From Table V it will be noticed that with added cytochrome the rate of 
p-phcnylenedianiine oxidation per unit weight of tissue increases toward a 
maximum with decreasing conctmtration of tissue and inert^asing concentration 
of cytochrome: i.e. the maximum oxidase activity is shown when the ratio of 
cytochrome concentration to tissue concentration is high. Keilin [1930] showed 
similar effects of cytochrome and enzyme concentration in the oxidation of 
cysteiiic' by ])reparations of heart muscle indophemol oxidase. 

It follows that to obtain a maximum estimate? of the oxidase content of a 
tissue it is necessary to add excess cji:oehrome with the p-phenylenediamine, 
using low concentrations of tissue. In this w’ay the oxidase activity of rat heart, 
for instance, is found to ecjuivalent to the remarkably high figure of Qq = 500 ap- 
proximately (calculated on the dry weight of tissue). Even these high figures 
possibly do not represent the absolut<(* maximum for the tissues, since the process 
of homogenizing probably does not result in the rupture^ of all cells and the extra 
cytochrome would not jKmetratc' into intact c?ells. But it is seen that with every 
tissue th(? oxidase at'tivity is considerably higher than is necessary to account 
for the whole normal respiration a.s measured by tht* tissue slice technique. In 
Table VM 11 estimates of approximaUdy the full oxidase activities of a few tissues 
are given. 


Table VTIl. EHhnates of the full oxidase axtirities of rat tissues. Hates of O 2 
uptake, of tissue siu^pensiom in the presence of p-phenylenediamine and 
excess of cytochrome c 



;>-Phen Q, 



j»-Phen Qo, 


r ' — 

Mean 


f 

Mean 

Tifisuo 

On moist wt. 

on dry wt. 

Tissue 

On moist wt. 

on dry \ 

Kidney 

SS S, T2 0 

288 

Sjdeen 

6-8, 7-8 

32 

Liver 

51-2 

107 

Muscle 

101, 8*1 

38 

Heart 

lUf), 1120 

300 

denaen sarcoma 

8-0, 5-7 

43 

Brain 

29-5 

134 

Flexner-Jobling 

50 

28 

TestiH 

131 

106 

carcinoma 



Lung 

0*8, 7*8 

31 

Walker No. 236 

l -O, 3-8, 1-3 

15 




earcinoma 






Phila. No. 1 

4*0, 5-8 

29 




sarcoma 






Ox retina 

10*6 

88 


With tissue in which the cells have not been extensively broken up by 
homogenization the results are somewhat different. This is seen (Table VTl) in 
experiments with rat testis which was merely pulled apart into loose bunches of 
tubules. With this “teased*' testis the p-phen^o, higher than with the 
homogenized tissue but addition of cytochrome scarcely affected the rate. 
Apparently the oxidation of the p-phenylenediamine takes place inside the cell 
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where there is a cjortain concentration of cytochrome; added cytochrome, not 
being permeable into the cells does not affect the rate. The homogenized tissue 
has a lower original p-phen Qq due, perhaps, to the dilution of the cytochrome 
from the broken cells, but added c 3 rtochrome can now (;ome into contact with 
the oxidase and so can raise the 0^ uptake rate even above that found in the 
intact cells with their limited content of carrier. 

Effect of succinate oxidation. Results of experiments on the O 2 uptake of 
tissue suspensions in the presence of succinate with and without the addition of 
cytochrome are shown in Table VII. 

With spleen only a trace of succinoxidase activity was found directly, 
although the experiments on methylene blue reduc^tion showed the presence of 
dehydrogenase. It was therefore supposed that' the lack of Og uptake with 
succinate was due to lack of carrier, and, as expected, it was found that on the 
addition of cytochrome the O 2 uptake was increased 10-40 times. With heart 
there is also a considerable acceleration (50-80%) of succinate oxidation on 
adding cytochrome, which shows that, while this tissue contains cytochrome, 
the amount in a suspension is not enough to carry the rapid H transfer which 
the high dehydrogenase activity (Succ = 4*1) of the tissue is capable of 

activating. 

With brain, testis, kidney and liver the addition of cytochrome dot's not 
appreciably affect the succinate oxidation, thei*e being evidently enough cyto- 
chrome present to effect H transfer as fast as the dehydrogenase present can 
“activate’’ it. It will be noticed that the rate of methylene blue reduction by 
suspensions of these three tissues is particularly low compared with the rat^‘ of 
O 2 uptake, i.e. the ratio Succ particularly low. In any tissue in 

which this ratio exceeds about 0*2, it is found that the dehydrogenase activity 
exceeds the capacity of the cytochrome present to transfer all the H activatt^l ; 
the limiting factor is the concentration of cytochrome (oxidase' always being 
present in excess) and accelerated O 2 uptake is obtained by adding cytochrome. 
It should be mentioned that experiments shower! that the addition of cytochrome 
had no effect on the time of reduction of methylene blue; no carrier is required 
when methylene blue replaces Og and oxidase. 

The rate of 0^ uptake with p-phenylenediamim plus succinate 

With a number of tissues the O 2 uptake rate was determined in the presence 
of optimal concentrations of both succinate and p-phenylenediamine. The term 
^ ^ express these rates. Results are given in Table V^Il. It 

will be seen that with the majority of homogenized tissues, in the absence of 
added cytochrome, p-phenylenediamine and succinate together gave an Oj 
uptake greater than that obtained with either substrate separately. In fact with 
several tissues, notably brain and testis, the effect was equal to or greater than 
the sum of the effects of either substrate separately. With other tissues, notably 
liver, the “additive” effect is not apparent. Battelli & Stern [1912, 1, 2] noticed 
this “additive” effect with brain and its absence in liver, and considered it 
probable that the mechanisms for the oxidation of p-phenylenediamine and of 
succinate were not identical in brain. However, as can be seen in Table VII, the 
“ additive ” effect is not confined to brain ; it occurs in most tissues, varying from 
an effect in excess of simple addition of the Oj uptakes of the two substrates 
separately, in some experiments with brain, to complete absence of summation 
with liver. In view of the well-known effects of inhibitors such as HCN, it seems 
most probable that the oxidations of both j?-phenylenediamine and succinate tcdie 
place almost exclusively through C 3 rtoclmome and indophenol oxidase. Many 
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experiments were tried to explain the “additive” effect until it was found that 
the oxidations of p-phenylenediamine by brain and t<^stis could be accelerated not 
only by adding succinate but also by furaarate. malonate or acetate, none of 
which substances was itself rapidly oxidized by the suspensions in the absence of 
j3-phenylenediamine. With liver, fumarate and malonate had little effect on 
the oxidation of ;>-pheny]enediarainc‘. (Acetate increased the uptake of liver 
with p-phenylenediamine markedly. This result was rep(*atedly observed but 
cannot yet be explained.) Some results are shown in Table IX. 

Table IX. Effects of Na salts of acids on li-phenylenMiamine oxidation 

Salt adclcxl equiviil€*nt to 0*153/ Xa in each c‘a»e. 

p-Phen en moist wt. 

Cyto- , ^ > 



chrome 

No addition 

Succinate 

Fumarate 

Malonate 

Acetate 

Brain 


9*8 

16*6 

14*7 

15*3 

14-4 


- 

23 2 

18*0 

L5*() 

IHl 

17*4 

Testis 


2*5 

3*6 

3*2 

3*5 

3*2 


•A 

7*4 

4*0 

3 3 

3*4 

3*8 

Liver 

_ 

11*9 

15*0 (16-8)* 
23*9 

12-4 

1.3*9 

185 


4 - 

49-9 

18*3 

19*3 

39*9 


* Succinate without yi-phcnylenediamine, i.c. Slice (? 02 * 


It seems most lik<‘l,v that the “additive*' effect is in reality simply a salt effect 
of the Na salts of the acids added. 

That Huccinatc oxidation is not concerned in the obaerved atimulation of Oj uptake of brain 
and tentifi with p-phenylencxliamine, is show’n by the following ex]»eriments. (1) Kstimations of 
Huccinate iridicate<l that, in the presence of p«phenylenedianiine, auccinate oxidation w’a*^ inhibited. 
(Succinate was detoriuined by the manometric succinoxidaae method after removing the diamine 
with fiermanganate and extraction of the sueeinate with ether.) (2) Labes k Krebs [1935] and 
l^ottcr k Klvehjein [1937] showe<l that selenito in low concentration inhihit» succinic dehydro- 
geiiaae and we have confirnu*d this both on O, uptake and methylene blue reduction. vSelenite 
causes a small, 4-20%, acceleration of p-phenylenediamine oxidation, an<l the high O, ujitake of 
p-phenylenediaminc plus succinate is also slightly further increased by selenite. If oxidation of 
succinate caused the additional Oj uptake with p-phenyleneiliamine plus succinate, selenite would 
reduce the total (), uptake. Similar results were obtained with malonate which also is known to 
inhibit succinic dehydrogenase [Quastel k Wooldridge, 1928; Quastel k Wheatley. 1931]. 
(3) Finally, the formation of dark oxidation products of p-phenylenediamine with brain sus^ 
pensions is appreciably raon* rapid w'hen salts of siieeinnte and other acids are added, as can be 
readily observed in test tulie cxfieriments. With liver the.se salts sefmi to delay the darkening. 
The inhibitory effect of the salts on the O, uptake with p-phenylenediamine plus cytochrome, 
mentioned below, can also be observed. 

Battelli A Stem |1912, 2] not<^ that Xal’l solutions up to 0*1 -4)- 17 3/ increased the rate of 
p-phenylenediamine oxidation by brain minc'e. The succinate (presumably C 4 H 404 Xa 2 , GH^O) 
in the concentration used by them fl9l2, 1] corresjionded to 0*123/ Na and so should In* ex|>ected 
to accelerate ;D>phenylenediamine oxidation purely as a salt effect: and in fact it. did so to just 
about the same r<»lative extent (31 %, 35%) as they found with NaCl in their next pai)er [1912, 2]. 
With liver mince, weak NaCl solutions, 0*05 3f increased the rate of oxidation of p-phenylene- 
diamine but with stronger solutions, >0*13/, the rate decreased again. With the amount of 
sodium succinate used by them it was to be expected that only a small increase in rate of O, 
uptake would be observed. 

The mechanism of this salt effect is not clear. It will lx* noticed (Tables VII 
and IX) that with all the tissues the Oj uptake rate with p-phenylenediamine 
plus excess cytochrome is usually lowered on the addition of succinate or other 
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salts. The salts may improve the adsorption of cytochrome on the oxidase, in 
brain and testis particularly, and so increase its rate of oxidation, thus increasing 
the O 2 uptake rate when cytochrome is the limiting factor; but when excess of 
cytochrome is present the activity of the oxidase is the limiting factor and salts 
may have a depressing effect on this. The difference between brain and liver, at 
the two extremes, may be due to differences in the colloidal behaviour of the 
tissue particles with which the oxidase is associated. Furthc^r work on these 
points is in progress. 

Note, Breusch [1937], in a paper which appeared aftt*r the completion of this 
work, reports a similar distribution of succinoxidase activity, the activity being 
measured by the formation of fumarate malate. He did not observe the 
excess of cytochrome oxidase in the tissues. 

Summary 

1. Using tissues reduced to fine suspensions by Potter & Elvehjem’s [1936] 
method, conditions have been worked out under which the approximate 
maximum rates of oxidation of succinate and p-phenylenediamine can be 
observed. A method of applying the Thunberg methykiiie blue reduction 
technique for the determination of succinic d(*hydrogenase in tissue susptmsions 
is described. Using these methods estimates have Ix^en obtained of the activity 
of the complete succinoxidase system, the indophenol oxidase and the succinic 
dehydrogenase in various tissues. 

2. The complete system, ‘‘succinoxidase”, is extremely active in kidney, 
liver and heart. Brain, testis, skeletal muscle, lung, adrenals and retina have 
moderate to low activities. Thymus, pancreas, spleen and blood, have practically 
no activity. Cancer tissues vary; Philadelphia No. 1 sarcoma, Walker 256 
carcinoma (usually) and certain spontaneous mammary carcinomata (rat) are 
inactive, while Jensen sarcoma, Flexner-Jobling and one example of WalkcT 
256 carcinoma showed definite, though low, activities. 

3. The oxidation of succinate by meth 3 dene blue is much slower than by 
O 2 , and there is no constant relation in different tissues between the raU* of 
reduction of methylene blue and the rate of O 2 uptake. But in general the 
tissues fall into the same order when arranged according to their activity 
measured in either way. 

The tissues fall into roughly the same order according to their activity 
in oxidizing p-phenylenediaraine. 

5. The oxidation of p-phenylenediamine is effected by the indophenol 
oxidase through cytochrome and it is only in the presence of excess cytochrome 
that an estimate of the full oxidase activity of the tissues can be obtained. On 
adding excess of cytochrome c, the oxidation of p-phenylenediamine is con- 
siderably increased in all homogenized tissues. In this way it is foimd that the 
activity of the tissues is in all cases considerably higher than is necessary to 
account for the whole respiration of the normal tissue. 

Since cytochrome does not penetrate cells, the effect of adding cytochrome 
is not apparent in incompletely disintegrated tisstie. 

6. Cytochrome is a necessary link in the complete succinoxidase system. 
In some tissues, the ratio between rate of methylene blue reduction (i.e. the 
dehydrogenase estimate) and rate of Og uptake is comparatively high. In these 
cases the Og uptake rate with succinate ckn be increased to a maximum value 
by adding cytochrome c. 

7. In the presence of optimal concentrations of both p-phenylenediamine 
and succinate, many tissues, notably brain and testis, give 0, uptake rates 
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greater than with either substrate separately. This effect seems to be due, not 
to a difference in oxidast^s concierned with the two substrates, but to a salt effect 
of the Na succinate on the oxidase- cytochrome activity; similar results were 
obtained with fumarate, malonate, and acetate. With liver the “additive” effect 
is absent. With all the tissues the high rate of p-phenylenediamine oxidation in 
the prt‘sence of added cytochrome is low(Ted on the addition of suceinatt? and 
other salts. 

S. Blood catalyses the oxidation of p-phenylenediainine strongly but the 
mechanism is quite different from that in other tissues. The catalyst concerned 
seems to Ik‘ a breakdown product of haemoglobin produced by reaction with the 
diamine. Cytochromf? addition has no effect. 
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It was shown by Daoud & Ayyadi [1936] that the rate of gl 3 '^cogonolysi 8 caused 
bj" adrenaline, under constant conditions, ran parallel with the degn*e of 
saturation of the body with vitamin C. Two alternative suggestions were offered 
to explain this parallelism. The first was that the degree of saturation of the 
body with vitamin C determines directly the rate of gly(;ogenoI\\sis, though 
hyperglycaemia and glycosuria are produced in staters of saturation with the 
vitamin only when the peripheral utilization of the blood sugar is interfei*ed with 
by adrenaline. The second suggestion was that the vitamin in the reduced form 
protects adrenaline from rapid oxidation and thus increases glycogtmolysis. 

As regards the second suggestion, such a relationship has been suggested by 
different investigators owing to the co-existence of both substances in the supra- 
renal and to the reduction in the amount of both stated by some to occur in 
scurvy. The stabilizing eflFect of the vitamin on adrenaline may lx? infernal from 
the work of Szent-Gyorgyi [1928], Heard & Raper [1933], and Euler & Klussniann 
[1933]. More recently Heard & Welch [1935], working on the Ringer-Loeke 
perfusate of the suprarenal glands, found that as long as a small amount of 
reduced ascorbic acid remained in the perfusate there was no diminution in its 
pressor activity. They also found that the Og uptake of the ptufusatc was 
characteristic of an oxidation-reduction system. They stated that the jK*rfusate 
contained neither sulphydryl compounds nor any nducing substances known 
to occur in the gland other than ascorbic acid, but did contain an agent which 
minimized the rate of autoxidation of ascorbic acid. 

Against the results of these investigators may be set those of Deutsch 
& Schlapp [1935] who found a reduction in the adrenaline content of the 
suprarenals of guinea-pigs in inanition but no significant change in their ascorbic 
acid content, provided that sufficient green food were given in the diet. It thus 
appeared that inanition was an important factor in the reduction of the adrenaline 
content of the suprarenals in scorbutic animals. They came Uy the conclusion 
that there was no close physiological relation between ascorbic acid and 
adrenaline. 

The relation of these two substances, even in the suprarenal which is rich 
in both, thus remains obscure. The suprarenal is concerned in the elaboration 
and storage of adrenaline and it is natural to suppose that it is provided with 
some system which protects this hormone from destruction ; alternatively, it may 
be deficient in the agents elsewhere responsible for the destruction of adVenaline. 
This view is strengthened by the fact that the liver is also an organ with a high 
vitamin C content, yet, according to Markowitz & Mann [1929], Elliott [1905] 
and Giragossintz &; Mackler [1929], the liver is particularly active in the 
destruction of adrenaline. The work on the suprarenal or its perfusate will 
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therefore give' no clue to the part which the vitamin alone plays in its physiology, 
especially if we Ix^ar in mind, from the data reported by Wiltshire [1 931], Kellie 
& Zilva [1935], Mawson [1935], Hopkins & Morgan [1936] and Heard & Welch 
[1935], that most of the substances and tissue extracts which (‘xert a protective 
effect on the vitamin are also protective for adrenaline*, and that substances 
which protect the vitamin an* found in the perfusat<i of the suprarenals. These 
protective^ substances aie widely distributed in the body, so, even if w'e admit 
a protective influence of the vitamin on the adrenaline in the suprarenals or in 
pure mixtures of the two substances, it will still be questionable whether this 
prot(‘ctive eff(K't is of particular significanee in the body as a whole, where 
numerous other prot(»ciive substances an* present and wh(*re ctjrtain organs 
ap]:K*ar to be more atiive in the destruction of adrenaline than others. 

These consid(*rations made it desirable to find out how far the work done on 
isolated suprarenals or on adrenaline* in vitro applied to the functions of vitamin C 
in the* boely as a w'hole and to decide wh(*lher the effect of the vitamin in 
augme*nting the rate e)f gly(*e)genolysis caused by adrenaline is due to a stabilizing 
effect e>f the* vitamin on adrenaline or is due to a diree't glycogenolytic effect of 
the forme'r. 

During the course of this investigation, the effect of the vitamin on the blood 
j)ressure was studi<*d in pithed animals. 

Experimental 

8inc(* experiments <^arried out in vitro or on isolated organs are suspected of 
being unhelpful as a criterion for the state of events in the body as a whole, it 
was decided to work on the whole animal. We first oompar(*d the effects produced 
by ct*rtain doses of adn»naline injected before and after the gradual increase of 
the vitamin ( ■ content of the body. 

A pithed cat was injecteii intravenously with differc*nt doses of 1/10,000 
adrenaline hydrochloride* solution and the maximum rise in blood pressure and 
thi* duration of the rise cau.sed by each dose were recorded. Ascorbic acid 
(B.D.H.) w^as then given and the effects of the previous doses of the adrenaline 
hydrochloride weiv again tried. Ascorbic acid and adrenaline hydrochloride 
w(*re then administered alternately to determine the effect of adrenaline after 
different amounts of ascorbic acid had b<*en administered. 

It w^as noticed that ascorbic acid injected in doses of 100 mg. into a 2700 g. 
cat had no effect on the blood pressure, but when the dose was increased 
to 2(K) mg. a rapid drop in blood pressure occurred. The maximum drop 
was 24-28 mm. and lasted for 93-95 sec. K^dnjection of the same doses of 
adrenaline w*hi(*h had Ix^m given btffore the administration of ascorbic acid 
caused a much smaller and less sustained rist* in blood pressure than before. 
Adrenaline injected in considerably larger doses than those given before the 
ascorbic acid administration caus<*d a rise of much smaller extent and shorter 
duration than would be expected. Simultaneous administration of the two 
substances produced the same small effects. 

The effect of ascorbic acid in lowering the blood pressure might have been 
due to its acidity rather than to axiy specific influence of the vitamin. The 
observation that adrenaline had less effect on the blood pressure after the 
ascorbic acid injections might possibly be explained by the fact that the acidity 
caused the*, production of substances which antagonized the action of adrenaline. 
The experiment was therefore repeated on a pithed oat weighing 2*5 kg., the 
ascorbic acid being neutralized with N/lOO NaOH immediately before injection. 
In this experiment the magnitude and duration of the rise in blood pressures 
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caused by adrenaline were the same after as before the administration of the 
neutralized ascorbic acid ; further, doses of 200 mg. of the neutralized acid 
caused neither rise nor fall in blood pressure as shown in Table I. 


Table I 


Substances in the 

Blood pressure (mm. Hg) 

r 

Duration of 
rise or fall 

order of injection 

Maximum rise 

Maximum fall 

sec. 

0*1 ml. adrenaline* 

52 

— 

13(» 

0-2 

90 

— 

165 

01 

58 

- . 

130 

0-2 

91 

- 

IW) 

01 

54 

» — 

145 

0-2 

88 


165 

100 mg. ascorbic acid 

— 

— 

— 

100 

— 

- 

— 

200 

— 

- 

— 

0*2 ml. adrenaline 

91 

— 

Hm 

01 

56 

— 

132 

100 mg. ascorbic acid 

— 

— 


100 

— 

— 

... 

100 

— 

-- 

— 

100 

— 

— 

- 

100 

— 

-- 


0*1 ml. adrenaline 

52 

— 

1.35 

01 

58 

— 

140 

0*2 

89 

— 

187 

0*1 ml. adrenaline + 100 mg. 

57 

— 

137 

ascorbic acid 

200 mg. ascorbic acid 




200 

— 



0*2 ml. adrenaline 

88 

-- 

190 

0*1 

56 

-- 

140 

0*1 

53 


136 

0*1 

57 

— 

145 

0*2 

90 


185 


* 1/10,(KM) adrenaline hydrochloride Holution. 


The injection of a total quantity amounting to 14 g. of ascorbic acid, 
adjusted to the physiological pH, into a cat of 2-5 kg. body weight neither 
augmented nor prolonged the eflFect of adrenaline on the blood pressure. 

The above results, although instructive, do not disprove the existence* of a 
protective effect of ascorbic acid on adrenaline, since the destruction of adrenaline 
in the body appears, from the work of Weiss & Harris | HK>4], not to coincide 
with the return of the blood pressure after the injection of adrenaline to its 
original level. These investigators found that when a cat was injected with 
adrenaline the transfusion of its blood taken after the blood pressure had fallen 
to its original level into a second cat caused a rise of blood pressure in the latter. 
We therefore attempted to find out the time necessary for the destruction of 
a certain amount of adrenaline in animals saturated with the vitamin and in 
normal controls in the following manner. 

Two cats were chosen of exactly the same weight, 2800 g,, and were kept on 
the same diet. One of the cats received 7 daily injections of 70 rag. ascorbic 
acid neutralized with NajCOg immediately before injection. On the 8th day the 
two cats were anaesthetized with intraperitoneal injections of dial. 5 ml. 
samples of arterial blood were taken from each cat and injected alternately into 
a third pithed cat and the small rise in blood pressure was noted in each case. 
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Each of the two cats was injected 3 times intravenously with 1 ml. adrenaline 
hydrochloride l/KKX), allowing 5 min. l>etween each injection. Samples of 5 ml. 
of arterial blood taken after definite intervals of time had elapsed since the last 
adrenaline injection in (‘ach case were immcsd lately injected into the femoral 
vein of the pithed cat. The rise in blood pressure above the initial rise caused 
by the blood of each cat before the adrenaline injection was noted in each case. 
The transfusion of blood was (jontinued till the samples of blood taken from 
each cat caused no grt^ater rise than that caused by the blood of this particular 
cat before it had received adirnaline. The time lx*tween the last injection of 
adrenaline and the disappt^arance of its elfect on the blood pressure of the pithed 
(5at was taken as the time necessary for the destruction of adrenaline in the cats 
under experiment as indicated iti Table JI. 

Tabic II 

Riftc in blr>f>d prcflsure above initial 


Tunc al'UT 
last iiflrcjiftline 
injection 
min. 


mm. Ug 

r 

Contn>l 

Cat injectctl with 
cat ascorbic acid 

5 

108 

— 

20 

86 

47 

40 

52 

:32 

f>0 

30 

20 

80 

7 

5 

00 

4 

Nil 

Oo 

Nil 

— 


It will lie noticed that in this ex|KTiment the rise in the blood pressure of 
the pithed cat caused by tin* blood of the cat injected with ascorbic acid was 
less than in the case of the control cat, but this was not always so. The main 
obs<*rvation is that the time taken by the two cats to destroy the same amount 
of adrenaline is practically the sam(», being, in fact, o min. less in the case of the 
cat previously injected with ascorbic acid. In another exjH'riment a total dose 
of 2 ml. of 1/1()00 adrenaline hydnicbloride was injected into each of two cats 
weighing 2700 g.; the destruction of adrenaline took place in 70 min. in both 
cases and there was no appreciable difference in the magnitude of rise of blood 
pressure caused by the two bloods. Those two expi^rimeiits are especially 
recordtxl because the blood taken from the two cats before adrenaline injections 
did not show a depressor effect on the pithed cat, as sometimes happt'ned, and 
the experiments wc*re successfully carried out to the end. 

The above result .seems to indicate that, in the intact animal, ascorbic acid 
has no protective effect on adrtuialine. Sinct' it has been shown by Sandiford 
[1920] and by (Wi & Cbri [1928] that adrenaline causes a rise in metabolism, 
it was decided to compare* the time newssary for the disappearance of the effect 
of adrenaline on the metabolism of rats saturated with ascorbic acid with the 
time necessary in the case of unsaturated rats. For this purpose a number of 
male rats were chosem weighing 250-255 g. They wei*e divided into two batches 
and all were kept on a scorbutic diet for 7-10 days. Each of the members of 
one batch then received daily injections of 7 mg. of ascorbic acid for 3-9 days 
before the adrenaline administration. Food was removed at 4 p.m. on the day 
preceding an experiment. On the days of experiments, one pair of rats taken 
from each batch was injected with 0*1 ml. physiological saline and the Og 
consumption by the pair was then determined every 20 min. in a closed system. 
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In the first 20 min. a high consumption was always noticed, which was un- 
doubtedly due to the effect of handling; the observations were continued imtil 
steady consumptions were attained in the subsequent 20 min. periods. Usually 
the amount of Og consumed in the second or third 20 min. agreed with the 
subsequent readings. The constant amount of Og consumed was taken as the 
basal amount for the pair in 20 min. Each rat then received an injection of 
0-1 ml. 1/1000 adrenaline hydrochloride solution and the readings were again 
taken until the quantity of Og consumed in 20 min. returned to the basal amount. 
The time between the adrenaline injection and the end of the last 20 min. during 
which there was still a rise in Og consumption above the basal, was taken as an 
estimate of the time necessary for the wearing away of the effect of a definite 
amount of adrenaline in the bodies of the saturated and unsaturated rats. In 
a very few cases, continuous fluctuations in the Og consumption in the 20 min. 
periods were noted, especially after adrenaline injections, but such results were 
rejected. Many experiments were performed in the manner described; for the 
sake of brevity, the results obtained with six pairs of rats are given in Table III. 


Table III 

Time for dittappi^aranco of adrenaline, effect (min.) 


Diet 

I 

II 

III 

IV 


VT 

Scorbutic 

140 

120 

160 

140 

120 

120 

Scorbutic-)- ascorbic acid injections 

120 

120 

140 

140 

160 

140 


The time necessaVy for the disappearance of the effect of the adrenaline in 
the two groups was of the same order and varied from 120 to 160 min. This 
result agreed with that of the blood transfusion experiments in suggesting that 
ascorbic acid had no protective effect on adrenaline in vivo. 

It has already been mentioned that Daoud & Ayyadi 1 1936] gave two alter- 
native suggestions in explanation of the parallelism between the degree of 
saturation of the body with vitamin C and the rate of glycogenolysis caused 
by adrenaline. The present work rules out the suggestion of a protective effect 
of vitamin C on adrenaline. 

Effect of vitamin C on adrenaline, in vitro 

Adrenaline is known to undergo rapid autoxidation in atmospheric oxygen. 
Although there is a tendency at present to consider that adrenaline is destroyed 
in the body by enzymes, yet the rapidity of autoxidation suggests at least that 
this may be partially responsible for the destruction. This, together with the 
apparent similarity between the mechanisms of autoxidation and some of the 
enzymic oxidations, made it desirable to examine the effect of the vitamin, 
when isolated from other systems, on the oxidation of adrenaline. 

Heard & Welch [1935], in their work on the effect of atmospheric oxygen 
on the perfusate of the suprarenale already referred to, concluded that the 
stabilization of adrenaline was effected by means of an oxidation-reduction 
system, and that ascorbic acid in the reduced form was the agent responsible 
for the protection of the catechol group of adrenaline from oxidation to o-quinone. 
When the ascorbic acid was completely oxidized, irreversible oxidation of 
adrenaline, manifested by the appearance of a red coloration and diminution in 
pressor activity, commenced ; thereafter the rate of adrenaline oxidation was 
dependent on the amino-acid content of the perfusate. 
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It was planned to study the problem in solutions containing mixtures of the 
two pure substances. Since adrenaline is more stable in acid than in neutral 
or alkaline solutions, the effect of the acidity of ascorbic acid was eliminated 
by buffering the solutions at pH 7 with phosphate. The relative proportions of 
adrenaline hydrochloride and ascorbic acid in the solutions were of the order 
reported by Heard & Welch to be present in some of the perfusates of the 
suprarenals; the ratio of ascorbic acid to adrenaline was increased in some of 
the experiments for the purpose of (jomparison. 

It is generally accepted that the appt*arance of the red colour in adrenaline 
solutions is an indication of irreversible oxidation of adrenaline and is accom- 
panied by diminution in pressor activity. The red-coloured substance was 
considered by Green & Richter [1937J to be adrcnochrome, which is inactive 
as a vasoconstrictor. 

In the present work the commencement of irreversible oxidation was judged 
at first by the appearance of this red colour. Equal volumes of a solution of 
adrenaline hydi*ochloride in phosphate buffer were placed in a number of bottles 
of 250 ml. capacity. The bottles were all brown in colour with the exception of 
one colourless bottle which was used for comparing the effect of light on the 
decomposition of adrenaline. The total volume of solution in each bottle was 
always 100 ml.; all solutions were buffered at pH 7 and contained the con- 
ce^ntrations of adrenaline alone or adrenaline and ascorbic acid indicated in 
Table IV\ In addition, control exp<'riments were made in which only buffered 
ascorbic acid (B.l).H.) w^as included. All bottles were tightly stoppered with 
glass stoppers and were shaken every now and then for the same length of time 
on a mechanical shaker to facilitate oxidation by the air enclosed above the 
liquid. After each period of shaking the brown bottles were placed in the dark 
and the colourl(*8S bottle was placed in the light. 

In most of the experiments the reddish tinge appeared in the different 
solutions in the following order: adrenaline alone kept in light, simultaneously 
in the different solutions of adrenaline -f ascorbic acid, adrenaline alone kept in 
dark; no red colour appeared in the solutions containing ascorbic acid alone. 
In some cases, however, the appearance of the red tinge in the solutions con- 
taining adrenaline and ascorbic acid together took place at the same time as in 
the solutions of adrenaline alone kept in the light (Exp. 2, Table IV). There was 

Table IV 

Comparative intt'nsitieH of reddish colour 


In coloui*ed bottles in dark 


Time of 
observation 

In light 



2 mg. adr. 

2 mg. adr. 

> 

2 mg. adr. 

Exp. hr. 

2 mg. adr. 

2 mg. adr. 

+ 1 mg. aso. 

+ 2 mg. asc. 

+ 4 mg. asc. 

1 3 

Trace 

— 

— 



24 

+ 

- 

- 



48 



+ 



72 

-f •+- 


+ + 



96 



+ +* 



2 20 

+ 

- 


+ 


44 

+ + 

+ 

+ + 

+ + 


3 24 

Trace 


— 

- 

.. 

48 

+ 

- 

- 

- 

- 

72 

H- + 

- 

+ 

+ 

+ 

96 

+ -f 

+ 

+ + 


+ +♦ 

110 

+ +• 

+ + 

+ +* 

+ +* 


• YeUow tint. 

adr. sradrenaline hydrochloride. aac. » ascorbic acid. 
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no definite rule as regards the time of first appearance of colour in the solutions 
kept in the light. The rate at which the reddish colour appeared and increased 
in intensity in the different solutions is indicated by the results of 3 experiments 
recorded in Table IV. 

It is clear that light accelerates the coloration of adrenaline solutions and 
that when the effect of this factor is eliminated the solutions containing adrenaline 
and ascorbic acid become coloured earlier than similar solutions containing no 
ascorbic acid. If the coloration of adrenaline solutions is accepted as an indication 
of oxidative destruction, this result would mean an acceleration of the destruction 
of adrenaline by ascorbic acid. When, however, the pressor activity of the 
solutions was actually tested, a contradictory result was obtained. 

Solutions were prepared as before, some being made up oiw* day before the 
others, for the purpose of studying the correlation between the intensity of 
colour and the pressor activity. The pressor activity of all the solutions was 
compared with that of a freshly prepared adrenaline hydrochloride solution 
buflered at pH 7 by measuring their effect on the blood prcissure of ont^ and the 
same pithed cat. Equal doses of 0-5 ml. were injected. The results of a nuinb(*r 
of such experiments are given in Table V. 


Table V 


Soln. no. 

Contents 
of soln. 

mg. per UK) ml. 

Condition 

Age of 
preparation 
days 

Intensity 

of 

colour 

Mean rise 
in hlo<Kl 

prt'SHiiic 

mm. Hg 

Strength 
relative 
to fresh 
soln. adr. 

1 

2 adr. 

In light 

3 

+ + 

28 

0-25 

2 

2 adr. 

Li dark 

3 

-t- 

40 

0-30 

3 

2 adr. 

In light 

2 

4 

40 

0-36 

4 

2 adr. 

In dark 

2 

- 

r>4 

0-48 

5 

2 adr. + 1 asc. 

In dark 

2 

•f 

54 

0-48 

6 

2 adr. + 2 asc. 

In dark 

2 

+ 

54 

0-48 

7 

2 adr. + 4 asc. 

In dark 

2 

+ 

54 

0-48 


adr. = adrenaline hydrochloride. asc. 

--ascorbic acid. 



Observations obtained after allowing the solutions to stand more than 3 days 
are not recorded owing to complications which occurred after this period, such 
as the development of a yellow tint. 

It can be seen that under the specified conditions of concentration and pH all 
solutions, whether coloured or not, were less active than a similar but freshly 
prepared adrenaline solution. Even the colourless solution (4) lost some of its 
pressor activity. According to Ball & Chen [1933] the first oxidation product, 
the o-quinone compound corresponding to adrenaline, is not colourcid. This is 
supported by the work of Raper [1926; 1927] on the oxidation of the related 
substance dihydroxyphenylalanine. If we assume that in solution (4) a com- 
plete or partial transformation into the o-quinone compound did take place, it» 
follows that autoxidation of the OH groups of the catechol ring results in the 
formation of a compound of lower activity than the original adrenaline. The 
comparison of (4) with (3) does not support the view that the o-quinone compound 
is quite devoid of activity. 

In the solutions containing adrenaline alone at pH 7, the earlier production 
of colour in the light than in the dark was accompanied by greater diminution 
in pressor activity (3, 4). The further increase of colour intensity was accom- 
panied by further loss of pressor activity (1, 2, 3). Although there was an earlier 
development of colour in the light than in the dark, when the intensity of 
coloration became the same in both cases the solutions had the same activity (2,3). 
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According to Green & Richter [1937], the red-coloured substance adreno- 
chrome is produced by further oxidation of the primary o-quinone product of 
adrenaJine oxidation and involves the removal of one hydrogen atom from 
the — ^NH — group of the side (*hain and one from the o-quinone ring, with the 
formation of an indole ring. According to them tlie first oxidation product is 
extremely unstable and at />H 7 und(‘rgoi?8 an almost instantaneous change into 
the red-coloured adrenochrome which is physiologically inactive. The asso(»iation 
of colour production with the formation of an indole ring from the o-quinone 
derivative of dihydroxyphenyl alanine has also been pointed out by Raper 
[1926; 1927 J. The red-coloured adrenochrome, therc^fore, is the second product 
of autoxidation of adrenaline although it coiistitub^s the first visible stage in 
its oxidation. It is clear from the* presemt w'ork that this latter stage is photo- 
catalysed, since there is an earlier d(*velopnient of colour in solutions of adrenaline 
alone? kept in the light than in solutions prepared at the same time but kept in 
the dark, in wdiich tlu? original adrenaline prov’cd to have und(*rgone a change 
wdiich is r(\sponsibl(* for most of the total lowering of activity. This explains the 
further diminution in pressor activity as the colour develo])s (3, 4) and the 
proj)orti(>iiality of this diminution to the intensity of coloration (1. 2, 3, 4). It 
also (*,xplains w4iy, when the intensity of coloration of solutions kept in the light 
ami in tin* dark l>ecomes the sanus they have the same pressor activity, for the 
amount of active and inactive substances at this point wdll Ik? the same in 
both cast's. 

Although then* was an early development of colour in the solutions of 
adrt'iialine containing ascorbic* acid, these showed an activity similar to that of 
a (jolourless solution jireparc'd at the same time and kept under the same 
conditions, and a gn*ater activity than a coloured solution also pr(*pared at the 
same, tinu* but kept in the light. When the solutions 4-7 (Table V) wxtc allow-ed 
to stand for anothc'r day, nos. 5-7 containing ascorbic acid developed maximum 
r('d colour and solution 4 dev(*lo]x'd a slight coloration; but while the pressor 
activity of nos. 5-7, wdieu again compared with that t)f a freslxly prepared 
solution. ke*pt constant as IxTorc, that of no. 4 htwl diminished. These ex^jeriments 
show that as(;orbic acid at 7 has a limited protective effect on the activity 
of adrenaline. This limited effect w^as still more prominent when 1 in 10® 
solut/ion.s of adrenaline alone and adrenaline containing the same amount of 
ascorbic acid w'ere allow'od to oxidize in the presence of air and light : it w'as found 
that after 24 hr. th(* solutions containing adrenaline alone completely lost their 
activit 3 % while tho.se containing a.scorbic acid were still active, though they had 
a lower activity than freshly prepared solutions of the same concentration and 
reaction. The inactivation of solutions of adrenalim* alone, in the* light or in the 
dark, is proportional to the colour development, but no such proportionality 
exists in the solutions containing ascorbic acid as wvll. In the latter solutions, 
both the development of coloui* and the pr(*servation of activity arc independent 
of the amount of* ascorbic acid present. 

We can find no explanation of these experimental facts except l>\" assuming 
(1) that the red -coloured product obtained with solutions of adrenaline con- 
taining ascorbic acid is different from the inactive adrtuiochrome produced in 
solutions of adrenaline alone; it might result from a reaction betwx»en the 
o-quinone primary oxidation product and ascorbic acid; its association wdth 
colour is an indication that it would also be an o-quinone : (2) that the protective* 
effect of ascorbic acid hinders the transformation of the o-quinone })rimary 
oxidation product of adrenaline into the inactive adrenochi-ome. Tlicse assump- 
tions explain (1) the presei*vation of an activity equal to that of the colourless 

91—2 
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primary oxidation product by the solutions containing adrenaline and ascorbic 
acid, (2) the earlier appearance of coloration in these solutions than in those of 
adrenaline alone under the same conditions, (3) why further increase in colour 
intensity can take place without further loss of pressor activity, contrary to 
what occurs in solutions of adrenaline alone, since the increased intensity in the 
presence of ascorbic acid may simply mean the transformation of the colourless 
o-quinone into a coloured one of the same activity. According to Green & 
Richter [1937] ascorbic acid prevents the catalytic oxidation of adrenaline to 
adrenochrome. 

Modified dichlorophenol-indophenol titrations showed that at 7 the rate 
of disappearance of the reduced form of ascorbic acid was rapid and was the 
same in solutions containing adrenaline as in similar concentTations of ascorbic 
acid alone. Complete disappearance took place in a few hours in both cases. 
The accelerated appearance of coloration in solutions containing adrenaline and 
ascorbic acid cannot therefore be due to the reduced form of ascorbic acid since 
the latter disappears long before the appearance of colour ; the oxidation products 
of ascorbic acid may be responsible. These observations prove that the continued 
presence of the reduced form of ascorbic acid itself is not essential for the 
maintenance of the activity previously indicated to take place in the solutions 
of adrenaline with ascorbic acid, since it has been shown that the preservation 
of an activity equal to that of the primary oxidation product can continue after 
the development of the colour and, as can l)e seen, after the disappearance of 
the reduced form of ascorbic acid. Whether the coloured substance formed in 
the solutions which had contained ascorbic acid is concerned with the preser- 
vation of activity remains to be investigated. 

The loss of potency in adrenaline solutions containing ascorbic acid (iridicattnl 
in Table V) when compared with a freshly prepared solution of adrenaline alone 
was shown by further experiments to be demonstrable even before the complete 
disappearance of the reduced form of ascorbic acid, while at pH 7 a freshly 
prepared solution of adrenaline containing ascorbic acid had the same potency 
as a freshly prepared solution of adrenaline alone. It appears, th(Tt'fore, that 
at pH 7 there is at first a simultaneous oxidation of the reduced form of ascorbic 
acid and of adrenaline which is changed to the corresponding o-quinone, th(?reaftcT 
there is a protection of the o-quinone compound from further oxidation. 

These in vitro experiments were concerned with the protecitive efiect of 
ascorbic acid on the pressor activity of adrenaline when the former was deprived 
of its acidic properties. In such experiments there is a rapid oxidation of 
ascorbic acid; a better protective effect on adrenaline might be expectc*d in 
animal tissues, owing to their tendency to keep ascorbic acid in the reduced form. 

The catalytic oxidation of adienaline to the inactive adrenochrome was 
shown by Green & Richter [1937] to take place in the animal body by (1) a 
cyanide-insensitive system present in heart and skeletal muscle and (2) the 
cytochrome-indophenol oxidase present in all tissues. In the present work, as 
well as in the experiments of the above investigators, the hindrance of adreno- 
chrome formation by ascorbic acid is indicated. In the intact animal, even if an 
increased concentration of ascorbic acid is effective in hindering adrenochrome 
formation, it is evident from the present work that the influence of this factor 
is combated by other factors, so that the same destruction of adrenaline 
is produced in normal animals as in those saturated with ascorbic acid. The 
possibility of adrenaline destruction in the body by mechanisms other than 
adrenochrome formation can be imagined from the different modes of adrenaline 
oxidation reported by previous investigators. Thus Weinstein A Manning [1937] 
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found a substance having the properties of protocatechuic acid in the urine of 
rabbits in which adrenaline had been injected, which indicates an oxidative 
removal of the side chain of the adrenaline molecule. Blaschko et al, [1937J 
have reported the presence of adrenaline oxidase in mammalian liver and 
other tissues; this was subsequently found by Richter [1937] to be an amine 
oxidase which induced an oxidativ(5 deamination in the side chain with the 
production of an aldehyde and methylamine. 

It seems that any interference with the side chain of the adrenaline molecule 
by oxidative splitting or closure to form an indole ring results in complete loss 
of pressor activity, while autoxidation of the hydroxyl groups in the catc^chol 
ring simply lowers the activity. 

Summary 

1 . Small doses of unneutralized vitamin C injected into a pithed cat have no 
effect on the blood pressuns but large dosc'S have a depressor effect. When the 
vitamin is adjusted to the physiological pH it has no action. The effect of the 
large doses of the unneutralized vitamin is ascribed to its acidity rather than to 
its real influence. 

2. At the physiological pH, vitamin C augments neither the magnitude nor 
the duration of the adrenaline effect on the blood pressure, but the acidic 
vitamin diminisht^s both its magnitude and its duration. 

3. The destruction of adrenaline is the same in normal intact animals as in 
those saturat(*d with ritamin C. Any protective effect of the latter on adrenaline 
is combatted by other destructive factors operating in the organism. 

The parallelism previously observed betwe^en the rate of glycogenolysis caused 
by adrenaline and the degree of saturation of the body with vitamin C cannot be 
aserilxHl to a prolongation of the effect of the former through a protective effect 
of the latter. 

4. In i7i(ro at pH 7 ascorbic acid has a limited protective effect on the 
pressor ac'tivity of ailrenaline. It appears that this protection consists in a 
temporary hindrance of further autoxidation of a primary oxidation product of 
adrenaline which has a lower pressor activity than the original compound. It is 
suggested that this primary product is the colourless o-quinone corresponding 
to adrenaline. The continued presence of the reduced form of ascorbic acid is 
not essential for this protection. 

5. The fact that coloration occurs earlier in mixtures of ascorbic acid and 
adrenaline than in solutions of the latter alone cannot be taken as a sign of 
earlier destructive oxidation as in the case of adrenaline alone; it may be due 
to some sort of reaction between the primary oxidation product of adrenaline 
and the products of ascorbic acid oxidation. The coloured substance produced 
in these mixtures is suggested to be an o-quuione possessing a pressor activity 
equal to that of the colourless o-quinone compound. 

6. The effect of light on the destruction of adivnaline appears to be concerned 
particularly with hastening the second step of autoxidation which is associated 
with the development of colour. 

We wish to express our thanks to Prof. G. V. Anrep and Dr A. Hassan for 
the encouragement and the interest they have shown in this work. 
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CLXXXIX. CARBOHYDRATES IN PROTEINS 
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The question of the occurn^nct^ of carbohydrate groups as essential parts of the 
structure of proteins (apart from mucins and mucoids) has been the subject of 
many investigations, none of which however has yielded an unequivocal result. 

Before the ])eptide theory of proteins was gem^rally accepted, numerous 
f>apers were publisluKi conocTning the carbohydrate* content of proteins. Pavy 
[1893] hj’drolysed coagulated egg-white first with alkali and then with dilute 
acid and obtainc'd glucosazone from the hydrolysate. He assumed that all 
proteins contain fairly large amounts of carbohydrate and that the preformed 
sugar in the protein molecule is res^ionsiblc for the conversion of protein into 
carbohydrate w'hich occurs in the animal body. These contentions w’ere the 
subject of a heated controversy and, although Pavy’s physiological hypotheses 
were somewhat bizarre, his chemical ob8c*Tvations w^ere correct. Eichholz [1898] 
confirmed Pavy's findings by showing that egg albumin, from which mucin and 
mucoid had lK*en cart^fiilly nmioved, gave on hydrolysis a substance which 
reduced Fehling’s .solution and from which an osazone of m.p. 208'^ could be 
obtained. Later, when crystalline egg albumin had been prepared, Hofmeister 
[1898] and Langstcin [11K)2] obtained an osazone from th(^ hydrolysate of the 
crystalline protein and Seemann [1900] isolated glucosamine hydrochloride from 
a thrice crystallized sample. The amounts isolated, how'ever, wrere very small 
and it was generally assumed that ordinary proteins arc composed of amino- 
acids only ami that the presence of sugars in hydrolysates is due to impurities 
such as mucoids (see I^'vene [1923] and Pliramer [1917]). 

Much later, the question w'as taken up again l)y Frankel & Jellinek [1927] 
w'ho hydrolysed apparently non-crystalline egg albumin w ith barji^a, removed 
amino-acids with neutral lead acetate? and precipitated the jjolysaccharide'with 
ammoniacal lead acetate. The}^ repc^ated this separation several times and 
finally obtained, by precipitation with alcohol, an optically inactive poly- 
saccharide. This substance on acid h^^drolysis gave mannose and glucosamine. 
Leveno & Mori [1929], following the work of Frankel & Jellinek, introduced as 
an additional step in the purification of the polysaccharide the use of mercuric 
sulphate for the removal of nitrogenous impurities. These authors, however, 
obtained only small amounts of polysaccharide from rept*atediy recrystallized 
egg albumin and concluded therefore that the carbohydrate is not derived from 
the egg albumin itself but from ovomucoid. Rimington [1929; 1931] applied 
the same method of hydrolysis and isolation to mixed serum proteins and also 
obtained mannose and glucosamine hydrochloride as ultimate hydrolysis pro- 
ducts. 

^ Beit Memorial Research Fellow. 

( 1435 ) 



1436 


A. NEUBERGER 


Serensen [1934], using a colorimetric technique, detected carbohydrates in 
nearly all proteins examined by her, and estimated that crystalline egg albumin 
contains 1*8 % of mannose. 

There remains therefore considerable doubt as to whether crystalline pro- 
teins do in fact contain carbohydrates as part of their molecular structure. The 
positive colour reactions for carbohydrates which are given by highly purified 
albumin preparations are not sufficient to establish the point with certainty, 
whilst the fafiure of workers such as Levene & Mori to obtain more than traces of 
carbohydrate from purified proteins may well be due to defects in the methods 
employed. 

Thus, prolonged hydrolysis with strong alkali, as used by Levene & Mori 
is well known to be destructive of many carbohydrates and it will in fact be 
shown later in this paper that such treatment is harmful to the polysaccharide 
obtained from egg albumin. Moreover, it can hardly be claimed that the 
method used by these workers for the isolation of the carbohydrate, depending 
as it does on quantitative removal of amino-acids by neutral lead acetate and 
mercuric sulphate and selective precipitation of the polysaccharide by ammoniacal 
lead acetate, is well adapted to the separation of a small amount of carbo- 
hydrate in a pure state from a protein hydrolysate. 

The object of the work to be described in the present paper has been first to 
develop a new method for the isolation of carbohydrates from proteins which 
should be free from the objections mentioned above and secondly to apply the 
new method to the study of what is perhaps the best-defined protein at present 
available, namely crystalline egg albumin. 

AUempta to aeparaie. carbohydrate from egg albumin by physical means 

The possibility of the separation of carbohydrate from crystalline proteins 
by physical means was first investigated, and for this purpose the carbohydrate 
content of crystalline egg albumin was estimated by the orcinol method after 
successive recrystallizations, after denaturation and after ultrafiltration. The 
justification for the use of a colorimetric method for the estimation of carbo- 
hydrate will appear later from the fact that the amount of sugar finally estimated 
by actual isolation agrees satisfactorily with the colorimetric value. 

Table I. Change of carbohydrate cemtent with recryatallization 

Crystallization no. % CarlK)hydrate 

1 2*8 

2 2*0 

.3 1*8 

4 1*75 

6 1*8 

6 1*8 

7 1*8 

Table I shows that the carbohydrate content of crystalline egg albumin falls 
during the first two recrystaUizations but is not affected by further repetitions 
of the process. The final value of 1*8% carbohydrate calculated as mannose 
obtained agrees well with that recorded by Sorensen [1934]. Ciystallization in 
itself therefore, so far from effecting a separation of carbohydrate from the 
protein, leads to a product of constant oarl^hydrate content. 

An attempt was then made to separate the carbohydrate from the protein 
by ultrafiltration through filters of known porosity. Table II shows that a 
membrane of average pore diameter 6*5 m/i, which retains egg albumin completely 



CARBOHYDRATE OF EGG ALBUMIN 


1437 


[Elford & Perry, 1936], is also impermeable to the carbohydrate associated 
with it; moreover, for membranes of intermediate porosity the ratios of carbo- 
hydrate and nitrogen in the ultrafiltrates are constant within the limits of 
experimental error. It is clear therefore that the carbohydrate is associated 
with particles of molecular size similar to that of egg albumin. 


Table II. UUraJiUration of egg albumin 


Protoin 


Average 

pore 

diametor (Carbohydrate content 

of mem- t ^ ^ 

brano in Snpcriiat. Tltrafiltr. 
m/x mg. jKT ml. 


Protein content 

f ' ^ 

iSui)ernat. Ultratiltr. 
mg. per ml. 


Carbohydrate con- 
tent of protein 

A 

r ^ 

Supernat. Ultrafiltr. 


Native 

35 

0*324 

0*321 

1*786 

1*714 

1*80 

1*86 


11 

0*424 

0*095 

2*370 

0*452 

1*77 

2*10 


9 

0*464 

0*043 

2 740 

0*224 

1*70 

2*00 


5-0 

0*545 

0*010 

3*260 

0*003 

1*70 

— 

Acid denat. 

15 

0*325 

0010 

1*820 

— 

1*77 

— 

Heat denat. 

15 

0*039 

0*060 

0*207 

0*010 

1*88 

— 


P'inally Table II also shows that no carbohydrate is split off on denaturation 
with acid. The fact that the carbohydrate, which passes readily through the 
15m/t membrane when combined with the native protein, is completely retained 
wdth the protein after the latter has been denatured is convincing evi(ience that 
the carbohydrate must be associat(*d with a denaturable protein and not, for 
instance, with contaminating mucin. This is confirmed by the fact that no 
carbohydrate is liberated during denaturation by heat. 

The imjK)ssibility of separating carbohydrate from recrystallized egg albu- 
min by any of the pliysical processes described affords re^asonable ground for 
the assumption that the carbohydrate forms an integral part of the protein 
molecule. With respect to denaturation the jwssibility remains that the carbo- 
hydrate group may play some part in the intramolecular mechanism of this 
process while remaining attached to the protein molecule. 

New rnethod^ for the isolation of carbohydrate from protein hydrolysates 

From the experiments of Rimington [1931], it can be deduced that trypsin 
does not hydrolyse the polysaccharide derived from serum proteins. It is 
reasonable to expect that the carbohydrate in egg albumin w'ill be similarly 
resistant and hydrolysis by trypsin was therefore chosen for the present work. 
Introduction of extraneous carbohydrate with the tr^^sin W'as minimized by 
keeping the amount of enzyme as low as possible; since the (colorimetric) 
carbohydrate content of the trypsin preparation us(xi was very small, the 
amount of carbohydrate introduced with the enzyme was actually less than 
0*2 % of the total. 

The new method of isolation of the carbohydrate from the hydrolysis 
mixture was based on the following considerations. Ketene reacts quantitatively 
with a-amino-acids (and a-imino-acids) [Neuberger, 1938] in aqueous solutions of 
neutral and alkaline reaction to form .N-acetyl compounds [Bergmann & Stem, 
1930]. In the basic amino-acids the amino groups only are acetylated; thus the 
action of ketene on histidine and arginine yields a-iV-acetylhistidine and a-A’- 
acetylarginine respectively; these acetylated acids retain a zwitterion structure, 
and are therefore insoluble in organic solvents. Aliphatic hydroxyl groups on the 
other hand are not acetylated by ketene in aqueous solution, as shown by the 
fact that ketene reacts with glucosamine to form A'-acetylglucosamine only 



1438 


A. NEUBERGER 


PBergmann & Stem, 1928]. It is to be expected therefore that if a mixture of 
amino-acids and carbohydrate is treated with ketene, all amino-acids except 
histidine and arginine will be converted into compounds which are soluble in 
organic solvents, whereas carbohydrates will remain unchanged, apart from 
acetylation of the amino group of glucosamine or other amino-sugars.^ 

By treatment of a tryptic hydrolysate of protein with ketene and subsequent 
exhaustive extraction of the acidified solution with chloroform, aft(T removal of 
basic amino-acids with phosphotungstic acid, it should therefore be f)Ossible 
to remove a large proportion of nitrogenous material without affecting the 
carbohydrate. 

Now carbohydrates in general are readily and completely acetylated by 
acetic anhydride and pyridine; treatment of the material remaining in the 
chloroform -extracted solution with these reagents should therefore convert 
the carbohydrate into a chloroform-soluble condition in which it can easily 
be separated from the remaining nitrogenous contaminants. It should then be 
possible to dcacetylate the chloroform-soluble acetylated carbohydrate under 
mild conditions, and to isolate the free carbohydrate^ by precipitation with alcohol. 

A difficulty might arise in the application of the procedure just outlined 
owing to the formation of chloroform-soluble acetaminoketoncs by th(* reaction 
studied by Dakin & West [1928]; actually it has been shown [Neuberger, 1938] 
that if the temperature of the acetic anhydride-pyridine mixture is kept low 
such formation of acetaminoketoncs from amino-acids is almost (mtirely sup- 
pressed in favour of the formation of acetamino-acids ; in any case, even if small 
amounts of acetaminoketoncs and/or acetamino-acids should pass into the final 
chloroform extract, these will bo unaffected by the deacetylation process and. 
being readily soluble in alcohol, will remain in the mother liquor when the free 
carbohydrate is precipitated. 


Table III. Distribution of nitrogen (N) and carbohydrate (CH) 
during process of fractionation 

Tryptic hydrolysate (N, 18-80 g.; CH, 2* 10 g.) 


Pptn. 


Phosphotungstic acirl 


Ppt. 


50 % acetone 


Soln. (N, 14-2 g.; CH, 2-1 g.) 


I^ln. 

(N. 


In. Ppt, 

i, 3-2 g.; CH, 50 mg.) (N, 1-4 g.; CH, 10 mg.) 


Ketene 


extraction 


Aqueous 

Evap. 


«oln. CHlUj extr. 

(N, 7-8 g.; CH, 21 g.) (N, 6-4 g.; CH, zero) 

Pyridine + AcjO 


Water-soluble 

(N, 7-65g.;CH, 0-8 g.) 


CHClj-soluble 

(N, 0-105 g.;CH, 1-26 g.) 


1 The differential extraction of acetamino-acids by organic solvents as a means of separating 
amino-adds is being examined by Mr R. LL M. Synge in the Biochemical Laboratory, Cambridge. 
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The procedure finally adopted for the isolation of the polysaccharide has 
been as follows. The hydrolysate is first treated with phosphotungstic acid to 
remove basic amino-acids and incompletely dig(^st(‘d protein. The material not 
precipitated by phosphotungstic acid is then treated with ketene, and acotylated 
amino-acids are removed so far as possible by chloroform extraction. The 
material obtained on evaporating the aqueous solution is treated with pyridine 
and acetic*- anhydride at C. The acetylated polysaccharide thus obtained is then 
extracted from the ac|ueous solution of the reaction product by chloroform and 
cjarefully deacetylateHl by dilute alkali in the cold, and the free carbohydrate is 
precipitated by addition of alcohol. 

Table* III shows the distribution of nitrogen and carbohydrate in the different 
fractions in a typical experiment ; it will be seen that very little carbohydrate is 
lost by pnjcipitation with phosphotungstic acid and no carbohydrate at all 
passes into tlu* first chloroform (*xtra(*t. It is clear from Table HI that the 
partition coefficients ol* some acetamino-acids between chloroform and water are 
not very favourable fi^r their complete removal from the aqueous phase. 

It also apjK'ars from Table HI that only (W) % of the polysaccharide is obtained 
in the s(*cond chloroform extract after one treatment with pyridine and acetic 
anhydride. In lat<‘r experiments it was found that 95% of the total carbo- 
h\'drate could be* obtained in the final alcohol precipitate by repeating the 
ae<*tylation process on the residue. 

Properties of the carbohydrate 

(kneral. The substance* obtained, having the apix*arancf* and general pro- 
perties of a polysaccharide, w'as homogeneous, since samples obtained by 
fractional preei])itation with alcohol had klentical rotations, molecular weights 
and nitrogen and carbohydrate contents (Table IV). Colour reactions indicated 


Table IV. Physical and chemical properties of different preparations and 
fractions obtaUml by fracUonal precipitation jrith alcohol 





Mol. wt. 

Carbo- 


Nitrogen 


uncorr. 

hydrate 


content 

Wd 

for ash 

content 

Proparation 1 

4-85 

4 21-5 

11.50 

470 

l*repari»tioii 2 

4 m 

f 22-0 

— 

48*0 

Preparation 

5*05 

4^220 

— 

500 

Preparation 4 

4-9.’> 

-22-5 

ii;jo 

480 

Fraction 1 precipitated bv 50 «leobol 

4-S5 

4-220 

— 

46-5 

Fraction 11 precipitated by 05 alcohol 

4-00 

-20*5 

1160 

501 

Fraction III precipitated by 75**^ al<*ohol 

5- 10 

-r22-5 

1110 

400 

Fraction IV precipitated by alcohol 

5* 15 

4-220 

— 

— 


the presence of hexose and acetamino-sugar, wliilst the pn^sence of significant 
amounts of ketoses, pentoses and uronic acids could Ix^ excluded. The substance 
gives the ninhydrin reaction after acid hydrolysis; this do(?s not necessarily 
imply the presence of amino-acids however since glucosamine hydrochloride 
gives a typical ninhydrin test. The negative biuret test showed that the poly- 
saccharide was not contaminated by higher peptides. Negative colour reactions 
further indicated the absence of tyrosine, tryptophan, histidine, arginine and 
cystine from the preparation. 

Component sugars. The polysaccharide itself had no free reducing group, but 
reducing sugars were liberate on acid hydrolysis. Fig. 1 shows that the maximum 
reducing vidue on hydrolysis with 1-6jY HCl at IW is obtained after about 5 hr. 
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If correction is made for the “salt error” and the slightly higher reducing equi- 
valents of mannose and glucosamine as compared with glucose, the amount of 
reducing sugar in the polysaccharide can be calculated to be about 75%. On 
the other hand the amount of sugar other than amino-sugar, as determined 
colorimetrically, was about 48 % , a figure nearly identical with that obtained for 
the fermentable sugar. Thus, about 50 % of the polysaccharide or 68 % of the 
reducing sugars is present as fermentable hexose. On the other hand direct 
colorimetric estimation of amino-sugar indicated a content of 25 % calculated 
as glucosamine [Elson & Morgan, 1933]. Thus, it can be concluded that the 
reducing sugar obtained on hydrolysis consists of two-thirds of a fermentable 
hexose and one-third of an amino-sugar. 



Fig. 1. liberation of reducing sugar on hydrolysis of polysaccharide 
with N acid at i00\ 

Mannose was isolated from a hydrolysate of the polysaccharide in the form 
of the phenylhydrazone and the p-bromophenylhydrazone. The amounts cx)rre- 
sponded to 36 and 38 % of the polysaccharide, whilst in model experiments under 
the conditions used for the isolation of the hydrazones, mannose could be 
Recovered to the extent of 75-80%. If such a correction for the incomplete 
recovery of mannose is applied to the values obtained, the content of mannose 
in the polysaccharide falls between 45 and 48 % which is in satisfactory agree- 
ment with the values obtained from the fermentable reducing sugar content and 
from colorimetric determination. 

Glucosamine was isolated by a newly devised method as 2:4-dihydroxy- 
benzylideneglucosamine. The amounts isolated in different experiments corre- 
sponded only to about 60 % of the value found colorimetrically. The presence of 
an amino-sugar other than glucosamine can therefore not be excluded with 
complete certainty. 

Nitrogenous componerUs other than amino-svgars. The maximum content of 
amino-sugar (calculated as glucosamine) accounts for no more than 40 % of the 
total nitrogen of the polysaccharide ; on the other hand, after acid hydrolysis 
under condUtions which would not destroy amino-sugars, 60-70 % of the total 
nitrogen appears as amino-nitrogen (Van Slyke) and about 20 % as ammonia. 

In addition to amino-sugar(s) there must therefore be present in the poly- 
saccharide a nitrogenous compound which yields its nitrogen partly as amino- 
nitrogen and partly as ammonia on acid or alkaline hydrolysis, the proportion 
of ammonia being probably larger in the latter case (see next paragraph). This 
compound has not so far been identified; colour reactions and consideration of 
its properties seem to exclude all known amino-acids and its instability both 
towards acid and alkali make its closer investigation difficult. It is hoped that 
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its further study may become possible if success is attained in the search for an 
enzyme which will hydrolyse the polysaccharide. 

Action of alkali. Fig. 2 shows that 50 % of the total nitrogen is liberated from 
the polysaccharide as ammonia by N NaOH at 100*^ after 16 hr. The fact that the 
yield of mannose as phenylhydrazone after a subsequent acid hydrolysis was 
greatly diminished indicated that the sugar had been partially destroyed by the 
alkaline treatment. Similarly, the fact that only 60 % of the remaining nitrogen 
or 30 % of the original nitrogen was present as amino-nitrogen showed that some 



Fig. 2. Rate of liberation of ammonia on hydrolysis of polysaccharide 
with S XaOH at KK)". 

glucosamine also had been destroyed. This apparent instability of glucosamine 
bound in a polysaccharide towards strong alkali is in contrast to the behaviour 
of methyl glucosaminide which is very stable under the conditions used [Mogg- 
ridge & Neul^erger, 1938]. 

After alkaline hydrolysis the polysaccharide gives a positive test with 
Ehrlich’s reagent w'hicli is not easy to explain, since A"-ac(*tyl methyl glucos- 
aminide and iV-acetyl phenyl glucosaminidt', when heated with alkali under the 
same conditions, do not give this reaction. A possible explanation is that a part 
at least of the glucosamine is bound to the unknown nitrogenous substance by 
a linkage more unstable to alkali than the 0-glucoside linkage. On alkaline 
treatment, this linkage might be split more quickly than the A"-acyl linkage, 
and the compound thus partly deaminated and partly condensed to a ring 
system giving a positive test with Ehrlich's reagent. 

Acetyl content. Acetyl estimations showed that the polysaccharide contained 
10*65% acetyl groups, presumably in the form of A"-acetyl. The amount of 
acetyl corresponds nearly exactly to the amount of amino-nitrogen obtained 
after acid hydrolysis, and it may be concluded that the acetyl groups are linked 
partly to glucosamine and partly to the unknown nitrogenous component. 
Since the isolation of the polysaccharide involves acetylation it is impossible to 
say whether the glucosamine in its original combination in the protein is 
acylated or not. 

Content of the polysaccharide in egg albumin. As will be showni later, 3*5 g. of 
the polysaccharide complex are obtained from 100 g. of egg albumin. If the 
yield of the polysaccharide is assumed to be 95 % , this corresponds to a value of 
3*65 g. per 100 g. of protein. Since the mannose content of the polysaccharide 
complex is 50%, a value of 1*8 g. of mannose per 100 g. of protein is obtained 
which is in perfect agreement with the colorimetric value. BVom the analytical 
figures therefore egg albumin with mol. wt. 40,000 would contain 4 mol. of 
mannose and 2 mol. of glucosamine. 
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EBtimations of the moL wt. of the polysaccharide complex indicated a value 
of 1250, which, on the basis of mol. wt. 40,000 for egg albumin, corresponds to a 
polysaccharide content of the protein of 3-15%. The agreement with the value 
obtained from isolation and colorimetric methods is sufficiently good to justify 
the assumption that four mannose and two glucosamine residues arc linked up 
as one polysaccharide chain with the protein to form one large prosthetic group. 

Experimental 
Preparation of egg albumin 

Egg albumin was crystallized according to Kekwick & Cannan [1936J. 
Samples from each crystallization were dialysed Against frequent changes of 
distilled water for 10 days and nitrogen and carbohydrate were estimated. For 
the estimation of carbohydrate the method of Sorensen & Haugcaard [1933] 
was used employing mannose as standard. The nitrogen content of egg albumin 
was assumed to be 15*65%. 

Effect of heai’-denaturation on carbohydrate content 

Five times recrystallized egg albumin (20 g.) was denatured by heating in 
aqueous solution at 80° for 20 min. and the suspension was dialysed against 
frequent changes of distilled water at 0°. The combined dialysates were evaporated 
to dryness in vacuo, A minute amount of solid matter giving a very weak 
Molisch reaction was obtained. It was impossible to obtain from it an osazone, 
even after acid hydrolysis, nor could a phenylhydrazone or phenylhydrazide 
be prepared; the presence of hexoses and hexonic acids was thus excluded. 

Ultra filtration experimerUs 

The membranes were made and standardized by Dr Elford and the tetdinique 
used was that described by Elford & Ferry [1934]. Nitrogen and carbohydrate 
were estimated in samples of the supernatant fluid and of the ultrafiltrate. 
Heat-denatured protein was prepared by keeping an clcctrolyte-froe solution of 
the protein at 85° for 20 min. The suspension was centrifuged at 20(K) r.p.m. for 
5 min. and the supernatant fluid was filtered through a l*5/x membrane which 
allowed about 12% of the protein originally present to pass through. Acid- 
denatured protein was prepared by keeping a protein solution for 10 hr. at 
pB. 1 at a temperature of 30° and then adjusting the pH to the isoelectric point. 
Protein thus denatured passes readily through a 1-5/x membrane, but is com- 
pletely retained by a 15mp membrane. 

Isolation of the polysaccharide from egg albumin 

Egg albumin, five times recrystallized and nearly completely freed from 
sodium sulphate by dialysis, was used in all experiments. A 5 % solution of the 
protein was denatured by heating and the reaction of the suspension was 
adjusted to pH 7*8. Trypsin (Merck) was then added in an amount corre- 
sponding to 0*3 % of the dry weight of the protein. Alkali was added frequently 
to adjust the pH of the digest to 7*8 and further quantities of trypsin were addcMl 
about twice a week. The enzymic hydrolysis was followed by alkalimetric 
titration in 90% alcohol acconling to Willstatter & Waldschmidt-Leitz [1921], 
correction being made for the alkali added; the digestion was continued for 
4-6 weeks. The total amount of trypsin added varied between 0*8 and 1*1 g. per 
100 g. of iwotein. 
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The working up of this digestion mixture may be described in detail for a 
ts^pical experiment. 

The enzymic hydrolysate of 120 g. of egg albumin was acidified to pH 1 
with HCl. Phosphotungstio acid (l^g.) in 0-1 N HCl was added and the 
mixture was left for 3 days in the cold room. The precipitate was filtered off 
and washed with a 10% solution of phosphotungstio acid in O-IN HCl. The 
precipitate was suspended in warm 50 % acetone in which most of it dissolved 
and the suspension was extracted five times with an amyl alcohol-ether mixture. 
The aqueous suspension was filtered and the solution was analysed for 
carbohydrate and nitrogen (fraction I). The precipitate was again suspended 
in water and dissolved by addition of NaOH (fraction II). The phospho- 
tungstic acid was removed by Ba(OH)2 and the excess Ba(OH)2 precipitated bv 
H2SO4. 

The filtrate from the phosphotungstic acid precipitation was freed from 
excess phosphotungstic acid by amyl alcf)hol-ether (extraction until a sample gave 
no y)recipitation with Ba(OH)2. The solution w^as then neutralized with 2N 
NaOH and concentrated to low bulk. 

To the iKMitralizcd solution sufficient NaOH was then added to adjust the 
reaction to pH 9 and k<jtene w^as passed in until the ninhydrin reaction became 
n('gative; this took about 18 hr. Small additions of 
alkali were made at intervals to maintain the pH at 
about B. Th(i solution was then concentrated at low' 
pressure and acidified to pH J *fi with HCl. Ac(dylated 
amino-a(?ids were now* rtunoved by continuous extrac- 
tion with chloroform in the apparatus shown in Fig. 3. 

The extraction was general!}’ stopped after 12 hr. siu(‘e 
it was found that continuance for a further 50 hr. did 
not appreciably increase the amount of nitrogen in 
the chloroform layer. The (*hloroform solution was 
evaporati'd to dryness, the* residue w’as taken up in 
water and nitrogen and carbohydrate were estimated. 

The* aqueous solution was concentrated in vacuo 
and dried in a desic(*ator first over cone. H2SO4 and 
finally over P2OJ to a thick syrup. To this syrup were 
added pyridine. (250ml.) and acetic anhydridt* (350ml.), 
and the mixture was shaken mechanicaUy for 2 days 
at 2*^. It was then i)oured into ice-water and left for 
5 hr. The solution w'as concentrated under very low 
pressure, the residue dilute*d with w’^ater and the latter 
again evaporated. The aqueous solution of the residue 
w'^as then made acid to (bngo red and extracted 
rej)eatedly with (chloroform, the combined chloroform 
extracts being washed with water containing NaCl 31 Apparatus for con- 
and dried. After removal of the chloroform an oil tinuous rxiractiou of an 

was obtained which w'as dissolved in alcohol. Sufficient aqueous solution with 

lithium hydroxide was added to keep the solution e^orotorm. 
alkaline to phenolphthalein for at least half an hour. After 2 hr. more 
in the ice-chest the alkali w'as exactly neutralized with the required amount 
of dilute HCl and the solution concentrated under reduced pressure nearly to 
dryness; the residue was dissolved in a small amount of water and alcohol was 
added to a final concentration of 95-97 % . The precipitate w'as ocmtrifuged off 
^ This apparatus can be purchased from Messrs Quickfit and Quartz, Ltd. 
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after standing for several hours in the ice-chest, washed several times with 
ice-cold absolute alcohol and dried over P2O5 . 

The mother liquor from the alcohol precipitation was evaporated and a 
further small amount of precipitate was obtained on addition of alcohol. Al- 
together 2-9 g. of material were obtained. 

The aqueous solution obtained from the last chloroform extraction and 
containing unacetylated polysaccharide was evaporated to dryness, and sub- 
jected to reacetylation followed by further treatment as above; 1*2 g. more of 
material were obtained, identical in all respects with that derived from the first 
acetylation. A third acetylation gave no further product. 

General properties of the polysaccharide 

The substance obtained by the method described is very slightly pigmented 
and fairly hygroscopic ; it is very soluble in water, somewhat soluble in aqueous 
alcohol and insoluble in absolute alcohol and acetone. Its aqueous solution has 
pH 5*5-"6-0. The nitrogen contents of different samples as estimated by the 
Kjeldahl method varied between 4*85 and 6-1%. (It was found that reliable 
nitrogen values for glucosamine or glucosamine-containing compounds coidd 
only be obtained by the ordinary Kjeldahl method if ashing with H2SO4 were 
continued for about 6 hr. ; with Se02 as catalyst however half an hour sufficed.) 

The polysaccharide gives no biuret reaction even in a 20 % solution ; it gives 
a ninhydrin reaction only after acid hydrolysis. The Millon and Sakaguchi 
reactions are negative both with the untreated polysaccharide and with samples 
hydrolysed with 2N HCl and with cone. HCl. In view of the claim of Rimington 
[1931] that histidine is combined with the polysaccharide obtained from serum 
proteins the Pauly reaction was carried out on samples hydrolysed under many 
different conditions: 5 mg. samples were hydrolysed with 2N HCl at 
cone. HCl at 125® and with 10 % Ba(OH)2 at 100® all for 5 hr. In all cases only 
a slight yellow-orange colour was obtained with diazobenzenesulphonic acid in 
sodium carbonate solution, which was very different from the colours given by 
histidine and tyrosine. The Hopkins-Cole and Rosenheim tests for tryptophan 
were negative before and after alkaline hydrolysis. Tests for sulphur and phos- 
phorus were likewise negative. 

The Molisch reaction was positive up to a dilution of 1 : 1,000,000. The 
polysaccharide itself did not reduce Fehling’s solution, but lx?came strongly 
reducing on mild acid hydrolysis. A strongly positive test for iV'-acetylglucos- 
amine [Morgan & Elson, 1934] was obtained after hydrolysis with 0*01.^ HCl 
at 100® for 1 hr. The naphthoresorcinol, phloroglucinol and Seliwanoff tests were 
all negative on samples hydrolysed under difficult conditions. Carbohydrate 
estimations by the method of Sorensen & Haugaard gave values of 47-50% 
using mannose as a standard (see Table IV). 

Estimoition of the molecular might 

The molecular weight was estimated by an isopiestic method worked out 
by Dr G. S. Hartley similar to that described by Robinson & Sinclair [1934]. 
A rectangular silver plate containing three circular grooves was placed in a 
bulb-shaped glass apparatus which could be exhausted. Polysaccharide solutions 
of different concentrations were placed, in the outside grooves while a solution of 
KCl of known strength was put into the middle groove. The apparatus was 
carefully exhausted on an oil pump and left for 2 days at 26® ; it was then opened 
and the amounts of solutions in the three grooves were determined by weighing. 



CARBOHYDRATE OF EGG ALBUMIN 


1445 


Osmotic equilibrium was reached, and the concentrations of polysaccharide in 
the two outside grooves were identical. 

The method may be described in detail for one exixiriment. 0-0896 g. of a 
solution containing O-CXITOG g. of polysaccharide was idaced in groove 1 , 0-05840 g. 
of a solution containing 0-00132 of polysaccharide in groove 3, whilst in groove 2 
0-09168 g. of 0-05 iV^ KCl was introduced. At the end of the experiment grooves 1 
and 3 contained 0-0928 and 0-0178 g. of solution respectively indicating con- 
centrations of polysaccharide of 7-45 and 7-61 % . The valu<*s show that osmotitJ 
equilibrium between tlu‘ two polysaccharide solutions had in fact been established, 
and it can be assumed that ecpiilibrium had also been reached between the 
polysacchari<le and the K(.1 solutions. In groove 3 containing KCl, the amount 
of solution had increased to 0117 g. indicating tliat the two polysaccharide 
solutions are in (-(juilibrium with a 0*0409 xV solution of KCl. Using an osmotic 
coefficient for K(M of 0*943 and recalculating the concentrations of polysaccharide 
in g. per 1000 g. of solvent, values for the mol. wt. of 1120 and 1150 respectively 
were obtained. 

Estimation of ash corUeM 

10-62 mg. of the j)oly saccharide were ashe^d by heating at 500"^ for 6 hr. The 
residue amounted to 0-0192 mg. corresponding to an ash content of 0*1735%. 
If it is assumed tliat the ash consists only of lithium (‘hloride a correction for 
the* value of the mol. wt. can be ma<le. The valuers of the mol. wt. corrected on 
such a basis are 1245 and 1275. 

The homogeneity of the polysaccharide 

450 mg, of the j)olysaccharide were dissolved in 1 ml. of water and 1 ml. of 
alcohol was atlded. The precipitate was centrifuged off and dried. To the sujx'r- 
natant solution pun* alcohol was added and the precipitate formed again 
centrifuged off. By thu.s increasing the alcohol concentration several fractions 
were obtained. Optical rotations, mol, wt. and nitrogen and carbohydrate 
cont<*nts of the different fractions were estimated: the results are recorded in 
Table IV. 

Estimation of reducing sugars 

66-6 mg. of the polysaccharide were dissolved in 11 ml. of 1-5 Y HCI and 
heated at KM)"" using a reflux conden.ser. 1 ml. samples were taken out at 
int(*rvals, neutralized to 99 with NaOH and made up to 2-5 ml. The reducing 
values were estimated according to Hanes’s [1929] modification of the Hagedorn- 
Jensen metliod. The results in terms of glucose are reciorded in Fig. 1. The 
reducing value rises rapidly on hydrolysis until it reaches a maximum at about 
6 hr.; thereafter it decreases slowly, presumably owing to destruction of the 
sugar. The maximum nxlucing value expressed as glucose corresponds to a 
content of 85 % of reducing sugar in the polysaccharide. This value is too high 
for two reasons. Mannose and glucosamine wdiich occur in the polysaccharide 
have higher reducing equivalents than glucose : expressed in terms of glucose the 
raok^cular reducing equivalents of mannose and glucosamine were found by the 
Hagedom-Jensen method to be 101 and 103-5 % respectively. Secondly, it was 
noted that if an amount of sodium chloride is added to a glucosamine solution 
similar to that formed on neutralizing the acid hydrolysate, the apparent 
reducing value of glucosamine is increased by about 10-12 % (see Moggridge & 
Neuberger, [1938]). If correction was made for these two factors a value of 
about 75 % of reducing sugar in the polysaccharide was obtained. 
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Estimation offermentabk sugar 

30*2 mg. of polysaccharide were dissolved in 6 ml. of l*5iV HCl and heated 
in a sealed tube at 100° for 6 hr. The solution was then neutralized and made up 
to 20 mi. One 2 ml. sample of this solution was incubated with washed baker’s 
yeast at 37° for 20 min. according to the method of Somogyi [1929]. The yeast 
was centrifuged oft* and the reducing value of the supernatant solution estimated. 
In a second sample the reducing value was estimated without previous treat- 
ment with yeast. Controls with yeast alone were carried out at the same time. 
The amount of sugar expressed as glucose in the sample not treated with yeast 
was 2*5 mg., whilst in the sample treated with yeast it amounted only to 0’81 mg. 
after correction for the reducing value of yeast itself had been made. 

Estimation of amino-nitrogen 

The polysaccharide itself does not give off any nitrogen in the Van Slyke 
apparatus. On hydrolysis the following amounts of amino-nitrogen are found : 

O' 

/O 

After 6 hr. hydrolysis with 1-5 N IICl 3*2 

After 8 hr. hydrolysis with 2‘!iN HCl 3*0 

After 8 hr. hydrolysis with S>N HCl 3*2 

These values were obtained on shaking for 6 inin. In one experiment — after 
hydrolysis with 5N HCl — ^shaking was continued for 30 min. and the value was 
increased to 4-2%. The apparent increase on i)rolongcd shaking is probably 
due to the ammonia formed on acid hydrolysis. It may be noted that glucos- 
amine hydrochloride gives off all its nitrogen on shaking for 6 min. 

Acetyl estimation 

Acetyl groups were determined according to Pregl & Soltys [1929]. In two 
experiments values of 10-61 and 10*67 % of acetyl were obtained. 

Estimation of amino-sugar 

Amino-sugar was estimated by Sorensen’s [1938] modification of the method 
of Elson & Morgan [1933]. A standardization curve was obtained with solutions 
of glucosamine hydrochloride ; the colorimetric readings were done on a Zeiss 
step-photometer. The mean value from several experiments corresponded to 
a content of 29*1 % of amino-sugar expressed as glucosamine hydrochloride or 
24*3 % expressed as glucosamine. 

Isolation of rnannose 

(а) Isolation as phenyUiydrazone. 99 mg. of polysaccharide were dissolved in 
1 ml. 1*6 jV HCl and heated in a sealed tube at 100° for 6 hr. The neutralized 
solution was filtered and made up to 3 ml. To this solution 0*2 ml. of glacial 
acetic acid and 0*3 ml. of freshly distilled phenylhydrazine were added. After a 
short time a crystalline precipitate formed which was filtered off after standing 
for 4 hr,, washed with two lots of 0*5 ml. of 15% acetic acid and dried. It 
amounted to 51 mg. and had m.p. after two recrystallizations 189° (uncorr.); 
a sample mixed with authentic mannose phenylhydrazone showed no depression 
of M.p. (Found: N (Dumas), 10*1%. Ci^HitiOgNa requires N, 10*33%.) 

(б) Isolation as p-bromophenylhy dr ozone. 100 mg. of polysaccharide were 
dissolved in 10 ml. 1*5 N HCl and heated at 100° for 5^ hr. The solution was 
evaporated to dryness at reduced pressure, the temperature of the bath not 
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exceeding 36®. The residue was taken up in water, neutralized and treated with 
150 mg. p-bromophenylhydrazine in 50 % acetic acid. Crystallization started 
at once ; after 4 hr. standing the precipitate was filtered off, washed with 25 % 
alcohol and dried. It amounted to 71 mg. 

The twice rccrj^stallized hydrazone had m.p. 202'" (uncorr.) ; a sample mixed 
with authentic mannose p-bromophonylhydrazone showed no depression of 
M.p. No osazone could be obtained from the residual solution. 

Isolation of glucosamine 

Difficulties were encountered in attempts to separate glucosamine from hydro- 
lysates of the polysaccharide until a new derivative of glucosamine was found 
which is very suitable for purposes of isolation. Glucosamine condenses at 
slightly alkaline reaction with 2:4-dihydroxybenzaldehyde to form a Schiff’s 
base which crystallizes readily and which, in contrast with other Schiff's bases 
of glucosamine, is stable towards excess alkali. The reaction is almost quanti- 
tative as shoTim by the following experiments. 

Pni^yaration of 2 :4-dihydroxybenzylidene-l‘gluco8amine, 215 mg. glucosamiiK; 
hydrochloride (1 mol.) and 150 mg. KHCO3 (Lo mol.) were dissolved in 2-5 ml. 
water. 175 mg. 2:4-dihydroxybenzaldehyde (1-25 mol.) dissolved in 2 ml. 40% 
ethyl alcohol w^re added to the solution. Crystallization started after 15 min.; 
the mixture was h'ft overnight in the ice-ehest and the yellow crystals were then 
filtered off and w’ashed with 2 ml. 40% alcohol. Yield: 265 mg. or 90% of the 
thc'oreticul. The yield is not decreased by the presence of other sugars. 

The substance was recrystallized from aqueous alcohol. It is soluble in 
alcohol and hot acetone, insoluble in W’ater and ether. The substance has 
M.p. 116' (uncorr.) and decomposes at 118". (Found: N (Kjeldahl), 4*54%. 
C13H17O7N rc^quires N, 4-67 % .) The substance mutarotates ; the initial [a]i) = 312® 
(in alcohol); aft(T 42 hr. [a]/) = 228'^'. 

If the substance is recrystallized by adrling a large amount of water to its 
concentrated alcoholic solution and leaving the mixture oveniight a new com- 
pound is formed which is pale yellow in colour and has m.p. 142". Analysis 
indicates that the elements of water have been added to the Schiff^s base. The 
siime change occurs if the non-hydrated form is kept for some time exposed to 
the air. (Found : C, 49*15 ; H, 6*05 % . CJ3H17O7N requires C, 49*27 ; H, 6*04 % .) 

The rotation of the new compound is slightly different from that of the 
Schiff's base; [a]/, (initial) = 299'' (in alcohol), after 42 hr. [aJ/> = 19S''. 

Formation of a hydrochloride, 2:4-Dihydrox\’benzylideneglucosamine forms 
with hydrochloric acid a hydrochloride of the hydrated compound containing 
1 equiv. HCI. 280 mg. of the SehifFs base were dissolved in hot acetone and 
0*25 ml. 5 Y HCI was added. A white cr\"stalline precipitate formed at once 
which was filtered off and dried. It amounted to 320 mg. The substance is 
easily soluble in water and slightly soluble in alcohol, insoluble in ether and 
acetone. (Found : N, 3*8 ; Cl, 9*8 % . CigHjoOgNCl requires N, 3*96 : Cl, 10*04 % .) 

An alcoholic solution treated with an equivalent amount of aqueous acid 
gives an identical product. 

As foimd by Dimrotb [1902] 2:4-dihydroxybenzylideneaniline is able to add 
on the elements of water and to form a hydrochloride. By analogy with his 
interpretation, the reactions hero described may be represented as follows : 

CeHnOj.NHg+HOC.CeHA CeHiA.NiCH.CeHBOg+HaO 

+ HCI 

-^CeH„05.NH.0H(0H).CeHA C«Hn06.NH3+.CH{OH).C«HAH-Cl-. 

92-.2 
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Recovery of glucosamine. Although the 2:4-dihydroxybenzyli(iene compound 
is quite stable to acid in the cold, it is split quantitatively on heating in acid 
solution. 

150 mg. of dihydroxybenzylidene glucosamine were dissolved in 5 ml. 65 % 
alcohol containing 1-5-W HCl and heated under reflux on a water bath for 30 min. 
The crystalline precipitate which formed on cooling was increased by the addition 
of ether. The precipitate was filtered off and dried. The product was identified 
by nitrogen content and rotation as glucosamine hydrochloride, and the yield 
was 90% of the theoretical. 

Isolation of glucosamine from the polysaccharide. 500 mg. of polysaccharide 
were hydrolysed with 5 ml. 6N HCl for 3 hr. at 100 \ The solution was filtered 
and evaporated nearly to dryness under reduced pressure ; the residue was taken 
up in water and the solution was again filtered. 500 mg. of ]>ho8photungstic 
acid dissolved in 2-5 ml. 0-1 iV HCl were now added and the mixture was left 
overnight. The precipitate was centrifuged off and washed twice with, altogether, 
2*5 ml. of a 5% phosphotungstic acid solution in 0-1^ HCl. The combined 
solution and washings were extracted with amyl alcohol-ether and the aqueous 
solution was concentrated to low bulk, again filtered and allowed to evaporate 
to dryness in a desiccator. The residue which consisted of large plates admixed 
with amorphous material, was taken up in a small quantity of water, heated with 
alcohol and again evaporated to remove the last traces of water. Absolute 
alcohol was now added and the cry'stalline material was filtered off. It amounted 
to 120 mg. 

The crystalline material was dissolved in 3 ml. 30 % alcohol to which 
KHCO3 (80 mg.) and 2:4-dihydroxybenzaldehyde (100 mg.) dissolved in 0*5 ml. 
30% alcohol were added. After 6 hr. in the ice-che^st the crystals w^re filtered 
off and amounted to 80 mg. The material was dissolved in alcohol and filtert'd ; 
the solution was evaporated nearly to dryness and the residue reerystallized by 
addition of water. The substance had m.p. 142"’; a sample mixed with the 
hydrated form of 2:4-dihydroxybenzylideneglucosamine showed M.r. 141 It 
agreed with the latter also in optical rotation, having [ali) (initially) = 304'^' (in 
alcohol), after 39 hr. [a]i^==204°. (Found: C, 49’20; H, 6*01%. CigHj^O^N 
requires C, 49-27 ; H, 6-04%.) 

Isolation of glucosamine hydrochloride. 35 mg. of the Schiff ’s base were dis- 
solved in 2 ml. 1-5^ HCl in 65% alcohol and the solution heated for 30 min. ; 
the crystalline material was filtered off, washed with anhydrous ether and dried. 
Yield: 22-8 mg. (Found: C, 32-75; H, 6-51; N, 6-38%. CgHi^OgNCl requires 
C, 33-4; H, 6-54; N, 6-50%.) In experiments involving different conditions of 
hydrolysis no better yields of the dihydroxybenzylidene compound could be 
obtained. 

Nitrogen precipitated by phosphotungstic acid after acid hydrolysis 

The phosphotungstic acid precipitate was decomposed with hydrochloric 
acid and amyl alcohol-ether and the aqueous solution was made up to known 
volume. A nitrogen estimation showed that 28 % of the total nitrogen of the 
polysaccharide was precipitable by phosphotungstic acid after acid hydrolysis. 
The polysaccharide itself is not precipitated by phosphotungstic acid. The 
Pauly reaction was negative and no reaction for pyridine (chlorodinitrobcnzene) 
could be obtained in the solution recovered from the phosphotungstate. Ammonia 
estimations by the method of Conway & Byrne L1^^33] indicated that about 65 % 
of the nitrogen contained in the precipitate consisted of ammonia. (The ammonia 
was identified by analysis in the form of ammonium chloride.) Colorimetric 
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tests with Nessler’s reagent indicated that the ammonia is not formed by the 
alkali used in its estimation. The residual nitrogen contained in the precipitate 
could not bci accounted for; all atttunpts to prepare d<*rivatives (chloroplatinate, 
chloroaurate, picrate, picrolonate, reineckate) led only to amorphous gums. 

If milder conditions were used for acid hydrolysis the amount of ammonia 
present in the phosphotungstic acid precipitation was smaller, but it was still 
impossible to obtain crystalline products from this fraction. 

Alkaline hydrolysis 

Only small amounts of volatile base arc evolvcfl on boiling the polysac- 
charide with dilute alkali; e.g. 1*4 or 2*8% of the total nitrogen wt^re obtained 
as volatile ba.se on boiling the polysaccharide for 1 hr. with 0*01 Y and 0*1 iV 
NaOH respectively, but much larger amounts are obtained on boiling with 
N NaOH. 

51*1 mg, of ])olysaecharidt‘ were dissolved in 8 ml. N NaOH and the solution 
was boiled under reflux, the vapours l>eing trapj>ed in a receiver containing a 
known amount of 0 01 iV HCl. The acid solution was baek-titrat<id against 
0-01 jV NaOH at suitable inttTvals, and the results are recorded in Fig. 2. The 
exfH^riment was atop})ed after Hi hr. In another expt'riment with 500 mg. 
polysacdiaride the cornbinc'd solutions containing the volatile base were made 
alkaline and distilled in the micro- Kjeldahl apparatus into a receiver containing 
HCl. Th( distillate was evaporat<‘d to dryness and the crystalline residue dried. 
The total yield was 48 mg. 10*3 mg. were used for nitrogen t‘stimation. (Found : 
N, 2 (>* 0 r>^,g. NH 4 CI requires N, 2(> H>%.) 

Tl'he alkaline solution of the jKdy.saceharide wa.s acidifie^d and hydroly.sed 
for 5 hr. with 1*5A^ HCl. Only al>out 100 mg. of mannose phenylhydrazone 
could be obtain(*d, a yield of 14% as against 37*^0 obtained from non-alkali- 
treatf ‘d polysaccharide* . 

In anothc‘r experiment in w'hich 500 mg. of the polysaccharide were 
hydrolysed with 10% Ba(OH )2 at 100 for 7 hr. 37 of the total nitrogen w’as 
given off as ammonia. Ba^"* was removed exactly from the alkaline solution by 
H 2 SO 4 and Ba 804 filtered off. The solution of the polysaccharide after alka- 
line hydrolysis gave a strong reaction with Ehrlich's reagi*nt. To the solution 
wen; now' added 5 ml, of Hojikins’s reagent {Hg 804 in 5 % H 2 SO 4 ) and the mixture; 
w^as left for 2 days. The mercuric sulphate precipitate was decomposed by HgS 
and Ba(OH )2 and the solution was evaj>orat€*d nearly to dr>Tit‘SS under reduced 
pressure. No colour reaction for tryptophan could be obtained nor w'as it 
possible to prepare a crystalline derivative from this fraction. 

DiscrssiON 

It is felt that the work described in this pajx^r plac*es In^yond all doubt 
the question of the occurrence of carbohydrate in crystalline egg albumin. The 
constancy of carbohydrate content on repeated crystallization and the consistent 
failure of all attempts at physical separation of protein and carbohydrate 
fractions, even by processes such as denaturation which must involve intra- 
molecular change, leave no escai)e from the conclusion that a constant amount 
of carbohydrate is firmly attached to the protein molecule. 

The second conclusion which emerges from the present work concerns the 
nature of the carbohydrate group, since for the first time a method has been 
devised for the isolation of this group in a condition which may be assumed 
to be essentially unaltered. Viewing the properties of the complex isolated 
from egg albumin in the light of this assumption we find that it consists of 
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a polysaccharide of molecular weight about 1200, made up for the most part of 
mannose and glucosamine in the proportion of two molecules of the former to 
one of the latter, but containing also an tmidentified nitrogenous constituent. 
In all probability the glucosamine occurs in the actual protein-carbohydrate 
complex in the acetylated condition as it does in other natural products con- 
taining glucosamine, such as chitin, but this point cannot be decided by the 
method at present available; nor can the possibility of the presence of an 
amino-sugar other than glucosamine in the egg albumin polysaccharide be 
completely excluded, although it seems extremely remote. 

Unfortunately the methods employed in the present work are incapable of 
giving us any definite information concerning the mode of combination of the 
polysaccharide with the rest of the protein molecule, except in so far as the 
liberation of the polysaccharide by tryptic hydrolysis suggests the participation 
of a peptide linkage ; it is possible that the unidentified nitrogenous constituent 
of the polysaccharide may play some part in the combination and that a know- 
ledge of the nature of this constituent might enable us to assign a definite role 
to the polysaccharide in the structure of the natural protein. A morc^ exact 
analysis of the situation must await the development of new methods of attack 
and further speculation at the present time serves no useful purpose ; it is oven 
now however possible to state with some certainty, on the basis of the findings 
recorded above, that the polysaccharide forms a single prosthetic group with one 
point of attachment to the molecule of egg albumin, the word prosthetic im- 
plying no more than that the group in question is made up of compounds other 
than amino-acids. 

One more point arises which may be briefly considered here. The discovery 
in recent years of the predominant part which is plaj^ed by carbohydrate groups 
in the determination of the specificity (as distinct from antigenic capacity) of 
many bacterial antigens naturally gives rise to the spc'culation that a similar 
state of affairs may exist among the proteins in so far as the latter contain 
carbohydrate groups. Hitherto it has been impossible to put this question to the 
test since no method has been available whereby the carbohydrate group could 
be separated from a protein without subjection to treatment calculated to alter 
its biological properties entirely. With the aid of the gentle method of isolation 
described in the present paper it seems that the problem can be tackled with 
more hope of success, and experiments are in fact already in hand to examine 
how far, if at all, the immunological specificity of crystalline egg albumin is 
determined by the carbohydrate group which it contains. 

Summary 

1. Previous work on the occurrence of carbohydrate in proteins other than 
mucins and mucoids is briefly reviewicd. 

2. It is shown that the carbohydrate content of crystalline egg albumin 
becomes constant on recrystallization and that it is impossible to separate the 
carbohydrate from the protein by denaturation or ultrafiltration. 

3. A method for the isolation of the carbohydrate group in almost quan- 
titative yield from egg albumin is described which is based on tryptic hydrolysis 
and involves no chemical treatment more drastic than acetylation and de- 
acetylation under the mildest conditions. 

4. The properties of the polysaccharide thus isolated are described in detail. 
It is shown to have mol. wrt. about 1200 and to be composed almost certainly 
of four molecules of mannose and two of glucosamine, together with an un- 
identified nitrogenous constituent. The complex is regarded as forming a single 
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prosthetic group with one point of attachment to the molecule of natural egg 
albumin. 

5. The preparation and properties arc described of 2:4-dihydroxybenzyli- 
deneglucosamine, a compound useful for the isolation and characterization of 
glucosamine. 

6. The possible significance of the carbohydrate group in relation to the 
structure and immunological projierties of egg albumin is briefly discussed. 

The author wishes to thank Prof. C. R. Harington for his encouragement, 
the Rockefeller Foundation for defraying the cost of the step-photometer used 
for the numerous colorimetric estimations, Dr Elford for his help with tlie 
ultrafiltration experiments, Dr Hartley for his assistance and advice on the 
isopiestic method and Mrs Pitt-Rivers for help in many estimations during the 
latter part of the work. 
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CXC NOTE ON THE ACTION OF ACETYLATING 
AGENTS ON AMINO-ACIDS 

By a. NEUBERGER' 

From the Department oj Pathological Chemistry, University College 
Hospital Medical School, London 

{Received 22 July 1938) 

In connexion with the development of a new method for the isolation of carho* 
hydrate from protein hydrolysates [Neulx^rger, 193S] it became necessary to 
study certain aspt^cts of the reactions of amino-acids and related compounds 
with pyridine-acetic anhydride and ketene. 

Reactions of amino-acids with pyridiw and acetic anhydride 

If amino-acids are treated in glacial acetic acid solution A\ith the theoretical 
amount of acetic anhydride, optically active acctamino-acids arc obtainc‘d, 
while if a large excess of acetic anhydride is used, racc^mization and/or f’orinatJon 
of azlactones takes place [Bergmann et aL 1926; BcTgrnann & Zervas, 1928]. 
Excess of acetic anhydride oaust^s racemization ev(‘n in aqueous solution in the 
presence of alkali [du Vigneaud & Meyer, 1932]. If the reacjtion with acetic^ 
anliydride, however, is carried out at 100^ in the presence' of pvTidine, (X’)^ is 
split off and acetaminoketones result [Dakin & West, 1928]. It has been found 
by the present author that this anomalous reaction is suppressed at low tem- 
perature. Thus two typical amino-acids, histidine and phenylalanine, which by 
treatment with pyridine and acetic anlij^dride at 100 ' are almost (piantitatively 
converted into the corresponding acetaminoketones, give, when the r(‘action is 
carried out at 2°, very good yields of acotami no-acids; only in one case was 
there an indication that a minute trace of a ketone was fornn^d. It seems, 
however, that at least partial racemization of some amino-acids is induced by 
this method of acetylation also. 

Action of ketene on amino-acids and related compounds 

Bergmann & Stem [1930] found that the alkali salts of simple amino-acids 
such as leucine and phenylalanine, or in some cases the amino-acids themselves, 
react with ketene to form A'-acetylated compounds whilst tyrosine in presence 
of an excess of alkali gives OiV-diacetyltyrosine. This method of acetylation 
which is quantitative and does not lead to side-reactions has been used to mask 
amino- and phenolic hydroxyl-groups in proteins [Herriott & Northrop, 1934; 
Stem & White, 1938] and it has been tacitly assumed that changes in the protein 
molecule, under the action of ketene, are in fact restricted to these two types of 
groups. The experiments of Bergmann & Stem [1930] were confined to racemic 
monoaminomonocarboxylic acids, l( — )-tyro8ine and /( + )-glutamic acid and the 
question of racemization was not studied in detail by these authors; in the 
present work the study of the reaction has been extended to more complex 
amino-acids, in which cases, as will appear, partial or complete racemization may 
occur. 

* B«it Memorial Research Fellow. 
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As might be expected, the a-imino-group of proline is readily acotylated by 
ketene in alkaline solution. Basic amino-acids on the other hand react only 
with their amino-groups; thus from /( + ) -arginine and Z( — )-histidine the corre- 
sponding mono-acetyl compounds were obtained. Lysine, howev^er, reacts with 
ketene to form a diacetyl derivative. It may lx‘ noted in passing that although 
the glyoxaline group of histidine does not react with ketene in aqueous solution, 
glyoxaline and 4-(or 5)-methylglyoxaline when dissolved in indilferent solvents 
are chang(‘d by kettuie into non-crystalline unsaturated compounds not giving 
the Pauly reaction. Probably ring fission and simultaneous acetylation occur 
and the acetylattxl unsaturated diamines |Baml>erger & Berle, 1893] formed in 
the first instance, undergo polymerization. 

Aliphatic hydroxyl groups do not react readily with ketene even in indifferent 
solv'ents as shown by the fact that from ethyl d/-j8-hydroxyglutamate in ether 
the A^acc‘tyl compound only was obtained. In marked contrast to this is the 
behaviour of aliphatic thiol groups. If cysteine dissolved in 2 equiv. of alkali 
is treated with ketem^ both the amino- and tliiol-grou})s are acetylated; a-thiol- 
jiropionic a(‘id is lik(*wise ac(‘tylatcd in aqueous alkali. 

However, if a-thi()li)roj»ionic acid is treated with ketene in ether instead 
of water, a mix(‘d anhydride* of S-aeetyl-a-thiolpropionie and acetic acids is 
forin(*d. The mixed anhydride which can be distilled decomposes in the presence 
of water to form S-ac(*tyl-a-thiolpropionic acid ; this reaction is not surprising 
since ketene* is know^n to form mixed anhydrides with carboxylic* acids in in- 
diff(*r<nit solvents [Hurd & Dull, 1932]. Dicarboxylic acids, how(*ver, react with 
ketc'uc in indiffer<*nt solvents to form internal anhydrides; thus from /3-phenyl- 
glutaric acid the (‘orresponding anhydride was readily produced. 

It w’as notic(*d in several (‘ases, especially w’h(*n an excess of alkali was 
ust*d, that the action of ket(*ne on amino-acids resulted in })artial c^r complete 
raeemization. This is probably diu* to the action of acetic anhydride, wdiieh is 
almost certainly the* first ri'action product between ket<*ne and watiT, and which, 
as m<*ntion(Hl above, racemizes aeetamino-aeids at alkaline reactions. Thus 
arginine is coinpiet(*ly raeemized, in agreement with the obscTvation of du 
A"ign(*aud & Meyer ( 11)321 wlio found that A"-aeetyl-/( -f )-arginine is raeemized by 
acetic anhydride even without addition of alkali. 

From these* results it can be concluded that if proteins are tn*atcd with ketene 
in alkaline solution acetylation may take place at amino-, thiol- and phenolie- 
groiifKs, whilst gnanidino- and aliphatic hydroxyl-gronps w ill remain unaffected. 
Tin* possibility that the glyoxaline group might react with ketene, when the 
carboxyl group is blocked, cannot ho completely excluded: it is wdl known that 
the Bambergt*r fission does not take place with substituted glyoxalines con- 
taining fn*e (jarboxyl groups in the side chain wiiilst the esters of such compounds 
undergo the fission in the normal maniu^r [Windaus d af. 1921]; it is therefore 
possible that, although the glyoxaline ring of free histidine is not attacked by 
kett*ne in aqueous solution, tlie amino-aeid may be so attacked when it is in 
ixq)tide linkage. 

Experimental 

Action of pyridine and aceiic anhydride on ammo-acids in the cold 

Preparation of acctyl-dX-phenyhlanine, d/-Phenylalanine (1 g.) was sus- 
pended in a mixture of pyridine (5 ml.) and acetic anhydride (8 ml.) and the 
suspension was shaken mechanically for 2 hr. at 2'^. The clear solution was 
left for 2 days at this temperature and then poured into ice-water. After 
standing for 4 hr. the solution was evaporated to dryness under reduced pressure, 
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the evaporation being twice repeated after addition of small amounts of water. 
The residue was taken up in a small amount of ethyl acetate, the ethyl acetate 
solution was dried and the substance was crystallized by addition of light 
petroleum. Yield was 85% of the theoretical. Recrystallization was effected 
from water. At no stage of the preparation could a positive nitroprusside 
reaction for ketones be obtained, m.p. 148° (uncorr.). (Found: N (Kjeldahl), 
6*85 % . CnHiaOsN requires N, 6-76 % .) Titration : 20*9 mg. neutralized 5 10 ml. 
0*02 .Y NaOH (eresol red). C-nHjaOg, titrating as a monocarboxylic acid, requires 
5*05 ml. 

Preparation of acetylhistidine. l{ — )-Hi8tidine ( 1 g.) was suspended in pyridine 
(5 ml.) and acetic anhydride (8 ml.) and the mixture was shaken at 2° for 2 hr. 
and then left for 2 days at this temperature. Since part of the solid still remained 
undissolved the suspension was shaken for 6 hr. more at room temperature. 
The solution, which now contained only a small amount of solid matter, was 
poured into ict?- water. A very faint reaction with nitroprusside was obtained. 
Removal of pyridine and acetic acid was carried out as described above. The 
residue obtained after evaporation was placed in a dish in a desiccator over 
absolute alcohol at a pressure of 60 mm. After a tew hours the product crystal- 
lized out and was filtered off and dried. Yield 80 % of the theoretical. Recrystal- 
lization was effected by addition of acetone to a concentrated aqueous solution. 
(Found: N (Kjeldahl using SeOg as catalyst), 19*35%. CSH13O4X3 requires N, 
19*53%.) M.p. 155° (not sharp) [oc]/>= +22*5°. Acetyl-Z(-“ )-histidine [Berg- 
mann & Zervas, 1928] has m.p. 169° and [a]2)= 4-44*7"’. It is clear therefore that 
partial racemization has occurred during acetylation. 


Action of ketene on amino-a^ids and related compounds 

Ketene was generated from acetone as described by Herriott [1934] in an 
all-glass apparatus in order to avoid the formation of polymerization products. 

Preparation of acetyl-\{ — y proline. Z( — )-Proline (250 mg.) was djssaolv(*d in 
25 ml. 0*4^^ NaOH and treated with ketene for 45 min. 5 ml. 2N HCl were 
then added and the solution was evaporated to dryness under reduced pressure. 
The residue was taken up in alcohol, the solution filtered and again evaporated. 
The residue was taken up in ethyl acetate and crystallized by addition of light 
petroleum and recrystallized from chloroform and light pt^troleum. Yield was 
80% of the theoretical, m.p. 115° (uncorr.). (Found: N, 8*84%. C7H12O3N re- 
quires 8*86 % . Titration : 12*6 mg. neutralised 4*01 ml. 0*02 NaOH. C7H12O3N 
requires 3*98 ml.) [a]i?=— 104°. N-acetyl-/( — ) -proline as described by du 
Vigneaud & Meyer [1932] has m.p. 117° (uncorr.) and [a]2)= — 106*7°. 

Preparation of a^etyUAharginine. 1 g. of crystalline arginine prepared [Berg- 
mann & Zervas, 1926] from the hydrochloride of [a]2>~ 4-17°, was dissolved in 
25 ml. COg-free water and ketene was passed into the solution for 2 hr. The 
solution was evaporated to dryness and the residue was dried over KOH in a 
desiccator. The syrup was dissolved in a smaU quantity of water and crystallized 
by addition of alcohol. The product had m.p. 253° (decomp.) and lost no water on 
drying over PgOg at 60° at 1 mm. (Found: N, 26*03%. C8Hii08N4 requires 
25*93 % .) A 5 % solution was optically inactive. 

An inactive preparation of the acetyl compound was also obtained when 
a solution of Z( 4- )-arginine hydrochloride ([a]2)4-17*0°) containing 2 equiv. of 
NaOH was treated with ketene at 0°. 

Preparation of ac^ylhistidine. l(-)-Hi8tidine, crystallized according to 
Vickery & Leavenworth [1927], was treated with ketene and the resulting 



ACETYLATION OF AMINO-ACIDS 


1465 


Bolution was worked up as described for arginine. The product was only jmrtly 
racemized. It had [a]i>= 4-28-5''; pure acetyl Z( — ) -histidine has [a]7> = -r- 40-5''. 

Action of ketene on lysine. No crystalline acetyl derivative* was o])tained from 
lysine, but on treating 1 g. of Z( 4* ) -lysine dihydrochloride dissolved in water 
containing 3 ef|uiv. of alkali with keteme a product was obtained which was 
soluble in alcohol and t;thyl acetate. A solution, after ketene treatment, con- 
taining 5-7 mg. of total nitrogen ml. gave 0-31 mg. of amino-nitrogen, in the 
Van Slyke apparatus, after shaking for half an hour, indicating that almost 
quantitative acetylation of both amino-groups had taken place. 

Action of ketene on glyoxalines, Ketene was passed into a solution of I g. 
glyoxaline in anhydrous (‘ther (20 ml.) which was kept at — 15" to avoid forma- 
tion of polymerization products of ket(*ne. An amorphous product was obtained 
which was easily soluble in water, slightly soluble in alcohol and insoluble in 
ether and did not give a reac^tion with diazolxmzenesulphonic acid in NagCOj 
even after acid hydrolysis. A chloroform solution of the substance took up 
bromine and decolorized alkaline permanganate. Boiling the product with 
methyl alcoholic HCl [Windaus ei aL 1921] led to an amorphous product which 
did not take up bromine any more and from which only a partly crystalline 
/)-nitroj)henylosazone was obtained; the latter could not be further purified. 
Tlu* ])roduet obtained by the action of ketene t(X)k up hydrogen in the presence 
of Pel but only to the extent of 25 of the amount calculated for an ethylene- 
diamine. 

Similar products were obtained by the action of ketene on 4(or 5)-methyl- 
glyoxaline. 

Preparation of ethyl ^-acetyl-dX-fi-hydroxyglutamaie, Ethyl dZ-jS-hydroxy- 
glutamate hydrochloride (2-2 g.) was dissolved in a small quantity of water; 
to the cliilled solution ether and solid K2CO3 were added until the aqueous layer 
foniH'd a thick paste. The paste was extracted several times with ether and the 
combined extracts were dried first with K2CO3 and then with freshly prepared 
BaO. Into the ethereal solution kettuie was passed at — lo'^ for 1 hr. After 
removing the ketene by a stream of nitrogen the ethereal solution was concen- 
trated to a synip, which erysttillized after standing in a desiccator at 0® for 2 days. 
Recrystallization was effected from ether. Yield was 53% of thii theoretical. 
M.r. 4(i'' (uncorr.). (Found: N, 5-29%. requires N, 5*32%.) Acetyl 

content : found 17-1 % . CnHigO® requires N, 16-47 % . 


Reaction of ketene with thiol groups 

Preparation of T^^-diacetyhysteine, Z( 4- )-C5j’'8teine hydrochloride (1 g.) was 
dissolved in a small quantity of water containing 3 equiv. of NaOH : ketene was 
passed into the solution for 1 hr. The solution was then acidified with 3 equiv. 
of H2SO4 and extracted with ethyl acetate; the residue from the evaporation 
of the combined and dried extracts was dissolved in a small quantity of ethyl 
acetate and, on addition of light petroleum (b.p. 120-140®), a crystalline pn*- 
cipitate was obtained. Yield 60% of the theoretical, m.p. 111-112® (uncorr.), 
(Foimd: N, 6-84%. C7Hii04NS requires 6-83%.) Titration: 20-3 mg. neutral- 
ized 4*76 ml. 0*02^ NaOH. C7Hii04NS, as a monobasic acid, requires 4-95 ml. 
Acetyl estimation: acetyl found 41*3%; calculated for 2 acetyl groups 41-95%. 

The substance is soluble in water, alcohol and most organic solvents. The 
nitroprusside reaction develops very slowly but the colour remains constant 
for many hours indicating a idow splitting of the thioester linkage by the am- 
monia employed in the reaction. 
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Preparation of ^-acetyha-thiolpropionic acid. To a solution of freshly dis- 
tilled a-thiolpropionic acid (5 g.) in freshly boiled out water (50 ml.) 30 ml. of 
5N NaOH were added with exclusion of air. Ketene was passed into this 
solution for 2 hr. at 0°. The bulk of the acetic acid was tlien removed by ex- 
traction with ether; the solution was acidified with 30 ml. of 5N HCl and again 
extracted with ether. After removal of the ether an oil was obtained which 
could be distilled under very low pressure. It had u.P. 132-133° at 1 mm.; it 
was soluble in water, alcohol, ether and chloroform. (Found : S (Carius), 21 *95 % . 
CsHgOsS requires S, 21-62%.) The oil titrates as a monobasic acid; 142-4 mg, 
neutralized 9-69 ml. 0 - 1 N NaOH (cresol red) ; calc, for OgHgO^S, 9-62 ml. Saponi- 
fication: 10 ml. 0-1 NaOH were added to the neutralized solution, and the 
mixture heated at 70° for 3 hr. ; 1 ml. 0-1 HCl was then added and the solution 
was boiled to remove CO 2 and titrated with 0 - 1 A NaOH to pH 7-5. Total amount 
of alkali required 9-65 ml.; calculated for 1 mol. of acid liberated 9-02 ml. 

Preparation of a mixed anhydride of S-acetyl-oL-thiolprop ionic and acetic acids. 
5 g. of a-thiolpropionic acid (freshly distilled) were dissolved in absolute ether 
(25 ml.) and treated with ketene. The solution was then evaporated I 0 dryness 
and the oily residue which had a very pungent odour was dried in a desiccator 
over KOH and cone. H 2 SO 4 . It was finally obtained as a water-clear mobile 
liquid by distillation at 0*25 mm. with a bath-temperatun' of 77-83°. Yield was 
5-59 g. (Found: S, 17-1 %. C 7 Hih ()48 requires S, 16-84%.) The oil is soluble in 
most organic solvents, and insoluble in water; on prolonged contact with water, 
however, it dissolves and loses its pungent odour. 

Preparation of S-acetyUoi-thiolpropionic acid from the mixed a7ihydride. 2-5 g. 
of the mix('d anhydride were shaken with 5 ml. of w^ater for 5 hr. wdu^n the oil 
had completely dissolved ; the solution was then evaj)oratt‘d to dryness and the 
residue was left in a desiccator over KOH . It was then distilled : b.p. 133' II mm . 
(Found: S, 22-05%. C 7 Hg 03 S requires S, 21-62%.) Titration: 123-2 mg. 
required 8-36 ml. 0 -lA^ NaOH for nf^utralization to cresol red; calculated for 
CgHgOgS as a monobasic acid 8-37 rnl. 

Preparation of ^-phenylglataric acid anhydride, jS-Phenylglutaric a(Md (2 g.) 
dissolved in absolute ether (25 ml.) was treated with ketc-ne. Th(* oil obtained 
crystallized after 2 days’ standing in a desi(;cator, and was recrystallized from 
benzene. Yield 77% of the theoretical, m.p. 101 ^; a mixture with a sample 
prepared by the action of acetyl chloride show(-d no depression of m.i\ (Found : 
C, 69-64; H, 5-35%. CuHioOg requires C, 69-47: H, 5-30%.) 
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CXCI. STUDIES ON THE CHOLESTEROL 
CONTENT OF NORMAL HUMAN PLASMA 
VIIL A NOTE ON THE EFFECT OF 
ANTICOAGULANTS 

By JOHN ADDYMAX (GARDNER, HUGH GAINSBOROUGH 
AND RUTH MURRAY 

From the biochemical Laboratory, Ht George's Hospital 
(Heceired 21 Jviy 19SS) 

SrKRRY & SciioENiiEiMER 1 19J5] con(‘lu(lo(l that for the determination of blood 
cholesterol, oxalatcMl plasma was unsuitable. In on(‘ case they estimated the 
choI(*sterol contents of serum and oxaiated plasma and found 409*5 and 3(K)mg. 
per 100 ml. respectively. They then instituted further comjjarisons and though 
they did not report finding any other difTerenc<*s of this degree, they stated that 
“the average difference b('tween tlie amounts of total cholc\sterol in heparinized 
and oxalat(Kl ])lasmas was 15*3 % of th<* former They also quoted the work of 
Sclimidt [1935] who found that the corresfwnding differences in the amount of 
])hospholipid as estimated in heparinized and oxaiated plasma averaged 10% 
of tli<‘ fornur. 

There can be little doubt that the chief explanation of these differences is 
the (‘fleet of the oxalate addition in producing som(‘ shrinking of the red cor- 
puscles; the fluid so lost diluted the plasma. This effect was noted by Gram & 
Norgaard 11923], and Eisenman et ah [1925] estimatt*d this shrinkage bj' deter- 
mining th<‘ serum protein after the defibrination of the blo(xl with and Avithout 
oxalate additkm. They eal<*ulated the relative cliange in serum volume from the 
oxyg(*n capacity and c(‘ll volume on the out* hand, and from the protein content 
on the other. Both these methods demonstrated that the addition of oxalate to 
the blood caused a relative increase of plasma volume averaging fi . Eisen- 
man [1927] ahow(‘d that the addition of neutral potassium oxalate to the extent 
of 0*1 7-0*2 of th(‘ whole f)lood caused a reduction of cell volume averaging 
2 vol. % of the whole blood, which (*orrc‘sponds to a dilution of the plasma 
averaging 3*5 % . She also showed that with higher (‘onc6‘ntrations of oxalate, up 
to 0*45%, there might be a shrinkage of the corpuscles up to 7*4 vol. % of the 
whole blood, ecpiivalent to a plasma dilution of about 12®/o. 

Wintrobe [1931-2], in a stories of haematologieal studies, stated that heparin 
is the ideal anti(x>aguiant as it does not affect the size of the red corpuscles, but 
that it cannot always be depended upon unless the extrcmiely ex|H‘nsive purified 
material is employed. Ho noted that thert‘ was a shrinkage of 8*2% of the 
corpuscular volume in oxaiated blood as compared with heparinized blood, and 
consequently he used the factor 1 *09 to obtain the real corpuscular volume from 
the value obtained by using oxaiated blood. Now the average corpuscular volume 
is 42 % of the whole blood, so that a shrinkage of 8*2 % of the volume w^ould 
represent the addition of 3*44 vol. of fluid to 58 vol. of plasma, i.e. there would 
be a dilution of the plasma by approximately 6 % . It is interesting to note that 
this figure is the same as that determined by Eiscuiman et al. [1925], 

( 1457 ) 
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Wintrobe’s estimations of the change of corpuscular and plasma volumes by 
relatively simple physical methods are likely to be more accurate than the 
estimation of either cholesterol or phospholipid in the plasma by any method. 
As Sperry & Schoenheimer’s results showed differences more than twice as large 
as the probable degree of plasma dilution, we thought that it would he of 
interest to make a f^her series of determinations. 


Table I. Comparison of the cholesterol content of heparinized and 
oxahUed plasmas 



Cholesterol, mg. 

%of 





per 100 g. plasma 

total 

Mean values 





^LS 




Series 

/ 

Free 

Ester 

Total' 

ester 

Fr^ 

Ester 

Total 

D 1: 








Heparin 

47 

135 

182 

74*2 

— 

— 

— 


45 

134 

179 

74*9 

46 

134*5 

180*5 

% difference 

4-3 

07 

1*7 



10*9 

1*1 

3*6 diminution produced by 







oxalate 

Oxalate 

42 

132 

174 

75*8 

— 

— 

— 


40 

134 

174 

77*0 

41 

133 

174 

% difference 
D2: 

4-9 

1*5 

0 

— 

— 

— 

— 

Heparin 

34 

118 

152 

77*6 

— 

— 

— 

34 

118 

152 

77*6 

34 

118 

152 

% difference 

0 

0 

0 

— 

4*4 

3*0 

3*3 % diminution jiroduced by 







oxalate 

Oxalate 

32 

115 

147 

78*2 

— 

— 

— 


33 

114 

147 

77*6 

32*5 

114*5 

147 

% difference 
D3: 

31 

0-9 

0 


— 


— 

Heparin 

32 

120 

152 

78*8 

— 

— 

— 


33 

116 

149 

78*1 

32*5 

118 

161*6 

% difference 

30 

3-3 

20 

— 

4*6 

1*7 

3*0 % diminution produced by 







oxalate 

Oxalate 

31 

119 

150 

79*6 

— 

— 

— 


31 

113 

144 

78*6 

31 

116 

147 

% difference 
HI; 

0 

60 

40 

— 

— 

— 

— 

Heparin 

71 

183 

254 

72*1 

— 

— 

— 


72 

180 

252 

71*3 

71*5 

181*5 

253 

% difference 

1-4 

1-6 

08 

— 

8*5 

6-5 

6*3 % diminution produced by 
oxalate 

Oxalate 

68 

170 

238 

71*4 

— 

— 

— 


70 

173 

243 

71*3 

69 

171*5 

239*5 

% difference 

2*9 

1-8 

2*0 


— 

— 

— 

*H2; 








Heparin 

70 

187 

257 

72*9 

— 

— 

— 

69 

186 

255 

73*0 

69*5 

186-6 

256 

% difference 

1-4 

05 

0*8 

— 

2*9 

5-4 

4*7 % diminution jiroduced by 
oxalate 

Oxalate 

68 

176 

244 

72*6 

■ 

■ ■ 


67 

177 

244 

72*2 

67*5 

176*6 

244 

% difference 

1-6 

0-6 

0 

— 

— 

— 



* These results are expressed as mg. cholesterol per 100 ml. plasma. 


Cholesterol was determined in heparinized and oxalated plasmas by the 
method described by us [Gardner et al, 1938]. Blood was taken from normal 
individuals or from patients who were unUkely to have any disturbance of their 
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cholesterol metabolism. Each specimen was divided into two portions of which 
one was treated with neutral potassium oxalate to the extent of 0-2 g. per 
100 ml., and the other with heparin (Hyson, Westcott and Dunning’s preparation) 
to the extent of 1 mg. pc^r 5 ml. of blood. In all experiments, duplicate deter- 
minations were made. Cholesterol is expressed in mg. per 100 g. of plasma 
except in one series (H 2) wherc^ det<^rminations were made on 10 ml. portions 
of plasma, and hence the results are expressed as mg. cholesterol pt?r 100 ml. 
plasma. 

The average diminution of total cholesterol content produced by oxalating 
plasma was 3*8%, whert^as the average difference between duplicate deter- 
minations of total cholesterol was only 1-1 % . As we do not yet understand the 
significance of much greater variations from the average normal, this reasonably 
constant error of 4 % is not a very grave matter. 

Summary 

1. Addition of neutral potassium oxalate to blood leads to a small shrinkage 
of the erythrocytes, with a consequent slight dilution of the plasma. 

2. In cholesterol estimations on heparinizc^d and oxalatc^d plasma there was 
found to be a reduction of concentration produced by neutral potassium oxalate 
of about 4 % . This figure is of the same order as the degree of shrinkage of the 
red cells. 

We are indebted to the Government Grants Committee of the Royal Society 
for a grant in aid of this investigation. 
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CXCIL CHANGES IN THE LIVERS OF MICE 
AFTER ADMINISTRATION OF 
3:4:5:6-DIBENZCARBAZ0LE 

By eric BOYLAND and ELINOR HUNTSMAN MAWSON 

Frmn the Research Institute of the Royal Cancer Hospital (Free), 

London, AMf . 3 

(Received 15 Jvly 1938) 

The known carcinogenic hydrocarbons produce primary tumours at the sitt? of 
application [cf. Cook et aL 1937] and one of them at any rate (l:2:5:6-dil)enz- 
anthracene) increases the incidence of lung cancer in those strains of mice in 
which this condition occurs spontaneously [Lynch, 1935; Andervont, 1935]. 
The feeding [Sasaki & Yoshida, 1935] or injection [Shear, 1937] of 4'-aniino- 
2:3'-azotolucne induces malignant changes in the livers of rats and mice. This 
compound, however, does not have any marktKl carcinogenic action at the site 
of administration. 3:4:5:6-Dibenzcarbazole produces saiconiata as a result of 
subcutaneous injection into rats and epitheliomata and bile duct hyjxTtrophy 
resembling cholangiomata when it is painted twice w^eekly on the skin of mice 
[Boyland & Brues, 1937]. Strong et ah [1938] found that the injection of 3:4:5:()- 
dibenzcarbazole into mice of the C.B.A. strain, in which hepatoma occurs 
spontaneously, increased the incidence of these tumours. 

As 3:4;5:6-dibenzcarbazolr3 produces bile duct proliferation and neoplastic 
changes in the livers an attempt has been ma^le to correlate the histological 
appearances with certain chemical changes. This compound is much more toxic 
to mice than carcinogenic hydrocarbons such as l:2:5:6-dibcnzanthracene or 
methylcholanthrene. 

Methods, Mixed stock mice previously fixl on Ihirina Fox Chow^ for a w^eek 
recfuved a single intraperitoneal injection of 3:4:5:0-dibc‘nzcarbazole dissolved 
in olive oil. Mice weighing less than 16 g. w'cn^ not used as it was found that the 
compound was more toxic to young mice. During the ex|)eriment the diet con- 
sisted entirely of Fox Chow. At varying intervals afUT the injection mice were 
weighed, killed and their livers removed. A small portion of the liver was taken 
for histological section, and the remainder was investigated chemically. In 
some cases a small piece was also taken for estimation of the glycolysis and 
respiration in the Warburg apparatus. 

The liver tissue, after weighing, was ground in a centrifuge tube with 3 vol. 
of 5 % trichloroacetic acid, the suspension centrifuged and an aliquot yiortion of 
the supernatant fluid removed for determination of ascorbic acid and glutathione 
as described by Mawson [1935] ; the ascorbic acid was first titrated with plienol- 
indo-2:6:dichlorophenol and then the glutathione with iodine. The trichloro- 
acetic acid precipitate was saponified with KOH on a boiling water bath and the 
‘'faf estimated by the Liebermann method as described by Leathes & Raper 
[1925]. According to Dulifere and Minne [1937] cholestt'rol is completely re- 
moved from blood serum by precipitation with trichloroacetic acid and we have 
found that estimations of the fat content on the trichloroacetic acid precipitate 
of liver give the same values as estimations on fresh tissue. The cholesterol in the 

( 1460 ) 
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“fat” was d(*termined by a modification of the method of Sc.hoenheimer & 
Sperry [1934] for blood; the material was dissolved in 5 ml. aectono-alcohol 
(1:1) and 2 ml. 0-5% digitonin in 50% alcohol were added. The solution was 
allowed to stand ovi^rnight and iK^xt day the precipitates was centrifuged and 
washed once with acetone-ether (1:2) and twice with ether. The last traces of 
ether were removed in an ovcjn at 40" and the precipitate dissolved in 4 ml. 
glacial acetic acid. 8 ml. aot‘tic anhydride and 0-4 ml. cone. HgSO^ were added 
and the colour whicli <lev^eJop(id was compared in a colorinu‘ter with that of a 
cholesterol standard, using a red screen. 

RpsvUs 

Series I, In the first experiment 0*5 mg. 3:4:5:6-dilxmz(rarbazo](* was given 
to each moii.se, and tlu^re was a eon.^iiderable mortality during the W(‘(‘k following 
the injection. Of a series of 38 niiecs 10 wtTc alive on th(^ 3rd day aft(‘r injection : 
4 of th('se wen‘ killed and only 3 of the remaining (i were alivt* on the 5th day. 
Many of the li\^ers were very pak* and appeared fatty. The most striking chemical 
change was in the glutathioiu' (Fig. 1): the amount in many eases was definitely 
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Fig. 1. The plutathume of llver^ of inkv injected with 0-.) mg. :{:4:r>:6.dilwnzcarbazolo. 

• licpn^Heiit.s liver of normal hl^tu]oglcal apja^arance. ■ Repr<*.st*nti4 livor with advanced 
nocroftift. T Kt}pn*^ient« livor V it h early nocruHia. 


increased and in 3 mice w^as iwico the? normal average. This average (2*91 ing. 
per g. with a standard deviation ±0*37) was obtaint'd from 30 untreated animals. 
Fight control mice injected with 0*5 ml. olive oil and killed 3-10 days after-. 
\rards had an average liver glutathione of 2*68 witii a standard deviation ± 0*23. 
In all the 4 mice killed 3-4 hr. after injection wdth 3:4:5:6-dil)enzearhazole the 
amount was within tht' normal range. At the end of 24 hr. th<j rise was quite 
definite and the highest values occurred between the 3rd and 8th days. This 
rise in glutathione, however, did not occur invariably. Among 16 mice killed 
48 hr. after injection 4 wert^ within the normal range and 8 wert' below it. But 
31 out of 40 mice killed after 48 hr. showed a glutathione content above the 
highest limit of the normal range. 

The ascorbic acid 04)ntent of these livers showed no significant change. There 
was great variation among appartuiily normal mice (0* 152-0*465 mg. per g.) and 
59 out of 67 treated animals (86 %) were within this range. In all cases wdiere the 
glutathione was ver 3 ^ low the ascorbic acid was below the normal average. Fat 
and cholesterol estimations were not carried out in this experiment. 

Bioohem. 1938 xxxil 93 
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Histological examination of paraffin sections (special methods for staining 
fats were not used) suggested that many of the livers were either very fatty or 
contained glycogen, in agreement with the pale colour seen with the naked eye. 
However^ fat or glycogen appeared to have been present in sections of the livers 
of untreated mice which had been fed on Fox Chow and, as it is impossible to 
estimate the amount of fat histologically, no conclusion could be drawn. No 
proliferation of the bile ducts was observed in these mice of which none lived 
more than 17 days. The most striking feature observed histologically was the 
differentiation of the liver lobule into an inner zone of well stained cells sur- 
rounding the central vein and an outer zone of large degenerate cells which 
appeared to have contained fat or glycogen. This zoning was observed in less 
than one-third of the mice and in some of these was ver}^ slight. The glutathione 
content of these has been indicated in Fig. 1, which shows that most of the 
slightly necrotic livers occurred 24 hr. after the injections and the glutathione in 
these was above the normal limit. Seven out of 13 livers showing toxic necrosis 
and degeneration were in mice which had been injected 48 hr. previously, and 
all of these (except one at 24 hr.) contained less than the normal average of 
glutathione, and the majority (8 out of 13) less than the lowest normal limit. 
The most advanced necrosis was seen in two livers at the 4th and 7tli days. 

None of the livers of mice killed 8 days or more after injection showed necrosis 
or hepatitis indicating that recovery and regeneration occurred. Many of these 
livers showed signs of regeneration and growth. With the ci>mpletion of recovery 
the glutathione content returned almost to the normal value. 

Determinations of the respiration and glycolysis (Table 1) show that the 
four livers with necrotic areas on which these determinations were made had low 
values for respiration, with Qq^ ranging from -~2-3 to — 7 () instead of the 

Table I. Livers oj mice injected vith 0-5 mg. 3:4:o:6-dilenzcarbazole 

Time Metabolism 


after 

injection 

Glutathione 

Ascorbic 

acid 

A. 

f 

Bespiratiuji 

A 

Glycolysis 

QV 

Histological 

days 

mg. per g. 

rag, per g. 


apyiearauco 

2 

1-22 

0135 

~ 3*4 

+ 1*4 



2 

3-73 

0*310 

-14*3 

+ 4*1 



2 

2-44 

0*152 

- 7*6 

+ 2*0 

Intense heyiatitis 

2 

2*02 

0*191 

- 3*6 

+ 1*6 

tt 

3 

1-23 

0*200 

- 2*3 

+ 1*3 


3 

4-47 

0*428 

-10*8 



— — 

3 

4-52 

0*333 

- 9*1 

+ 3*4 



4 

3*70 

0*258 

- 9*7 



— 

6 

4-97 

0*286 

- 7*0 

+ 3*2 



6 

5-98 

0*260 

-10*8 

+ 2*3 


7 

0*86 

0*106 

- 9*2 

+ 6*1 



7 

6-08 

0*330 

- 5*0 

+ 3*1 



7 

2-82 

0*260 

- 3*7 

+ 1*3 

Jntenst' hepatitis 

8 

4*82 

0*293 

- 6*9 

+ 2*5 

— 

9 

4*17 

0*292 

- 8*6 

+ 1*4 

___ 

10 

4*66 

0*099 

- 7*0 




10 

4*62 

0*149 

- 3*3 

+ 3*9 



13 

1*59 

0*038 

- 3*2 



13 

3*52 

0*460 

-11*7 



17 

4*37 

0*234 

- 4*8 

+ 3*8 



17 

3*72 

0*148 

- 2*3 

— 



normal values of —10 to —12. The metabolism of the other livers is on the 
whole low but irregular. 

Series 2. The mortality in the first experiment (Rg. 1) was high ; no mice 
were examined after 17 days, and therefore the chance of any development of 
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neoplastic changes in the liver was small ; hcmce the dose was reduced to 0*25 mg. 
3:4:5:6-dibenzcarbazole per 20 g. mouse (Fig. 2). Ascorbic acid, glutathione, fat 
and cholesterol were estimated on all livers in this experiment. Many died (of a 
series of 65 mice 28 (43 %) were alive 39 days after injection) but many lived for 
long periods and those which survived for 200 days appeared healthy. One 
mouse killed on the 176th day after inj(jction had a spindle -celled sarcoma at the 
site of injection. The livers of many killed after the 40th day showed a nodular 
appearance and in others the lobes seemed to be swollen and often two or more 
lobes appeared fused. 



4 s 6 10 i: 14 1M8:0 10 40 50 fO 70 SO 90100,^ 140, 140,^, 

120 IKi 200 


DayH aft«r injection 

Fig. 2. The glutathiono content of hvors of mice injected with 3:4:5:t>-dilK>n7.carbazolc (12 omg. 
|)or kg. body wt.). • Keproeonts liver with normal apji^'aranco of bile ducts, o Reproaents 
liver with oarly bile duct proliferation. + Repixsaents liver with advanced bile duct 
proliferation. 

The glutathione contents of the livers arc* shown in Fig. 2. Again a very 
distinct increase was observed which was m\ieh more consistent than in the 
earlier (^Xfwriment. Only three values lx.‘low the normal average occurred in the 
40 days following injection and two of theses were close to the normal average. 
The glutathione content was greatest during the first 20 days and then fell off 
gradually. Among 34 livers e.\amined between the 120th and 2(K)th days there 
were only four values above the normal range. The ascorbic acid content lay 
almost wholly within the wide normal range. The cholesterol and fat contents 
also remained approximately normal except for a few isolated cases. The 
cholesterol contt*nt varied from 0*216 to 0*645 "o except for two livers with 
0*169 and 1*075 cholesterol. The fiver fat content ranged from 2*1 to 8*6% 
with two exceptions of 1*6 and 11*2%. The variations in fat and cholesterol 
could not be corrtdated with histological appearance. The hepatitis and necrosis 
which were so striking in the first series were seen in only 7 mice. The instances of 
early bile duct proliferation and advanced bile duet hypertropliy (the distinction 
between these two conditions is quite arbitrary) are indicated in Fig. 2. The 
advanced biliary hypertrophy resembles cholangioma but as transplantation 
experiments were not performed it is not possible to decide whether this type 
of growth is malignant or not. No cases of advanced hypertrophy occurred 
before the 35th day and 33 of 83 mice (40%) killed after this time showed 
definite bile duct proliferation. One mouse on the 26th day and another on the 

9,V-2 
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30th day showed indications of the development of this condition. Cliolangio- 
matous growth was observed in livers both with normal and with increased 
glutathione. 


Table II. Livers of mice injected with 3:4:5:6-dibenzcarhazole 
(12-5 mg, 'per kg, body weight) 


Time 


Ascorbic 






after 

Glutathione acid 

Metabolism 




injection 

content 

content 

/* " 

A ^ 


Histological 


days 

mg. per g. 

mg. yvv g. 

Qo, 



ap]>earaneo 


10 

518 

0-37 

- S*3 

4*9 


— 


90 

1-9S 

0-51 

- 13-5 

1*2* 




90 

2-33 

0-29 

-13*8 

3*5 


— 


103 

2-90 

0-56 

* 8*9 

1*5 


-- 


163 

3-40 

0-42 

- 10-4 

4*6 


— 


164 

4-05 

0-41 

- 5-6 

2*6 




164 

3-54 

0-41 

- 81 

2*1 

Ad vane 

ed bile iluet hv]>crtropby 

164 

3-54 

0-37 

- 7-7 

4*4 


... 


17l> 

3*35 

0-25 

-14*7 

20 

All vane 

cd bile duet hypi*rtrof>hy 

172 

3*55 

0*31 

- 90 

2*1 




J72 

3-23 

0*36 

- 9*6 

2*4 


♦» 


176 

2-72 

0-30 

- 7-8 

M 


>* 


176 

215 

0*33 

^ 6*2 

4*3 




176 

4-50 

0*17 

- 6*8 

2*7 




176 

3-65 

0*27 

- 7-7 

1*3 







Table III 




Time 








after 

Wt, before 

VVt . after 

Wf . of 


Ascorbi 

e 


injection 

injection 

injection 

liver 

Glutathiom* 

at ill 

l'*il C^holestt'rol 

days 


g- 

g- 

mg. ]>er g. 

ing. per g. 

II 

o 


Livers of mice injected with 1 mg, methylcholanthrcnr 


4 

23 

170 

0*89 

2*16 

0*190 

3-4 

0*37 

4 

27 

19-5 

M2 

2*60 

0*331 

3*8 

0*31 

4 

27 

19*5 

1*28 

2*27 

0*336 

4*1 

o*;)o 

4 

23 

20*0 

1*32 

2*60 

0*315 

4*4 

0*27 

8 

27 

210 

M8 

2*23 

0*304 

3*6 

0*38 

8 

25 

20-5 

1(K> 

2*79 

0*325 

4*8 

0*35 

8 

18 

J7'5 

102 

3*29 

0*375 

3*6 

0*28 

8 

22 

17*5 

MO 

3*30 

0*358 

3*5 

0*34 

12 

24 

17*5 

0*90 

2*77 

0*272 

3*1 

0*32 

12 

21 

16-5 

0*78 

2*40 

0*281 

3*1 

0*40 

12 

26 

22*0 

1 05 

2*88 

0*380 

4 1 

0*33 

12 

18 

16-5 

0-98 

3*77 

0*370 

3*8 

0*31 

16 

20 

280 

2*30 

3*37 

0*422 

2*9 

0*31 

16 

21 

27*5 

216 

2*72 

04J1 

3*0 

0*28 

16 

19 

220 

1*73 

3*tMl 

0*4(H) 

3*2 

0*38 

16 

16 

21*5 

1*85 

3*80 

0*450 

4*0 

032 

20 

— 

260 

1*66 

3*12 

0 406 

4*0 

0*27 

20 

18 

20-0 

1-34 

2*81 

0*433 

3*9 

0*26 

20 

— 

160 

0*84 

2*50 

0*282 

3*6 

0*32 

20 

— 

200 

1*46 

2*82 

0*502 

3*8 

0*28 


Livers of mice injected with 2 mg, l:2:5:6-dibenzanthracene 


3 





— 

3*00 

0*217 

2*9 


4 

— 

— 

— 

2*78 

0*324 

3*4 



4 

— 

— 

— 

3*47 

0*291 

3*5 



6 

— 

— 

— 

2*50 

0*272 

3*6 



6 

— 

— 

— 

2*58 

0*299 

3*0 



7 

— 

— 

— 

1*76 

0*328 

3*5 



7 

— 

— 

— 

3*63 

0*230 

5*0 



10 

— 

— 

— 

3*37 

0*239 

3*5 

— 
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The metaboliams of the livers of some of the mice were determined and the 
results obtained art‘ given in Table II. The nudabolism of livers with advanced 
biliary hy|:)ertrophy is of the sarn(i order as that of normal livers. 

Series 3. Eight micf^ which were injected intraperitotu^ally with 2 mg. 
1 :2:5:r)-dibenzanthracene in olive oil and killed 3- 10 days afterwards showed no 
significant changes in the glutathione, ascorbic; acid or fat content of the liver 
(cf. Table 111). No histological examination was carried out. 

Twcmty mice w^en; injectc'd intraperiUwieally with 1 mg. mcth ylcholanthrene 
dissolved in 0*25 ml. lard p<T 20 g. mouse and kilK*d at intervals up to 20 days 
after the injection. The livers of thc'se animals appc'an^d normal except for 
numerous adhesions. The analytical results obtained on these' livers are shown in 
Tabk' HI: no significant changes were observ’^ed and histological examination 
of all th(' livers rt'vealed no abnormalilic's. 

Discussion 

(Vmsiderable changes in tlu' livt'rs of mice may occur as the result of a single 
intrafKTitonc'al injection of 3:4:5:6-dihenzcarhazole (0*25 or 0*5 mg.). Boyland & 
Brut*s [1937] found that rats receiving twice weekly subcutaneous injections of 
I mg. of this corn]Hmn(l lived for a long time and show'(‘d no liver lesion.s although 
spin<llc*(*(dh‘d sarcomata d(*velojx'd at the site of injection, while mice receiving 
this treatment died after one or iwo injections. In our own ex]KTiments the 
mortality w'as also high in mice which wfjre given a single dose of 0*5 mg. 
3:4:5;0-dib<*nzcarbazole and striking histological changes (hepatitis and necrosis) 
were observed in the livtTs of many of those killed during 7 days following the 
inje(*tion. It woukJ apjK‘ar that 3:4:5:6-dibenzcarbazole is more toxic to mice 
than to rats and tins may fK)ssibly Im' associated with its effect on tlu' liver in 
the mous(‘ With 0*25 mg. of the corn|Mmiul the mortality was much less and few 
cases of hepatitis w^re observed. 

The first definite f»i*oliferation of bih* ducts was observed 35 days after 
injection of 0*25 ing. although the first indication of such development was seen 
at the 2()th day. These times agree very well with those at which Boyland & 
Bnu's observed similar biliary proliferation in mice painted twice weekly with 
the same comy)ound. 

The glutathione content of the livt'r had increased 24 hr. after injection 
and w^as at its maximum during the first 20 days, after wiiich it decreast'd. Since 
the ascorbic acid, fat and cholesterol contents remained approximately normal 
W(' considf'i* that this is a true increase in glutathione and is not due to a decrease 
in the* w^atiu* content of the liver. The glutathione content was at its maximum 
before any neoplastic change was obse'rved (Fig. 2). Some of the “cholangio- 
raata’' were setui in liv'crs with an increaseil glutathione content but most of 
them oociirn'd wdien the glutathione had returned to normal. 

In the first experiment the livers w4th highest glutathione content were 
found afkT the |K;riod when the histological changes were most marked. High 
glutathione content was often present in those livers in w'hieh regeneration was 
taking place. In about 10 days when the regeneration was complete the gluta- 
thione content fell again. In the 8e(?ond exjx'riment, in which the dose of 
3:4:5:6-dibenzcarbazole was less, very high values for glutatliione content were 
found during the first 20 days and during this time recovery from the injection 
wdth regeneration of cells was probably taking place. Although in many cases 
the livers were greatly enlarged it was not possible to correlate liver weight with 
glutathione content. The results indicate that the 3:4:5:6-dibenzearbazole has 
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a toxic action which is followed by regeneration accompanied by an increase in 
glutathione, and at a later stage bile duct h 3 rpertrophy takes place. 

The decrease in glutathione content which was observed (Fig. 1) in certain 
mice receiving 0*6 mg. 3:4:5:6-dibenzcarbazole was accompanied by a decrease 
in ascorbic acid and both the macroscopic appearance of the livers and the study 
of histological sections suggest that this may have been due in part at least to 
an accumulation of fat. 

1:2:5:6-Dibenzanthracene, which produces hepatoma in mice of the CgH 
strain [Andervont, 1937] but has not been shown to producje proliferation of bile 
ducts, and methylcholanthrene, which is not known to produce either of these 
changes, did not affect the glutathione, ascorbic acid or fat contcmt of the livers 
of mice. 

Summary 

A single intraperitoneal injection of 0-25 mg. 3:4:5:6-dibenzcarbazole pt^r 
20 g. mouse caused an increase in the glutathione content of the liver which was 
maximal during the first 20 days. This preceded a considerable proliferation of 
bile ducts which occurred in 40 % of the mice examined between the 35th and 
200th days. When 0*6 mg. was given there was a similar increase in glutathione 
content in the majority of the mice but in a few there was a decrease which in 
most cases was accompanied by a partial necrosis of the liver lobules. This 
increase in glutathione was not observed in mice injected with l;2:5:G-dibenz- 
anthracene or with methylcholanthrene. No change in the asc^orbic a(‘id or 
cholesterol of the liver occurred with any of these carcinogenic compounds. 

We wish to thank Prof. E. L. Keiinaway and Prof. G. R. C^a moron for hel}) 
and advice and Mrs Boyland for determinations of the metabolism of some of 
the livers. One of us (E. H. M.) is indebted to the* Sir Hall(\v Stewart Trust for a 
fellowship and the research was supported by grants from the British Empire 
Cancer Campaign. Our thanks are also due to Messrs Roche Products, Ltd., for 
supplying the 3:4;5:6-dibenzcaTbazole. 
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It haw been kno'WTi for some time fKirkhani, 1916; Brambell, 1937] that if small 
rodents or shrews art' mated during the post parturn oestrus so that lactation and 
g(»station are simultaneous, then provided that the number of young suckled 
exceeds a minimum, whi<‘h is characteristic for each species and is 5 for the rat, 
gestation is j)rolonged. There is no direct correlation l)etween the duration of 
gestation and the number of young suckled, but a rat suckling 9 young may have 
a gestation period lasting 10 days beyond the normal period. 

It has been noticed, in the course of a numb<‘r of vitamin E assays, that 
among tlu‘ proved sterile animals which had been given a small dose of vitamin E, 
g<‘station was ofttm prolong(Hl bc-yond the normal 22 days charact(*ristic of our 
stock. This y>r()longation was wo consistent among the rats suffering from severe 
vitamin E defici(»ncy that a further investigation of tlie problem was undertaken, 
which haw already Ix^en tlu* subject of a prediminarv communication [Barrie, 
1937, 3]. 

Two diets wen* us(*d throughout the experiment: 


Fat-free easein 

2<K)0 g. 

Kioc attireh 

(KMM) „ 

Lanl 

«00 „ 

C’od liver oil 

2(K) , 

Salt mixture 

5()0 „ 

Yeast extract 

IWt i.XT. vitamin B, i>cr KKt g. diet 


This diet contains no det^jctabh** amount of %itamin E and 63o animals fed on it 
from weaning aU resorln^d in their first gestation. 

The second diet, E. 4, differed from E. 5 in that light white casein was used 
instead of fat-fr€*e casein. However, animals fed on it were usually capable of 
producing two litters before the resorption typical of vitamin E deficiency 
occurred. That the E. 4 diet contained inadequate vitamin E, even for the first 
of these litters, was shown by the fact that the young produced became abnormal 
and usually died within 23 days after birth [Barrie, 1937, 1,2], 

In the experiments which are reported here, all the test animals were mated 
with males which had been fed on a diet rich in vitamin E and been proved 
fertile. Successful implantation of the ova was verified by the finding of the 
placental sign (detection of blood in the vagina) between the 9th and 13th days 
after mating. A daily record of the weight and condition of the animals was kept 
from the occurrence of the placental sign and was (iontinued either until the 
birth of the young, or until resorption was so advanced that the weight had 
fallen considerably. In those cases in which young were bom, a daily record was 
kept of the weight and condition of the litter. 

( 1467 ) 
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The test animus were divided into 5 groups : 

1. Negathe controls. These were not speeially selected and were the sterile and untreated 
representatives of the colony of vitamin K-free rats. These rats w(,*re fed on the vitamin K-free 
diet E. 5 from weaning, and in spite of positive mating followed by successlul imjtlantation, the 
foetuses w©i*e rcsorbed in utcro in the first gestation. 

2. Animals severely deficient in vitamin K. This was a group ot 22 rats led on the E. 4 diet until 
approximately 1 month before mating when they were transfened to diet E. 5. These animals 
usually produced a living litter but were never able to rear it. 

3. Animals slightly deficient in vitamin K. This was a group of 40 fed on the diet containing a 
small but still inadequate amount of vitamin E (diet E. 4). Although able to produce living 
litters, they were seldom able to rear them. 

4. Positive controls. This was a group of 27 fed on the vitamin E-fr(*e diet (K. 5), but on 
mating they were given a large dose of a vitamin E concentrate. I'he H<h*({uaey of the dose w'as 
shown by the ability of the doc ti» rear her litter. 

5. Stock rats. This was a group of 50 rats selected at random from our normal breeding stock. 
They w'ere fed on a diet containing an adequate amount of vitamin E. These animals all reared 
their litters and the few deaths w'hich occurred among the young were usimll}- clue to the mother 
becoming fierce and killing them. 

Table I 

J^ength of gestation (days) 

No. rats ■' — > No. youiiir No. born No. young 

Group in group Average Longest Shortest bom dt*ad reared 

2 22 25-3 32 23 71 43 1 

(corrected 24*8) 

3 40 23-0 25 19 242 24 (52 

(corrected 22*5) 

4 27 2304 25 22 175 17 119 

(corrected 2204) 



Fig. 1. Plotted to show the relative distribution of the gestation period. The largest group was 
arbitrarily selected as 100 in each case. The hatched columns represent gestaf ions which w'ere 
shorter than normal, the hollow columns those of normal duration, and the black columns 
those in which the duration was lieyond the normal range. 

Table I gives the length of gestation and the live and dead litter rates in 
animals of groups 2, 3 and 4. Since the animals were weightnl and examined only 
once daily, at approximately 11 a.m. on each day, the litters born were anything 
up to 24 hr. old when first observed. In order to correct for this, one half day 
has been deducted from the average gestation period for each group. It will be 
seen that the positive controls had a gestation period varying between 22 and 
26 days with an average of 23 days, or 22-6 after making the correction. Thi n 
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pt^riod in the sanui as that of our normal breeding stock (see also Hain [1934]). 
The normal range must, however, be taken to lie betw(*en 21 and 23 days, as a 
variation of one day could not be conskh^red abnormal. 

The animals which W(*re suffering from a slight deficiency of the vitatnin 
(group 3) had a gestation ])(^riod of 19-25 days, f)7*5 % of tliem falling within the 
normal range of 22-23 days: tliose of group 2, which were suft'ering from a much 
more severe deficiency of vitamin E, had a gestation period which last(*d as long 
as 32 days in one case, and the duration was normal in only 31 82% of the 
animals. Fig. 1 shows these results sealed down so that the ndative sjireads in 
eac*h group can b(^ comyjared. The weigh t^^i mean of groups 3 and 4 is 23 days, 
while that of group 2 is 25*3 days (both uncorrected). 

These results give a definite indication that the length of gestation bears an 
inverse relation to the amount of vitamin E in the aniraal s diet. 

Although th(* majority of the animals of grouf) 3 whicli wt^re suffering from 
a slight deficiency of vitamin E had a gestation jxjriod of normal duration, their 
defickmey of vitamin E was shown by the low survival rates of tlie litters. 



No. of 

Table 11 

Av. 

no. born ]>er 

litter 

Av. no. 

Mother 

litters a\eraj|:f«l 

Total 

liorn alive 

Horn (leiul 

reaied 

(tlO»l|> 

r»o 

FiiNt litter 
in ease 

7-S4 

7-S4 

<MK) 

7'24 

(iroup 4 

27 

0-4S 

5-H7 

0-03 

4-40 

Group 3 
Grr>up 2 

40 

<>•05 

5-mi 

0-0() 

1 *55 

22 

:< 23 

I -28 

3*05 

004 

(Jroup 1 

im 

prejrnaneies 

0-tM) 


(HMJ 

0*00 


Tabk' II gives the average numlx*r of young born to animals in each of these 
groups, and again a differemn* is seen: the animals rectnving adequate vitamin E 
(group 4) had litters averaging fi-o young with an average^ of 0*6 still-births piT 
litt«T, Thos<* receiving less vitamin E (group 3) had litters of approximately the 
same number, but the still-birth rate was slightly higher and th(» litters were not 
reare<l, while the animals of the second group which had not n^ceived any 
vitamin E for a month Indore mating had very small litters averaging 2* 14 live- 
and 1*27 still-births per litter. In spite of the smaller number born, tlie mothers 
wt»re unable to rear them. Among our normal breeding stock, which is fed on a 
dk*t rich in vitamin E, we find that the avt^rage numln'r of young born is 7-84 
and in the 50 selected at random there were no still-births. Among these normal 
breeding stock rats tluTO are a few which never give birth to more than 5, even 
in th(‘ first gt^station, while others have as many as 14. Old breeding rats 
frequently have small litters, hut if the numlwr born is fewer than 5, we consider 
the animal unsuitable for breeding. Henee it may be eoneluded that if a vitamin 
E-deficient rat is dosed with vitamin E and has a litter of 5. the dose given is not 
n(‘cessarily smaller than that which produced 7 in another rat, but if the number 
in the litter is less than 5 and the animal is young and in good condition, there 
is an indication that the dose given was inadequate ; this supposition is borne out 
by the fact that such small litters are seldom reared by vitamin E-defi(»ient rats. 

Fig. 2 shows typical weight curves (A) of a n?sorbing rat, (B) of a rat given a 
large dose of vit^in E and (C) of a rat suffering from severe vitamin E de- 
ficiency, These three rats were chosen because they were all at approximatcily 
the same weight on the 13th day of pregnancy. The three curves are very similar 
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until the 16th day, from which date the dosed rat (136) gained weight until full 
term. This weight curve is typical of those given by the 27 positive controls. 
The resorbing rat and the rat partially deficient in vitamin E ran together until 
the 17th day; the latter rat then started to gain weight more rapidly until the 
birth of the litter on the 32nd day of pregnancy. 



Days of gestation 

Fig, 2. Rat 136 dosed with vitamin E; rat 77 given inadequate vitamin E; 
rat 1052 given no vitamin K. 

A pregnant rat deficient in vitamin E, which is also receiving a diet (*ontain- 
ing no vitamin E, gains weight slowly from the time of implantation until about 
the 15th day; after this stage the weight gradually decreases, and there may be 
a haemorrhage, possibly comparable with abortion, at any time from the 16th 
day onwards (Fig. 2, rat 1052). Only one rat has been taken as an example, as 
the rats become pregnant at different weights and it would not l>e desirable to 
make a composite curve. The curve for this single rat agrees with that of Evans 
[1927] and is typical of over 800 obtained during this and other experiments. 
Placentation is often early in these rats and if it is detected on the 9th day of 
gestation and is followed by continuous bleeding it is fairly certain that re- 
sorption will follow ; in fact, the time and type of placental sign found give a 
fairly accurate forecast of the course of pregnancy. Tables III, IV and V illustrate 
this point. 

Rat 697 is representative of group 4, rat 658 had very little reserve of 
vitamin E and is therefore comparable with rats of group 2, while rat 115 had 
been fed on the vitamin E-free diet from weaning and belonged to the negative 
control group 1. Comparison of these three recoids shows that when pregnancy 
takes a normal course there is very little bleeding. 

To the rat whose gestation period lasted 32 days, only 4 young were bom 
and these were well above the average birth weight, weighing 8 g. each instead 
of the normal 4-5 g. In a few cases, animals have died or have been killed at 
some stage during the pregnancy and the post mortem findings have given the 
explanation of this prolonged gestation. One of these animals was 19 days 
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Table III. Bat 697 fed on vitamin E-free diet^ hut given a dose of 2-5 ml, 
vitamin E concentrate on unatvng, I'his concentrate known to be active 
in a dose of 1-5 ml. 


pregnancy 

clayR 

Wt. 

g* 

Vaginal Binear 

i:i 

184 

Faint trace of blood 

14 

184 

Mucus and blood 

15 

18« 

Mucus and blood 

1(S 

189 

No blood 

17 

191 

No bJofxl 

18 

196 

No blfK)d 

19 

202 

Nf» blood 

20 

211 

Trace of blood. Foetuses could be felt 

21 

220 

More blood than ]>rcceding day 

22 

222 

Tnchanged 

2ii 

229 

Occult blood no fresh blood 

24 

Litter of 6 

— 


Table IV. Rat 668 fed on vitamin E-rich diet for 4 months then on vitamin 
E-free diet for 3 months before moling. The animal had practically run out of 
vitamin E 


Stage of 
])regnancy 

Wt. 

Vaginol smear 

days 

g- 

10 

188 

Trace of blood 

11 

189 

Trace of blood 

12 

Nt»t examinetl 

— 

13 

187 

Trace of blocKl 

14 

195 

Mucus and blood 

15 

]m 

V'er\ faint trace of blocnl 

16 

2(K) 

Fresh blood 

17 

202 

Very faint trace of blocnl 

18 

206 

Quite a lot of blood 

19 

Not examined 

— 

2t> 

203 

Mucus 

21 

212 

Mucus 

22 

216 

Trace of blood. Foetuses felt 

23 

221 

Faint trace of blood 

24 

224 

Faint trace of bloo<l 

25 

Litter of 3 
(2 dead) 

— 


Table V. Rat 115 fed on vitamin E-free diet from weaning. First pregnancy 


Stage of 

Wt. 


pregnancy 

Vaginal smear 

days 

g- 

10 

’ 180 

Trace of blood 

11 

180 

Trace of blood 

12 

Not examined 

— 

1.3 

183 

Trace of blood 

14 

180 

Large amount of blood 

15 

186 

Ijirge amount of blood 

16 

181 

Fresh blood 

17 

178 

Bleeding profusely 

18 

176 

Blood and mucus 

19 

Not examined 

— 

20 

175 

Bleeding profusely 

21 

175 

No blocS 

22 

176 

Litter rosorbed 

Fresh blood 
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pregnant when it died and the remains of 7 reaorbing foetuses eould be seen 
together with two apparently normal but very undersized ones which would 
probably have been born at some time after 21 days’ g<^station. Similar conditions 
have been seen in animals which have reached the 24th day of gestation. In a 
preparation made from a 23 days’ pregnant vitamin E-deficient rat which had 
been given a small dose of vitamin E, resorption of thr(H‘ fo(»tuses was well 
advanced in the right honi of the uterus, while in the left horn two others were 
developing, and one was ])robably being resorbed. This evidence, together with 
that of the weight curves (Fig. 2), shows that resorption of tln^ litter is not an 
“ all or none ” process and that there are varying degrees of vitamin E deficiency. 
Partially deficient animals resorb some of their foetus(^s and dt‘Vt4op the others 
so that the number carried to term is smaller than would nornifilly be the 
case. 

It seems probable that owing to the process of resorption, tlu^ development 
of the remaining foetuses is retarded and in consequence pn'gnancy is prolonged. 
This is shown very clearly in Fig. 2 where the weight cur\'e of the rat which had 
a 32 days’ gestation first follows the line of the resorbing rat and then leaves it to 
make normal daily increast's in weight until the birth of the litter. 

Similar prolongations of gestation have be(‘n observt‘d bc^forc' in the rat, 
the mouse and the shrew, but under very different circumstances. Kirkliarn 
[1916 ; 191 8] found that this prolonged gestation in th(‘ mouse was associated w ith 
delayed implantation and that the retardation occurred in th(» blastida stag<» of 
the embryo. There was no evidence of resorption of any of tin* fo('tus(\s. The 
phenomenon is therefore hardly comparable with that observed in the vitamin 
E-defieiont rat, in which implantation is often tarlier than normal and is fol- 
lowed by resorption of some of the foetuses. The ]>rolong(»d gestation in both 
these and the lactating animals is very probably diu^ to somc^ impairment of 
the normal function of the corpus luteum. It is hen^ that a connexion betwtni 
the two sets of results seems most probable, if the fum tion of thc^ anterior 
pituitary gland is controlled by vitamin E. This theory is strongly supported by 
the work of Rowlands & Singer [ 1936], who showed that the lutiduizing ac^tivity 
of the pituitary of vitamin E-deficient rats is about half that of th(^ normal rat. 
Verzar & Kokas [1931] showed that th<‘ coat of the vitamin E-deticient male rat 
changed to the type characteristic of hypopliysectomized animals and laU^* 
Verzar [1937] summarized the published w^ork on vitamin E which gives 
support to this theory. Nelson [1933] found castration changes in tlie anterior 
pituitary of vitamin E-deficient male rats and Barrie [1937, 2j described de- 
granulation of the acidophils and basophils of the anterior pituitary of the 
vitamin E-deficient female rat and ascribtjd the abnormal condition of the 
young born to partially vitamin E-deficient rats to anterior pituitary involve- 
ment. It can therefore be taken that the vitamin E-deficient animals used in 
these experiments, in which gestation was prolonged, w'ere suffering from 
anterior pituitary deficiency. It seems probable that this deficiency was siiffi- 
oiently severe to impair the function of the corpus lut(?um, although so far no 
morphological evidence of such impairment in vitamin E defi(ji(mcy has been 
found. 

Summary 

In the rat partially deficient in vitamin E the length of gestation bears an 
inverse relation to the amount of vitamin E in the diet. Such partially deficient 
animals are unable to develop all the ova implanted, with the result that some of 
the foetuses are resorbed in utero. 
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It is suggested that the i)rolongation of gestation caused by vitamin E 
deficiency is due to the resorption of some of the foetuses delaying the dc^velop- 
ment of the others and that this condition is an indirect through the 

ovary, of anterior pituitary deficiency. 

1 wish to acknowI(‘dg(' the help of my assistant, Miss I. Harh^y, throughout 
the experiments. My thanks an* also due to Dr F. 11. Carr and Dr S. W. F. 
Underhill for tlieir encouragement, and to the directors of Ttje British Drug 
Houses, Ltd., for jMjrmission to publish this work. 
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The accepted characteristic of vitamin E deficiency is rt'sorption of the foetuses 
in utero before the completion of gestation. In ordinary circumstances, absolute 
deficiency of a vitamin must be a very rare occurrence and for this reason the 
characteristics of partial deficiency are probably more readily observed. 

Vitamin E is in some way connected with the normal function of the anterior 
pituitary gland [Verzar, 1937 : Barrie 1937, 1] and when one considers the diver- 
sity of function of this gland it is not surprising that the effects of even a partial 
deficiency of the vitamin are widespread. 

If a female rat is fed on a diet which contains inadequate vitamin E, she may 
produce a living litter after mating with a normal male but is unable to real* it 
because the young become abnormal and die within 21 days of birth. This 
abnormality was described in an earlier paper [Barrie, 1937, 1 J and an apparently 
similar condition was obse^rved by Evans [1928] and found by him to be prevent- 
able if the young were dosed with wheat germ oil within 15 days of birth. In a 
preliminary communication [Barrie, 1937, 2] the result of an experiment was 
given in which it was found that this abnormality of the young, the onset of 
which occurred about 18 days after birth, was dui* to some deficiency in the 
mother’s milk. The experiment has been repeated and confirmed. 

Rats which had been proved to be sterile were mated and given a small dose 
of a vitamin E concentrate on the day of mating. The activity of the concentrate 
used had been previously determined and the dose given was known to lx? ade- 
quate for the production of a litter, but inadequate' for the rearing of it. In 
one experiment the litter was exchanged for a normal stock litter born on the 
same day, in another experiment the exchange was made at 3 days, and in further 
experiments at 5 and 6 days after birth. In every case it was found that the 
animals fed by the vitamin E-deficient mother k'came abnormal, whili^ those 
fed by the stock mother grew normally. 

Full details of the first of these interchange experiments are given in Table I. 

On the 16th day the young fed by the vitamin E-deficient rat were all 
definitely affected, although her own males were weaker than the females she was 
fostering. At this stage of the experiment the stock mother’s own males were 
killed as she was a very small rat and a litter of 10 seemed too much for her ; she 
was therefore left with only the fostered females from the vitamin E-deficient 
rat. At 17 days the young fed by the vitamin E-deficient rat were definitely 
abnormal ; they were dragging their hind legs and their forepaws were contracted 
and on the following day the condition of the males was so bad that they were 
killed. The fostered females reached the same condition on the 21st day but the 
females born to the vitamin E-deficient mother and fed by the stock mother grew 
normally and were weaned when 21 days old. 

( 1474 ) 
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Table I. Rat 214, partially deficient in vitamin E; litter of 8, 3 3 ?; total wt, 

43 g, 6 days after birth total wL 77 g,, all apparently normal. The 5 J exchanged 
for 4 stock V bom on the same day; the vitamin E -deficient mother then had 4 
stock $ and her own 3 the stock mother hid 3 vitamin E-deficient + and hr 
own 5 cJ 


Fed by vitamin E-deficieiii mother 

J>ay8 ' 

after Wt. ^ g. (Fostemi) \Vt. ^ g. 
birth i ^ r * , 


6 

10 

10 

10 

11 

11 

11 

11 

9 

14 

13 

14 

12 

J2 

12 

13 

14 

19 

19 

19 

18 

18 

18 

18 

16 

20 

20 

20 

20 

19 

20 

20 


One haH weak hind Two have weak 
legs hind legs 

Another has front 
paw's contra<'ted 


17 

22 22 20 

22 22 22 22 


Two very abnormal* 

No change 

IS 

19 22 18 

23 23 23 23 


(Condition much 

All have weak hind 


worse, killed 

legs 

21 


32 27 25 

1 dead otherM very 
weak and dragging 
hind legs 

22 


All dying, kiUe<l 


Ked hy atock mother 


(Fostered) Wt. g. 


o 

Not w^eighed 

10 

9 

9 

10 

9 


12 

12 

12 

12 

12 


17 

18 

18 

17 

18 

Smaller but more 
lively 

killed because 

17 

18 

19 

10 

18 

the litter \va.s too 
large 

Normal 

Normal 





18 2(» 20 18 18 20 
All active and normal 

25 20 27 24 27 


28 28 31 26 29 
Normal, weaned 


♦ Fur H(>ft and eott-ony, hind legs dragging, fore feet contract€‘d; animals verj* w^eak 


A vei\v similar result was obtained when the exchange was made at 5 days, 
but in this case the males and not the females were exchanged. The result was 
further confirmed by giving to another vitamin E-deficient mother 4 stock young 
in iuldition to her own 2. The young WTre 3 days old when given to the vitamin E- 
deficient mother and they and her own litter lK*came abnormal and died when 
between 20 and 22 days old. 

In a further case a vitamin E-deficient rat had a litter of i] which died w4ien 
12 days old and the mother w'a.s given 2 stock rats, aged 8 days, to foster. Both 
of these were reared. 

In a somewhat similar experiment a sterile vitamin E-free rat w as dost^d with 
vitamin E concentrate though it was still fed on the vitamin E-£ree diet. This 
rat had a litter of 8, 5 of w’hich were born dead, and one of which died later, 
leaving 2 which grew very slowly and died when 16 days old. The mother w^as 
given 4 stock young aged 3 days which she fed for 8 days, then 2 of them w^ere 
returned to their own stock mother and 3 other stock young, aged 4 days, were 
given to the vitamin E-deficient mother, who was thus fostering 2 stock rats 
aged 11 days and 3 aged 4 days. The older two develoi)ed normally, as did the 
two which had been returned to their stock mother after being fostered by the 
vitamin E-deficient mother for 8 days. The 3 younger animals fostered by the 
vitamin E-deficient rat developed the characteristic leg w'eaknt^ss when 1 8 days old. 

The exchange experiments show'' that the milk of the vitamin E-deficici\t rat 
is lacking in some substance essential for the normal growth and development of 
the suckling young, but that if the young are fed on normal rat milk until they 
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arc 8 days old they obtain sufficient of this substance to last them through the 
rest of their suckling period. In view of the experiments of Evans [1928], in 
which he found that the onset of muscular weakness in the young was proventt^d 
if they were dosed with a source of vitamin E before they were 15 days old, it 
can safely be presumed that this missing factor in the milk is the vitamin, and the 
foregoing experiiiK'nts suggest that the young of these deficient rats are normal 
at birth since they can be reared by a normal motluT receiving vitamin E in her 
diet. The subsequent history of these and other fostered rats is hiding followed and 
will be the subject of a future publication. 

In all the experiments the mother was fed on a vitamin E-frecs diet throughout 
but was dosed with just sufficient vitamin E on mating to enable* her to producti 
a living litter. During the gestation and Jactation* ptn’iods the animal received no 
further dose of the vitamin. In one exjx'riment the animal had been giv(*n a 
larger dose of vitamin E on mating, yet wtxs unable to rear lu*r own littc'r, 5 of 
which were born dead, one of which died soon afU*r and tlie remaining 3 of which 
were weaklings and died when 16 days old. At this stage the mother evidently hatl 
sufficient vitamin E in her milk to fulfil the requirements of normal healthy 
sucklings for she was able to r(*ar two stock young which she fostered, but this 
evidently exhausted her store of vitamin E as she faili‘d to rear a further 3 given 
8 days later. 

From this it may be inferred that vitamin E is not stored fi)r any k^ngth of 
time. In this case the dose given w^as large but the animal had exhausted her 
supply by the time she was feeding the third littc*r. If, however, the dose given 
is large enough, the animal stores sufficient vitamin E to enable lK*r to complete 
her pregnancy and to feed and lear her litter. This was shown by an experiment 
in which two normal stock T*ats, which had been fed from w^eaning on an adequate 
diet containing plenty of vitamin E, w(*re niateil and from tht‘ day of mating fed 
on the vitamin E-frec diet : both rats had normal gestations, one had a litter of 
10 and the other 11. Both fed and reared their litt<*rs so that they must have* 
stored sufficient vitamin to carry them through this period. The exjKTiments 
previously described showed that at birth a rat, whether born of a normal or of 
a vitamin E-deficient mother, has no store of vitamin E, or so little that it is in- 
sufficient to carry it through the suckling pt^riod. If this is the casc^ then tin* 
abnormality which becomes obvious at about 18 days after birth must be due 
to vitamin E deficiency and should, if taken in the early stages, be curable by 
this vitamin. To t(*st this point a sterile rat was mated and given a dose of 
vitamin E concentrate and had a litter of 6, one of w^hich died. Four of the re- 
maining 5 were given small doses of an active oil from the 6th day onw^ards. On 
the 16th day the negative control was weak and the hind feet were contractt»d 
while the dosed animals were normal. The negative control became progressively 
worse ; its front feet were affected on the 17th day and on th(? 21 si day it was in 
a very weak condition, was unable to move and had lost weight. At this stage it 
was given 0-06 ml. of an oil active in the adult rat in a dose of 0-8 ml. ; the fol- 
lowing day its condition was worse. The dose was repeated on the 23rd day and 
on the 24th day there was a marked improvement. On the 25th day the affimal 
was moving normally. No further dose was given and th(? rat was put on the 
vitamin E-free diet and died 4 days later. The animals which were dosed from 
the 6th day onwards remained normal throughout. The experiment was repeated 
with another litter, but in this case the negative control was doscnl 2 days after 
the onset of the leg weakness and it made a complete* recovery. 

In another experiment a litter of 9 was born to a vitamin E-deficient mother 
and w'as left untreated until 3 days after the onset of the symptoms. At this stage 
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6 of the litter were alive anrl all were badly affected, showing both fore and hind 
leg weakness. All 6 were given several doses of 0*06 ml. of a vitamin E concen- 
trate of which the adult rat dose was 0*31 ml. The details of the expt^riment are 
given in Table II. 


Table II. Progrtss of aimormal young rats dosed wHh vitamin E concentrate 


Days after No. of 
birth aninialH 

V\'t. (g.) 

Done (ml.) 

Condition 

21 

6 

->8-32 

004 

All badly affected, legs weak, feet eon- 

22 

0 



004 

tractcfl, hind legs dragging 

Unchanged 

23 


— 

004 

»» 

showed improvement, 1 recovered 

1 still very bad. 2 practically recovered, 

1 improved but feet still contracted, 

2 normal 

2 uiK'hangecJ. 1 still weak in left hind foot. 

24 

i^ 

— 

0-06 

2e 

0 

2t>~3« 

000 

27 

i\ 

2fi-43 

0-00 

28 

4 

28-40 


3 normal 

Normal, jmt on vitamin K-free diet 


2 


0-00 

Still slightly weak 

29 

o 

31 and 50 

0*06 

l-nehanged 

.30 

2 

33 and .12 

01 Ml 

Slight imjirovement 

31 

•> 

— 

0*00 


33 

2 

40 and 00 

— 

Normal, though left hind foot of one still 

34 

2 



contracted 

Both put on vitamin E-free diet, the 

This 

aflFertecl animal gradually regained uae of 
left hind fool 

result was repeated and confirmed wdth a litter of 6 and again with the 

5 survivors of a litter of 7 of 

w4nch 4 recovered within 10 days and the 5th died 

on the day following tlu* first dose. 



Discussion 

Both Evans [1928] and Morelle [1931] described a paralysis in the suckling 
young of rats deprived of vitamin E. They found that the paralysis affected the 
hind but never the fore limbs. The mortality was approximately 30%. Evans 
found that the condition was preventable if the young were treated with a 
vitamin E concentrate lx*fore the}’ were 15 days old. Morelle found that it was 
prevented by the addition of vitamin E to the mother’s diet up to 10 days after 
mating. Evans made no histological examination, but Morelle examined the 
nervous system and could find no degeneration. The animals described by 
Barrie [1937, 1] were obviously comparable, although the condition w’as much 
more severe and affected both fore and hind legs and caused carpopedal spasm 
and convulsions in the final stages. The mortality among these animals was 
100%. As in the animals described by Morelle, no nervous degeneration was 
found, but there was thyroid hyjx)pla8ia and involvement of the anterior 
pituitary. 

The present series of experiments, together with the work of Evans and 
Morelle, shows quite clearly that this paralysis is due to deficiency of vitamin E. 
Tlie young are apparently normal at birth and under normal conditions would 
obtain the amount of vitamin E they require from the mother’s milk, but when 
the mother is deprived of the vitamin she does not secrete it in the milk, and 
unless the young are dosed writh vitamin E they suffer from its deficiency and 
paralysis ensues. This paralysis cannot be caused by any severe lesion as it is 
fairly readily cured by administration of a large dose of the vitamin. It is 

Bioobem. 1038 xxxn ^ 
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I'easonable to suppose that the mode of action of vitamin E is the same in the 
young as in the aiduit rat, in which case this paralysis is very probably connected 
in some way with failure of the function of the anterior pituitary. 

It has been known for some time [Evans, 1924 ; Sure, 1926 ; Barrie, 1937, 2] that 
deprivation of vitamin E may cause total or partial failure of lactation, but this 
failure caimot be? due to total lack of milk since the young in the present experi- 
ments have all been fat and those that have died have been examined and their 
stomachs have been found to be full of milk. It may therefore be concluded that 
although vitamin E in the mother's diet may iiiflueuiee the amount of milk 
secreted, even if the total amount of milk is adequate still more of the vitamin 
must be added to the diet before the amount secreted in the milk will be adequate 
for the requirements of the young. 

A very interesting experiment in this connexion was performed by Muller 
[1936], who found that if sterile vitamin E-deficient rats were f(‘d on human milk 
the sterility could be cured if the mothers from whom the milk was obtained had 
been fed on a diet containing vitamin E. This shows that the secretion of vitamin E 
in human milk is governed by the same factors as in the rat, and although a 
large volume of clinical evidence for the efficacy of vitamin E in the treatment of 
habitual abortion is now accumulating, it may well be that this vitamin has a far 
greater range of clinical application. 

I wdsh to acknowledge the help of my assistant Miss I. llaik^y, throughout 
the exj)eriment. My thanks are also due to I)r F. H. C-arr and Dr S. W. F. 
Underhill for their encouragement, and to the directors of the British Drug 
Houses Ltd., for permission to publish this work. 
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At present three diseases in experimental animals are known which are analogous 
with human pellagra. ThestJ are canine blaektongue [Goldberger et aL 1928], 
“monkey pellagra” (described in Part VU of this series [Harris, 1937, 1]) and 
pellagra in pigs [Birch et ah 1937J. The discovery by Elvehjem et ah [1937 ; 1938] 
that nic^otinic arid {or ainid(') cured blaektongue made it desirable that con- 
firmatory experiments should be <?arried out on the other species. Since tests on 
“monkey pellagra” wtio being continmni in this laboratory at the time when the 
preliminary note of Elvehjem and his collaborators ap]>eanHl, the effect of 
nicotinic acid was <*xamined without delay. As is now well known, nicotinic acid 
has in fact beeui fcmnd effective in curing ptdlagra in pigs [Chick et aL 1938], and 
in human beings [e.g. Fonts et al. 1937 : Smith et aL 1937; SpicvS et aL 1938]. So 
far as monkeys are (*oncerned only a brief preliminary note about the observations 
with nicotinic^ acid has as yet apjK‘are‘d [Harris, 1937, 2]; the fuller expcTiraental 
details are thc‘refore set out in the present communication. 

Experimental 

AnimaU used. The monkeys used (see Fig. 1) varied considerably in size and 
age, several of them being young animals still rapidly growing, others being 
nearly full size. Two among the larger ones had been in continuous use since 
October 193o, first in the (*xperiincnts reported in thc» earlier paper and then in 
later work undertaken in the inU^rim. One of these two, no. 3, htwl been formerly a 
positive control n^ceiving yeast (Fig. 1 in Part VH) ; the other, no. 8, had received 
in turn numei-ous curative supplements each followed by a period on the deficient 
diet (Fig. 4 in Part Vll). 

Basal diet. This was the same as that descriln^d in Part VH and consisted of 
a infKiifi cation of Goldl>erger’8 blaektongue diet, supplemented with “radio- 
stoleum” (for vitamins A and D) and orange juice (for vitamin C and possibh" 
other factors needed by monkeys). This basal diet has more recently been given 
baked in the form of a cake. In the present work extra vitamin (10 i.u. daily 
per kg. body weight) and lactoflavin {60y daily) were also provided, as an addi- 
tional safeguard against the possibility of partial deficiencies of these factors. 

Doses o/ nicotinic acid tested. Various gr«^ed allowances of nicotinic acid w ere 
tested at intervals, including 30 mg., 15 mg., 10 mg., 5 mg. and 2 mg. per day. 
The corresponding responses are best judged from the weight curves (Fig. 1). 

Symptoms of deficiency. As was shown in the previous paper, monkeys kept 
on such a basal diet throve provided that a supplement known to contain the 
P.-P. factor were allowed (e.g. Eli Lilly “343” liver extract powder, or yeast), 
or if whole wheat were substituted for the maixe. Without such supplements the 

( 1479 ) 
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animals fell ill with the characteristic symptoms of “monkey pellagra** — in- 
cluding loss of appetite, diarrhoea, vomiting, emaciation — and lost weight 
rapidly and died. No severe skin lesions were noted, but there was often con- 
siderable denuding of the fur. The same symptoms were seen again in the present 
work in those animals receiving no nicotinic acid, or during those periods when 
it had been withheld for a time. We have also in the later work been specially 
struck by the anaemic appearance of the animals, the skin becoming very pale 
in contrast to its normal pink to bluish appearance. Another symptom was the 
obvious nervousness or “jumpiness ’* of the deficient animals. Any detailed 
account of the pathology of the avitaminosis as seen in monkeys is, however, 
best deferred to a later paper, and for present purposes we may be content to 
judge the efFectiveness of the nicotinic acid by the weight charts. The recovery 
of good spirits and of normal alertness, as well as the improvement in appearance 
and loss of symptoms brought about whenever a source of the anti-p(?llagra 
factor was given, were always found to be marked by a corresponding gain in the 
weight curves. 

Results with nicotinic acid. Without exception, the administration of nicotinic 
acid, in doses of between 10 and 30 mg. per day, was followed by a dramatic cure. 
Even animals which seemed severely ill as a result of the deficiency quickly re- 
sponded. Appetites were restored and gi*owth was r^esunied with no apparent lag. 



(The dotted line shows the rapid loss in weight of a monkey which on autopsy was found to 
have been suffering from tuberculosis.) 


The effect on the weight curve and on the liveliness of the monkey was generally 
already clearly marked on the next occasion when it was weighed, sometimes as 
Bocm as 2~3 days after the start of the dosing. 
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Minimum curative dose. Judging from Fig. 1 a daily dose of about 2 mg. of 
nicotinic acid is not quite sufficient for rapid recovery in an animal weighing 
about 2 kg., but doses of 5 mg. and upward are adequate (animal no. 8, cf. also 
no. 9). For larger monkeys weighing about 4 kg., doses of 5 mg. seem barely 
enough, but doses of 10 mg., 15 mg. or 30 mg. suffice (monkeys nos. 3, 6 and 7). 

These doses may be comj>ared with thosfj required by other species. Young 
pigs weighing on the average 30-50 lb. have been protected with doses of 25- 
60 mg. 'per day [Chick et al. 1938], and human beings have been cured with doses 
of between 60 and 1000 mg. per day [references as on p. 1479]. The minimum 
requirement for a dog is thought to be about 0*5-1 -5 mg. per kg. per day 
[Elvehjem et al, 1938]. 

Experiments with nicotinamide and j3-aminopyridine [cf. Subbarow et al, 
1938] are still in progress. 

Summary 

In tests which have l)een continued for a jx^riod of over eight months nicotinic 
acid has been found consistently effective in curing monkey pellagra The 
curative dose is of the order of 5 mg. for a monkey weighing about 2 kg., or 
10 mg. for a monkey weighing 4 kg. 

I am greatly indebted to Mr S. A. Cresswell for his careful management of the 
monkeys. 
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CXCVI. CHEMICAL NATURE OF THE ULTRA- 
MICROSCOPIC PARTICLES OF SERUM 


By ROBERT NEIL CUNNINGHAM and 
BENJAIVIIN ALFRED PETERS 

Frcm Ham. Oreen Hospital, Bristol 
{Received 23 July 1938) 

McDonaoh [1927] first investigated chemically the fine particles in active 
Brownian movement which are visible in serum under dark-ground illumination ; 
he termed them “protein particles”, and drew attention to their bchaAiour in 
an electric current and the modifications in their number during various diseases 
and recovery therefrom. Peters [1936] confirmed these observations, but did not 
agree with McDonagh’s conception that they were protein, on the ground that 
normal scrum proteins, when fully hydrated, should have a refractive index so 
near to that of water that the particles would not be visible under the ultra- 
microscope. He furth(ir showed that dehydration and prc^eipitation of the serum 
proteins with alcohol caused an enormous increase in the number of particles 
visible. Some lecithin and cholesterol determinations in connexion with this 
work showed little correlation with the number of particles, yo.t nevertheh^ss on 
the evidence then available he favoured the hypothesis that the particl(‘S were 
lipin rather than protein. 

More recently, Frazer & Stewart [1937J have published the results of a series 
of investigations on the effects of feeding on the particle content of the senim of 
human subjects. They found that the jiarticle conttmt of the serum exhibited 
a considerable increase following ingestion of fat, but was apparently unaffected 
by protein or carbohydrate meals, and on this physiologie^al evidence concluded 
that the particles were lipin in nature, although probably enclosed in an adsorbed 
protein film. 

The present experiments were undertaken in order to investigate the nature 
of the particles by purely chemical and physico-chemical means, which appeared 
to be a more direct method of approach than physiological methods, and with a 
view to finding a chemical explanation of the variations in disease noted by 
McDonagh and Peters as indicated above. 

Experimental 

The serum employed was pig serum, which is comjmrable with human serum 
as regards particle content, and which could be obtained easily from the slaughter- 
house on the private farm of this hospital. The serum after separation was 
preserved with 0-5 % NaF, which was found not to affect the particle content. 

The microscope was a dark-ground condensing instrument of the ordinary 
pattern, but the stage was not fitted with a counting-square. Consequently it 
was not easy to take a direct count of the numerous and rapidly moving particles, 
and estimations of the particle content were based on observation of the average 
apparent distance (in mm.) between neighbouring particles as seen through the 
eyepiece and compared with the scale on the travelling stage. 

( 1432 } 



ULTUAMICROSCOPIC PARTICLES OF SERUM 


1483 


Frazer & Stewart [1937] had noticed two dwtinct tyjoes of particles, apjiearing 
brightly and dully illuminated respectively. In our experiments we have con- 
firmed and extended this observation, distinguishing thrt^e types, viz.: large 
bright (“LB"’), medium dull (“M”), and scarcely visible small dull (‘‘S”) 
particles, which are indicated as such in our results ; where mon^ than one type 
is observed the more numerous of the two appc^ars first, whilst the presence of 
all three with none predominating is indicated by “(mixed)”. 

In our tables, apparent distances Ixdween particles of 1 mm. or less are 
indicated by + (occasionally + is used to show a difference 
between two results of this order). 1-3 mm. by “-f -f ”, 3-5 mm. by and 
distances greater than 5 mm. by “ ± ”. The “LB” particles, which often showed 
variations not common to the thn^e types, were on suc.h occasions estimated 
separately ; the above system applies there with the distances increased roughly 
five times. 

Fresh untreated serum generally sliowf‘d a high content of particles of all 
sizes. The particle content was iinaltercxl by dilution with 0*9% XaCl up to 
three times th(* original volume, or by prolonged centrifuging in a laboratory 
(Mart-in) <*entrifuge. Tabh* 1 shows ty[)ical examples of sera, and also the effect 
of dilution. Two .slides were usually made of each sixj(‘imen, sometimes even more. 

T a bl< ‘ I . Pa rt i cUs i n normal sent m . E fff'Ct of di / ui icm< 

Selection r>l typi<‘ttl eora from different evfx^rirnents. 




Sizo of 


Swriim no. 

(VintfMit 

fuirtiolfft 

LB 

1 

t 4 

M 



- ... 

S— M 


:1 

4 - + 

(Mix(mI) 

-i 

4 


(.Mixed) 

- *T ■ 

Ty (iindilut(Hl) 


(.Mi.\od) 


o (dilateii with J vol. 0*9 Na(’l) 

4 - 

(.Mixed) 


r» (diluttni with 1 vol. 0-9 NaCl) 


(Mixed) 


5 (dihiU‘d with 2 vol. 0-9 NaC’l) 

• ^ 

(Mixed) 



Prfripitaiion with ammonium svlpluite 

Senim was half-saturaU‘d with ammonium sul])hate and the mixture centri- 
fuged. Th<‘ globulin content of tin* senirii was low, and very little or no pre- 
cipitate was produced. The amount of ammonium sulphate was later increased 
to (K) and 70% saturation. Table 11 shows a typical result. 

Table II. Serum particles and precipitation icith ammonium sulphate 
Before centrifuging After centrifuiring 


Size of Siz(‘ of 


% Saturation 

Conti'iit 

particles 

Content 

particles 

(Original uerum) 

4 4 - 

M 

4 4 

M 

50 

4. 4 

M 

4 4 

LU—M 

60 

4 

LB--M 

4 - 

LB--M 

70 

4 4 

M 

4 

M 


Some of the unoentrifuged mixtures showed aggregates of globulin. 

It is evident from these results that incomplete saturation of serum with 
ammonium sulphate does not remove the particles from suspension. Adjust- 
ment of the serum to pR 4*2 (at which point, as will be shown later, the number 
of particles shows an apparent maximum) had no effect on their precipitability. 
Prolonged centrifuging was also ineffective. 
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The small precipitates produced by incomplete saturation with ammonium 
sulphate were examined suspended in a small volume of 0-9% NaCL A few 
particles were generally observcMi, but settled rapidly on the slide. Organic 
solvents failed to dissolve any of the solid material. 

Complete saturation of the serum with ammonium sulphate precipitated the 
proteins entirely; the supernatant liquid obtained by centrifuging these off 
proved to be optically empty, shovdng that the particles wen^ removed together 
with the albumins. Portions of the dried precipitate, extracted with ether or 
chloroform, failed to yield a detectable quantity of cholesterol. 

Sodium chloride, substituted for ammonium sulphate in a few experiments, 
produced results similar to the above. 

Effect of pii on the particle cmtent 

Portions of 10 ml. of serum from the same source were adjusted to jpH 
values over the whole range from 3*0 to 10*0 with the aid of a eapillator. The 
range 3*0~5*0 was examined in detail, since serum proteins are precipitated by 
acids. Table HI shows typical results. The salt concentration was maintained 
constant by the use of a ^ solution of HCl in 0*9% NaCl. The S('nirn mixtures 
were examined before and after centrifuging. 


Table III. Variation of the particle content with pH 


©H 

Content before 

Content after 

(Vuitent beiorc 

(.’ontent after 

( Original serum ) centrifuging 

centrifuging 

(Original serum) centriiuging 

«*eiitrifuging 


+ + 

4- 4- 

54) -r - 

4 4 

30 

-H + 

4 -4 

6-0 - 4- 

4 + 

3-2 

+ -1* 

•4 4- 

74) - + 

4 -c 

3-4 

•1- 4- -h 

4- 4- 

7-0 - 4 

T 

3*6 

+ + ■+• 

•1 -4 

84) ^ 4 

+- 

3-8 

+ + 

-f. 4- 0. 

90 4 

+ 

4-0 


4- 4* 4- 

9-2 4 

4 

4-2 

+ + 

-r 4- + 

9-4 j: 


4-4 

+ 4- + 

4- + 4 

9-6 4 


4-6 

■4 4- 

4- 4- 

104) i 

- 

4*8 

4- + 

4- + 

114) 

- 


Particle sizes at all;?!! valiie.s (AlixiMi). 



It is seen from these results that the particle content shows a small maximum 
at pH 4-2-4*4, and on the alkaline side it falls steadily to negligible values at 
pH 10*0-1 1*0. Centrifuging at any pH removes very few of the particles if any. 

Serum was next incubated at the point of maximum precipitation (pH 4*2- 
4*4) for 12 hr. at ZV, in an attempt to induce the particles to aggregate or pre- 
cipitate. The senim, however, set to a stable opaque gel, which when spread on 
a slide and examined under the ultramicroscope showed large gelatinous aggre- 
gates, interspersed with channels containing verj’^ small particles in very rapid 
motion, and in so great a concentration as to cause a hazy apjiearance from 
excessive reflexion. This gelation was reversed by restoration of pH to the 
normal value for serum, and the particle content also returned to normal; it 
was obviously a protein effect. 

A set of tubes of centrifuged serum was then prepared, adjusted to pH values 
ranging from 3*0 to 4*6, with successive differences of 0*2 unit, and incubated 
for 24 hr., with examination at intervals for gelation. Table IV shows the 
results. 

These results indicate that gelation occurs most rapidly at pH 3*6, which 
from Table III is a somewhat lower value than the point of maximum particle 
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Table IV. Gelaiion of serum on incubation at varying ipH 


pU 


Hours 

3-0 

:i2 

3*4 

3-6 

3*8 

40 

4-2 

4-4 

4-6 

3 

0 

0 

0 

0 

0 

0 

0 

0 

0 

5i 

0 

<1 

0 

TV 

0 

0 

0 

0 

0 

9 

0 

TV 

G 

G 

AG 

0 

0 

0 

0 

12 

AG 

AG 

G 

G 

G 

TV 

0 

0 

0 

24 

AG 

AG 

G 

G 

G 

TV 

0 

0 

0 


(“G” ^-gelified, “AG” = almost gelifu*d, “TV - turbid and viscous.) 


content. This does not suggest that the two effects ar(‘ associat(‘d with each 
other; the gelation probably <iiffers from the particle effect in being controlled 
by temperature as well as pH. 

Behaviour of the 2 >artides in a high-speed centrif uge 

We are very grateful to Prof. T. B. Davie and I>r J. D. A. Gray of the 
Dejiartment of Preventive' Medicine, University of Bristol, for j>ermitting us 
to mak(' usc! of their “ Flcco-I-ltima'" centrifuge in an tuideavour to effect a 
separation of the particles from serum. 

This machine was capable of a maximum sjK'ed of 15,00G r.p.m. Glass 
tubes vrcTv used for the preliminary experiments at medium speed, but they 
proved to be unable to withstand the highest speeds, bcung splintered under the 
strain. A set of dxiralumin tulws, supplied to fit the machine by Messrs A. 
Gallenkamp and Co., was found to with.stand the strain of the maximum sjx'ed. 
The inner surfaces of the tulx's on prolonged use became coatc^d with a film of 
aluminium hydroxide, but this did not affect the results, and when rubl)ed up 
with 0*9 % NaCl gave an appearance under the ultramicroscope that was distinct 
from that of serum, the sus[^K'nded particles settling rapidly. 

The s(‘rum, previously centrifuged at low' speed to r(*move suspended solid 
mak*rial, w'as usually centrifuged in the high-8|)eed machine for a total period 
of 1 hr,, but this was divided into three periods of 20 min. each, with 15-min. 
breaks to allow the macliini* to cool (the tcunperature was raised a few degrees 
at the high rate in spite of the cooling jacket). 

After centrifuging for an hour, a small precipitate was always found at the 
bottom of the iulK\ Before pouring off the supc'matant liquid, samples w’^ere 
taken from the surface (‘'top'’), and from the middle and near the bottom of the 
tube by moans of capillary pipt'ttes, the corresponding samples from each of 
several tubes being mixed with one another. The supernatant liquid was then 
poured off, and generally sampled also after shaking. The precipitate from the 
tubes was suspended in 0-9 % NaCl for examination. Table V shows the results 
of a typical experiment. 

The readings show that under the high centrifugal force the “LB” particles 
tend to move to the surface of the liquid, whilst the remaining particles move 
towards the bottom, where they ultimately pass out of suspension and collect 
as a precipitate. At the same time the general uniformity of the particle content 
of the serum shows that this separation is very gradual. The results suggest, 
however, that it should be possible to separate out the “LB” particles at very 
high spe^s. 

It may be mentioned here that many of our samples of serum, which were 
more fatty than usual, threw out a dii^ of white semi-solid material on the 
surface during their preliminary low-speed centrifuging. This when separated 
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Table V. Fractions obtained from high-speed centrifuging of serum 

Serum centrifuged for 1 hr. at 16,000 r.p.m. Samples from top, middle and bottom of tube. 


1 slides made of each sam 2 >le. 

Content 

»Sizp of particles 

Lh 

Original senim 

4-4-4- 

(Mixed) 

4 

Top sample 

4 + 

(Mixed) 

4 4 

4 4- 

(Mixed) 

4 -t- 

Middle sample 

4- 4- 

(Mixed) 

- 

-f 4 

iS-M 

-4- 

Bottom sample 

4- 

M— S 

- 

4 

M— S 

iL 

Decanted serum 

4 4 

(Mixed) 

-e 


f 4 

(Mixed) 


Precipitate in suspension 

4 -f 

M 

- 


4 4 

(Mixetl) 



(Tho particle content of the Huspension was increased by half-saturation with amnumiiiiii 
sulphate.) 

and examined was found to be very rich in “LB” partiolt\s, whilst tho bulk of 
the serum was comparatively poor. This material was extracted from the serum 
by ether, and all indications suggested that it was fat. 

Behaviour of particles unth proteolytic enzyims 

Serum was digested with commercial preparations of p(‘psin, papain and 
pancreatin, and the effect on the particle content was followed. Th(' enzyme 
preparations employed were the B.P. mixtures, glycerin. p<‘psin, glyc«Tin. 
papain, and liq. pancreaticus. The pepsin and papain mixtures were diluted 
with 0-9 % NaCl before use. Each was adjusted to its optimum pH vahi(‘. These* 
mixtures when viewed under the ultraraicroscojK* wen^ found to b(* fn*e of 
particles, or else to contain a few that settled rapidly on the slide. 

The mixtures of serum and enzyme solutions were incubated in i)lugged 
sterile test tubes at 37®, and were examined in duplicate daily under the ultra- 
microscope. It was found that at least 3 days' incubation was n*quired to 
produce any noticeable change. 

Table VI shows the results of a typical experiment. Continuation of the 
incubation produced no further change. The total particle content was not 
reduced by any of the enzymes, whilst pancreatin alone caused a reduction in 
the “LB” particles. The experiments with pt^psin present<Ml considerable diffi- 
culty, owing to the ready precipitability of the serum proUdns on the acid side 
of neutrality ; the use of moderately concentrated solutions of pepsin resulted in 
turbid solutions after only 1 day’s incubation. Conditions were also favourable 
for bacterial growth, which spoiled a number of experiments; the addition of 
preservatives was deemed inadvisable Jest the physico-chtmical state of tho 
system should be excessively disturbed, whilst sterilization by heat was clearly 
impossible. 

As a further experiment, the fractions obtained from one of the high-speed 
centrifuging experiments described earlier were incubated with pt^psin and 
pancreatin similarly to the untreated serum. The glycerin, pepsin was replaced 
by a 0-5 % solution of pepsin in A^/30 HCl; liq. pancreaticus was used as before. 
The top and bottom samples, and the precipitate suspended in 0-9% NaCl, 
were all tested. Incubation was continued for 3-4 days. Results are shown in 
Table VII. 
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Table VI. Serum and proteolytic enzymes 

Peptin. Glycurin. pepsin, B.f., diluted 1 in 20 with 0-9% NaCl. Kqual volumes of dilated 
solution and serum. jpH 6*0. 

Papain. Glycerin, papain, B.r., diluted 1 in 20 with 0-9 NaCl. Equal volumes of diluted 
solution and serum, pfl 7*0. 

Serum control mixture. Kqual volumes of serum and 0*9% NaCl. Mixtures inculiatcid at 37 \ 


Scrum control; 

Content 

Size of particles 

LB 

Before incubation 


(Mixed) 

•f -* 

After 3 ilays’ incubation 

+ + 

(Mixed) 

+ -f 

Seruin-pcpsin : 

Before incubation 

-r + 

(.Mixed) 

4- 4“ + 

After 3 days* incubation 

-r -t- 

(Mixed) 


Serum <papain : 

Before incubation 

4- -r 

S 

-}■ 

After 3 days* incubation 

-e 

(Mixed) 

•+- 


4- ^ 

(Mixed) 

-^4 4* 


Pancrfjatin. Kiq. pancrcaticus. B.P., undiluted. 2 vol. to 1 vol. of serum. pH 8 0. 
Serum control mixture. 2 vol. 0-9 NaCl to 1 vol. serum. Mixtures incubated at 37'. 


control ; 

(’on tent 

Size, of jmrticlcs LB 

Befon" incubation 

- 4- 

(Mixed) 4- 

Aft<*r 3 days' incubation 

"t 4- 

( Mixed) - 

Serum -pancreatin ; 

Before incubation 

-* 4 . 

(Mi.vcd) 

After 3 days* incubation 

- T 

S- M 

-P 4 

(Mixed) (4-) 

Pepsin solution 


(Settled rapidly) 

Paiaiiii solution 

Pancreatin solution 

— 



Tablo \'II. High-Speed cevirifnge mid proteoh/fi(‘ enzymes 

pepsin. 0 (K'psiii in *V/30 H(’l, Equal \oliinie» of solution and seriini. pH C’O. Mixture 


incubated at 37 . 


Top sample: 

Content 

Size of particles 

LB 

Before incubation 


M S 

4- 

After 4 days’ incubation 
Bottom sample: 


(Mixed) 


Before incubation 


M 


After 4 days’ incubation 
^ Precipitate in suspension; 


M 


Before incubation 

After 4 days' incubation 

1 (Particles settled) 

. 

Pancreatin. Liquor |)ancreaticuK, 
incubated at 37'^. 

B.i\, undiluted. 

2 vol. to 1 vol. of serum. 

pH 8*0. Mixtures 

Top sample; 

Content 

Size of particle.s 

LB 

Before incubation 

-r 4- 


-r 


4- 

(Mixed) 

+ 4- 

After 4 days* incubation 

o- 

(Mixed) 

M-S 

4- 

Bottom sample: 

4- 

4- 

Before incubation 

4- 

M-S 


After 4 days* incubation 

4. 4- 

M--L 

- 


4- 

M-S 



4“ 

(Mixed) 

- 

Precipitate in suspension : 


(Particles settled rapidly) 

Before incubation 

4- 

M—S 

— 

After 3 days* incubation 

± 

S~”“M 



Pepsin solution 
Pancreatin solution 
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As was usual in the centrifuging experiments the ‘‘LB’’ particles were con- 
centrated in the top sample. The concentration was noticeably reduced by 
pancreatin, but apparently unaffected by pepsin. ‘‘LB” particles were absent 
from the other samples, and the small and medium particles in all showed no 
significant change with either enzyme. 

The disappearance of the “LB” particles on digestion with pancreatin is 
therefore the only noteworthy change caused by proteolytic enzyme prepara- 
tions. Pancreatin contains lipase as well as trypsin, and its selective action on 
“LB” particles might well be explained by this fact, which would suggest that 
the “LB” particles are fat. The absence of any change in the small particle 
contents on digestion with proteol^diic enzymes will be discusstKl in a later 
section. 

The suspension of the precipitate from the high-speed centrifuge in 0*9 % 
NaCl showed a slight reduction in its total particle content on digestion with 
pancreatin. This is to be exi)ected on the hypothesis that the smaller particles 
are protein in nature, since the total amount of protein material present in siich 
a suspension is necessarily limited. The precipitate also showed a reluctance to 
form a stable suspension in the acid pepsin mixture, the particles settling rapidly : 
this result when viewed together with the previous observations of precipitation 
of proteins and increase of particle content with fall of pH favours further the 
protein hypothesis. 


UUramicroscopic particles and filtration 

The effect of filtration through paper and certain adsorbents on serum was 
studied in comparison with the effect of similar filtration on cow’s milk, which 
when examined under the ultramicroscope shows a high content of particles of 
all sizes ranging from large fatty globules to particles similar to those observed 
in serum. 

Milk, Milk was first filtered tlirough a folded ‘‘Green’s 500^'’ (agar) filter 
paper, and afterwards through a cone of calcium sulphate-carbonate mixture, 
prepared by moistening plaster of Paris, and after it had set powdering it in a 
mortar and adding 5 % of precipitated chalk. The adsorbent was supported in an 
agar paper. Filtration was very slow, but suflScient filtrates was always obtained 
to permit the examination of all filtrates on the same day. 

The filtrate from the agar paper was still white and opaque, but after passing 
through the CarS 04 — CaCOg mixture it appeared only opalescent. 

A second portion of milk, after filtration through the agar paper, was filtered 
through a similar cone of “Kaylene” (colloidal kaolin). This also yielded an 
opalescent filtrate. Occasionally wdth both the adsorbents the filtration required 
repetition. 

The optical examination of the milk and the various filtrates is recorded in 
Table VIII. 

Table VIII. Filtration of milk through adaorbenta 


Untreated milk 

Content 

+ + + 

Size of 
particles 

M 

Many large globules on slide. Film 

Agar paper filtrate 

+ + + 


not uniform 

No large globules but numerous 
small globules and submicrons. 
Film uniform 

No globules 

CaS 04 — OaCOg filtrate 

•f + 

M 

“ Kaylene ’ * filtrate 

•f + 

M— L 

No globules 
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The particles observed in the milk show a noticeable difference from those 
in serum, being circular in appearance and steadier in brilliance. The optical 
appearance of the final milk filtrates was unaffected by centrifuging in the low- 
speed machine. 

The two filtrates from the CaS 04 — CaCOg mixture and ‘‘Kaylene filtrations 
were acidified with N HCl. A flocculent precipitate was produced that showed 
no Brownian movement ; when this was removed by filtration or centrifuging a 
clear solution was obtained which was optically empty. The precipitate was 
insoluble in chloroform or ether, and when dried did not give the Salkowski 
reaction for cholesterol; it was most i>robably casein. 

Serum. Senini was now subjected to filtration through agar paper and both 
adsorbents with exactly the same technique. Tabic IX shows the results obtained 
with two samples of serum filtered through “Kaylene”, and one of them 
through CaS 04 — CaCOg mixture. Serum “A*" was fresh, whilst serum “B” had 
been in cold storage for a week. 


Table IX. Filtration of serum through adsorbents 

I'nfiltfred Kiltt*red 





Size ol“ 


Size of 

Serum 

Atlfeorbent 

Content ]jarticles 

Content 

l^article^s 

A 

‘'Kuylene'' 

-f T 


-r 

(Mixed) 



(.‘i 8ll(lerJ) 

(3 blides) 

A 

(’aS(»4 - -CaCOj 


(Mixed) 

T 

(Mixed) 



... 

S 


(Mixed) 



— *t 

S— M 

T 

S— L 

B 

“Kaylene” 

r 

(Mixetl) 

-t- 

S 


- -i 

(Mixed) 

*t* 

M 



^ - 

(Mixed) 

•4* 

(Mixed) 


It will be seen that filtration made very little difference to the particle 
content. Acidification of the filtrates resulted in a steady precipitation of 
senirn proteins according to the amount of acid added; the precipitates on 
centrifuging off and drying were found to be free of cholesterol. The supernatant 
liquids were opalescent and heavily charged with particles. 

Serum “B’* showed an int-eresting result. Unlike many of our samples, 
it had not become contaminated with haemoglobin through haemolysis wdiile 
separating fn>m its blood clot. It w^as noticed that the yellow colour in the 
“Kaylene” filtrate* had deefKuied almost to brown; in spite of tliis, the particle 
content showed no increase, but rather an apparent fall. This suggests that the 
lijKJchrome pigments of serum have no connexion with the ultramicroscoplc 
particles. In view' of the lack of effect of dilution of senim on the particle con- 
tent, which will be discussed later, we cannot regard this result as absolute 
evidence of the retention of particles by kaolin. Serum “A”, which contained 
haemoglobin, showed no colour change on filtration. 

Lipins. For comparison, concentrated colloidal suspensions of cholesterj’l 
oleate (B.D.H.) in soap solution, and of ovolecithin in distilled water, were 
filtered through agar paper and then through each adsorbent. The optical 
appearance of the suspensions before filtration showed distinct differences from 
that of serum. The cholesteryl oleate suspension showed circular, steadily- 
brilliant particles similar to those observed in milk, and also the same globules, 
some of which were small enough to pass through the agar paper. On the other 
hand, the lecithin particles were much less sharply defined than serum particles. 
Table X shows the effect of filtration on these suspensions. 
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Table X. Filtration of Upin ampemiona 
Ovolecithin 


Adsorbent 

(Uniiltered suspension) 

“Kaylene” 

CaS 04 -~CaC 0 a 


Size of 

Content particles 

+ + 4 M—S 

4- 4 -f S 


Cholesteryl oleate 


Size of 

Content I>articlos 

4 4“ (Mixed) 

+ (Mixed) 

± (Mixed) 


The ovolecithin was adsorbed completely by the CaS 04 — CaCOg mixture, 
the filtrate being clear and colourless, and showing no Tyndall phenomenon — 
a direct contrast to the lack of effect on serum. The reduction of particle content 
in cholesteryl oleate suspensions by filtration through CaS 04 — CaCOg mixturt* 
was not regular in all our experiments, and the filtrate always showed a positive 
Tyndall effect. 


Strum particles arid extra>ciion with organic solvents 

The last group of experiments recorded in this paper was an investigation 
of the effect on the serum particles of extraction with the ordinary fat solvents. 

Extraction was carried out by shaking the serum and solvent together 
in a mechanical shaker for periods of 6 hr. 

Chloroform, carbon tetrachloride, benzene and light petroleum all caused 
denaturation of the serum proteins, generally precipitating tlu‘m or forming a 
gel; the aqueous layer, examined whtm possible, contained particles in very 
large numbers, whilst the residues from evaporation of the organic solvent 
layers gave optically empty suspensions in 0*9 % NaCl. Ether was free of this 
disadvantage. 

Serum was extracted three times with five times its volume of etluu’ by the 
above technique. The aqueous layer after examination was evajKirated to drjaiess 
and extracted again with ether in a Soxhlet apparatus, this s(*cond (extract and 
the residue in the extraction thimble being weighed. 

The ether extract from the serum, when evaporatt*d to dryness, yielded an 
oily, evil-smelling residue, which was weighed and examined sus])ended in 
0*9 % NaCl. The Salkow^ski test for cholesterol applied to this residut^ was positive. 

The saponification values of the ether extracts of both the serum and the 
dried serum were determined to give an indication of their fat contents. Results 
are shown in Table XI. 


Table XI. Exhaustive eMraction of serum with ether 


Serum (60 ml.) shaken three times with 5 vol. of ether for 6 hr. 


Content Size of paiticles LB 

Original serum + 4- -t- (Mixed) -t 4 4 

Ether-extracted scrum + 4 (Mixed) 4 

Ether extract in 0-9% NaCl - 


Weight of extract 
(mg.) 

Ether extract of serum 127 6 

Ether extract of dried serum 10*0 

Weight of dried residue, 4*9 g. 


Saponification 

value 

130 

340 


It is seen from the table that practically the whole of the ether-soluble 
material was removed from the serum by the exhaustive treatment with ether. 
At the same time the “ LB ” particle content was very considerably reduoed, but 
the total number of particles was not much less than before extraction. 
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Similar extractions with ether containing 6 and 12% of alcohol, which 
according to Macheboeuf & Sandor [1932] will remove the lipins completely 
from horse serum without affecting the proteins, caused considerable denaturation 
with pig serum, the aqueous layer becoming turbid and heavily charged with 
particles. Suspensions of the extracts in 0*9 % NaCl were optically empty. The 
Salkowski reaction was positive, and lecithin also was identified in the extracts 
by hydrolysing with acid and formation of choline rcineckate [Beattie, 1936]. 

Addition of alcohol to the serum followed rapidly by a large volume of ether 
also increased the numlx^r of particles by denaturing the proteins. 

Table XII shows an experiment similar to that of Table XI, carried out on 
human serum from a case of paratyphoid fever. This serum was comparatively 
poor ill “LB” particles at the outset. Results otherwise resemble those in 
Table XI. 

Table XU. Extraction of human {jHiratyphoid) serum with ether 
Scrum (10 ml.) shaken thrcHi times 'with 5 vol. of ether for 6 hr. 



(’ontent 

Size of 
partiides 

LB 

Original Hcrum 


M -S 

-t* 

Ktln;r.e.\tract(‘(l sorum 


M— 8 

i 

Kthf! extract in 0 Nad 

Weight c»f serum Saponilicatioii 

Kthor exirai't uf rteriini 

(mg.) 


value 

160 

Kt her extract of <ii led scrum 

41) 


50 

\\ eiglit of dried 

serum, 580*6 




In the next exptTiriHnit thn^e stqiarate volumes of pig serum were extracted 
on(jt‘ with the samt* five volumes of ether to obtain a large quantity of ether- 
soluble material. The eth<*r was partly taken up into the serum layers during 
the second and third extractions, forming a viscous mixtun' which, when 
allow*(‘d to stand in the refrigerator in a separating funnel, separated slowly into 
three layers, a ‘middle layer ’’ of colourless, viscous liquid being formed bt^Ween 
the usual serum and ether layers. The course of the separation of the ether and 
“middle layer” w'a.s followed in the ultramieroscopc^. 

The ether extra(*t, wiien evaixiratod down, yielded a moderately large 
amount of solid material, whilst Soxhlet extraction of the dried serum and 
“middle layer” wdth ether yielded relatively small quantities, that from the 
dried serum being negligible. T1 h‘ sajKmification values of all three extracts were 
determined . 

The tot^l content of lipin material of the ether extract of the serum was 
determined roughly by extracting a weighed quantity of the solid material with 
light petroleum and weighing the extract. About 90 of tlie material was 
dissolved. 

We are indebted to ftof. E, L. Hirst and his staff for kindly carrying out a 
micro-determination of the nitrogen content of the material. 

It will be seen from Table XIII that a large numbt^r of “LB” particles were 
left in the serum mixture after shaking with ether was completed, but that on 
standing these all passed into the “middle layer”. The latter after drying con- 
tained a considerable percentage of ether-soluble material, but the dried serum 
layer was practically free of it. The ether extract of the serum was apparently 
all fat except for 10% (about 5% being protein from the nitrogen figure), yet 
the total serum particle content was unchanged by extraction with ether. The 
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Table XIII. Extraction of serum with restricted quantities of ether 

3 Tol. serum, 60 ml. each, extracted for 6 hr. with the saino 300 ml. ether 



Content 

Size of particles 

LB 

Original serum 

Ether extract in 0*9 % NaCl 

+ + 

(Mixed) 

4 * 4 - 4 - 

Unseparated serum mixture 

4 - 4 - 

(Mixed) 

4 + 4 * 

Half-separated serum layer 

+ 4 - 

(Mixed) 

4 + 

Completely separated serum la 3 ’^er 
‘‘Middle layer’* 

4 - + 

(Mixed) 

+ 

4 * 4 - 

(Mixed) 

Ether extracts 

Dried 

+ + + 

Dried 


Serum 

“middle layer” 

serum layer 

Weight of dried material 

— 

566 mg. 

38(K) mg. 

Weight of extract 

242*6 mg. 

20*2 mg. 

12*2 mg. 

% of dried material extracted 

— 

3*57 

0*09% 

Saponification value 

120 

171 

160 

lomne value 

75 

8 

6 

Nitrogen 

0-4 

- 

— 

% of material soluble in light petroleum 

90% 

— 

— 


relatively large quantity of ether-soluble material in the “middle layer” as 
compared with the serum layer, and its high saponification valui* and low iodine 
value, suggest that the “LB” jiarticles that passed into the “middle layer” 
were composed of saturated neutral fat. 

The absence of any effect on the number or size of the particles in serum by 
treating with equal volumes of sodium tauroglycocholate solutions in con- 
centrations up to 10% showed that the particles were not free fatty acid. They 
also were not precipitated by ricin, which showed that they were not chole- 
sterol. 

Extraction after high-speed centrifuging. Extraction three times with other 
of a sample of serum that had be^n centrifuged for an hour in the “Ecco- 
Ultima” machine at 15,000 r.p.m. yielded the same amount of fatty material 
as did extraction of an equal volume of uncentrifuged serum. The precipitate 
which separated out gave no indication of being soluble in ether, whilst on the 
other hand, half-saturation with ammonium sulphate of its suspcjision in 0-9 % 


Table XIV, Extraction of milk fiUraie^ 


“Kaylene” and CaS 04 — CaCO, filtrates, 30 ml. Extracted three times for 6 hr. with 

150 ml. ether 



Content 

Size of 
particles 

“Kaylene” filtrate 

+ + + 

M 

Ether-extracted “Kaylene” filtrate 

+ + + + 

M 

CaS 04 — CaCOg filtrate 

+ + + 

M 

Ether-extracted CaS 04 — CaCOj filtrate 

+ + + + 

M 


“Kaylene” filtrate: 

Ether extract 

Ether extract of dried residue 
CaSOi — CaCOs filtrate: 

Ether extract 

Ether extract of dried residue 
Weights of dried residues; 
“Kaylene” 

0aSO4— CaCO, 


Weight of 

•Sa|ionific‘ation 

material 

value 

19*0 mg. 

301 

8*4 mg. 

— 

4*0 mg. 

670 

7*2 mg. 

— 

2-3 g. 


2-4 g. 

— 
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NaCI increased considerably its i)article content, suggesting a protein origin for 
the particles. 

Milk fiUratea. Table XIV shows the figures obtained by extracting the 
“Kaylene"’ and CaS 04 — CaCOg filtrates of milk in a similar way to serum. The 
amount of fat obtained in each case was negligible, but the particle content, 
already large, showed a small increase. 

These results support the view that both milk and serum particles are protein 
in nature. 

Sera from different species 

A few comparative experiments were made with pig, sheep and cow sera. 
Sheep serum resembled pig serum both externally and ultramicroscopically ; 
cow serum, on the other hand, was coloured an intense yellow by lipochrome 
pigments. The optical pictures (Table XV) show no great differences. 

Table XV. Comparison of sera from different species 

Sorum Content Size of particles LB 

Pig + + M— S + 

Sheep + + M — S -t- 

Cow 4- S — AI - 

Sheep and cow sera were extracted three times with five volumes of ether 
as for pig serum. The sheep serum was unaffected by the extraction, but a 
considerable quantity of the yellow pigment was removed from the cow serum; 
the concentrations in the unextracted and extracted sera as compared in a 
Hellige colorimeter were in the ratio 9 : 5, The ether extracts were evaporated 
and weighed. Table XVI shows the optical results and the weights of the 
extracts. 

Table XVI. Extraction of sheep and cotv sera 
30 ml. each nerum, extracted three times for 6 hr. ^rith 150 ml. ether 


8heep serum 

Content 

4* 

Size of 
particles 

S— AI 

LB 

4- 

Ethor-extractod sheep serum 

4- T 

S—M 

- 

(Jow scrum 

-r 

(Mixed) 

4- 

Ether'Oxtracted cow serum 

4- + 

(Mixed) 

“ 


Weights of extracts: Sheep serum, 40 mg. Cow serum, 42*8 mg. 


The extract from cow serum was soluble in light petroleum except for about 

6 - 6 %. 

These figures show that the behaviour of the particles in sheep and coW 
sera with ether is essentially the same as that of pig serum particles. The removal 
of the pigment from cow serum has no visible effect on its particle content. 

Discussion 

We have indicated after each of our lines of investigation the conclusions 
we have reached from the results therefrom as to the chemical nature of the 
ultramicroscopic particles in serum. Certain of these and points arising there- 
from require further discussion. 

With regard to the smaller particles, practically all the evidence shown 
supports McDonagh^s conclusion that they are protein in nature. They may 
consist of both globulin and albumin; the results with half-saturation with 
ammonium sulphate show in fact that both can produce particles. The small 
maximum shown in the particle content when serum is brought to pH 4-0-4-2 
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probably represents an isoelectric point for one particlular protein. In connexion 
with this conclusion as to the smaller particles we are greatly indebted to Dr 
L. F. Hewitt for the gift of a sample of his “fat-free ” horse serum [Hewitt, 1927], 
which when viewed under the ultramicroscope gave the reading ‘‘4- + M — S*’. 
The experiments with sera from different species recorded in this paper indicate 
that there is no essential difference botwee^n the small particle contents of any 
particular species, so that the above reading can be taken as typical for fat-free 
normal sera. 

It is interesting to consider the effects of diluting the serum, which contrary 
to expectation does not appear to cause any considerable reduction in its small 
particle content; the particles are obviously being reinforced from some source 
within the serum. The ether extraction results make it highly improbable that 
the serum lipins are the source concerned so that the extra particles must there- 
fore be drawn from the senim proteins. This does not at first appear to be an 
acceptable conclusion, since dilution would be expected to facilitate hydration of 
the proteins. We must postulate an “equilibrium concentration ” of unhydrated 
protein in every serum, which always temds to re-establish itself on dilution, and 
possibly also on concentration, of the serum. Such an equilibrium concentration 
may probably be of considerable physiological and pathological importance. 
It represents in undiluted normal serum only a very small fraction of the total 
serum proteins, on which it is not completely dependent. It should explain the 
apparent lack of effect of the proteolytic enzymes on the particles, since any 
unhydrated protein that was digested would immediately bc^ replaced by de- 
hydration of fresh protein. The rc^duction by pancreatin of the particle content 
of the suspension of the precipitate from high-speed centrifuging is to be expected 
on this hypothesis, for the suspension contains no reserve of hydrated protein 
to replace digested particles. 

The large bright particles tend to “follow the fat’’ in every process to wliich 
the senim has been subjected, and arc most probably neutral fat, which may be 
saturated or unsaturatod. 

Frazer & Stewart [1937] reported that the number of particles of all sizes in 
normal human serum was increased by ingestion of fat, but apparently un- 
affected by protein. They concluded from these observations that the paiticles 
were of lipoid origin. Our results do not sujiport this conclusion, except for the 
“LB” particles. We suggest that the absorption of the extra fat into the blood 
causes changes in the colloidal state of the serum, which lead to an increase in 
the equilibrium concentration already postulated of the unhydrated protein, 
which recovers its normal value on removal of the fat. Protein passing into the 
blood does not affect the colloidal picture in this way, since the equilibrium 
concentration, as stated above is governed principally by physical factors, the 
absolute cx)ncentration of the serum proteins being only in^rectly concerned if 
at all. The equilibrium concentration hypothesis should also explain Frazer & 
Stewart’s observation that the particles in normal serum arc maintained at a 
constant level in starvation. 

One of us [Peters, 1936] has recorded the examination of serum from a case 
of acute tuberculosis. The picture was heavily charged with particles and aggre- 
gates of gelatinous material, and was almost identical with that which we 
obtained with serum gehfied by incubation at pH 4*2-4'4. Since serum globulin 
is known to increase largely in tuberculosis, we conclude from this observation 
that the clotting of fibrin in tuberculous blood leaves the serum so highly con- 
centrated that the equilibrium concentration effect is overcome, and the globulin 
is dehydrated in large quantities and gelified. 
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SUMMAKY 

1. The ultramicroscopic parti(;les in serum are of three distinct sizes: large 
bright (“LB”), medium-dull, and small dull. 

2. The number of particles is not diminished by dilution up to three times 
the volume of the serum with 0*9 % NaCl. 

3. The particles are not api>reciably affected by half-saturation of the 
serum with ammonium sulphate, although some particles arc t(^ be seen whtm 
the globulin i)recipitate so obtained is suspended in 0*9% NaCl. Complete 
saturation removes the particles with the proteins. 

4. Variation of pH towards the alkaline side causes disai)pearance of the 
particles. On the acid side the particles increase with tlie acidity until the 
proteins begin to precipitate. A small maximum occurs at pH 4*2“4-4. 

5. The particles are vastly increased in number when serum is gelified by 
incubation at pH 3*(5. Restoration of pH to normal also n‘stores to normal the 
particle content. 

6. When serum is centrifuged at 15,000 r.p.m., the “LB” particles move to 
the surface of the liquid, but the smaller particles appear to be drawn to the 
bottom. 

7. Th(‘ smalh^r partich\s in serum are apparently unaff(‘cted by proteolytic 
enzymes, but the “ LB” particles are removed by pancreatin, probably through 
the action of lipase. 

8. Filtration of mUk through colloidal kaolin or CaS 04 — CaCOg mixture 
removes all the fat, but leaves a suspension of ultramicroscopic particles re- 
sembling those of serum. Serum particles are scarcely affected by filtration 
through either adsorbent. Lipins are either partly or w’holly removed from 
suspension by (.^aS 04 — CaCOg mixtun*. 

9. Prolonged extraction ol‘ serum with several changes of ether removes all 
the fat, and the “LB” particles disap|)ear at the same time, but the number of 
the smaller particles is unaffected. Extraction of several charges of serum with 
the same ether results in formation of a “middle laj^er” which contains some 
saturated neutral fat, and also a large number of “LB” particles. 

10. The sera of pigs, sheep and cows, and human serum from a case of 
paratyphoid fever, show no essential difference in their particle contents nor their 
behaviour with ether. The lipochrome pigments in cow serum are extracted by 
etlier without affecting the particle content. 

11. It is concluded that the smaller j>articles are protein as originally stated 
by McDonagh [1927], but that the “LB” particles are neutral fat. 

12. An “equilibrium concentration” of unhydrated protein in serum- is 
postulatcHl, which is governed partly or wholly by physical factors and tends to 
re-establish itself on dilution and possibly concentration of the serum. 

We are greatly indebted to the Sir Halley Stewart Trust for grants which 
have made this work possible. 
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CXCVII. THE VITAMIN Aj AND A^ CONTENTS OF 
MAMMALIAN AND OTHER ANIMAL LIVERS 


By albert EDWARD GILLAM 
From the Chemistry Department, Manchester University 

(Received 21 Jtdy 1938) 

The liver fats of animals in general rank amongst the richest sources of the 
growth-promoting and anti-xerophthalmic substance known as vitamin A which, 
in addition to its biological activity, is characterized by an ultra-violet absorption 
band near 328 m/i and by the blue colour that it gives with antimony trichloride 
in chloroform (main absorption maximum at 620 m/i). These properties of the 
vitamin are shown with slight modification by the liver fats both of marine fish 
and of mammals. When, however, the first preparations of really potent con- 
centrates of the vitamin were obtained [Karrer et al. 1931 ; Heilbron et al. 1932] 
they were obviously heterogeneous, notably because they contained small but 
variable quantities of a substance exhibiting an absorption band at 693 mp. in 
the SbClj blue colour [Heilbron et al. 1932]. It has since been observed that the 
liver fats of certain Russian freshwater fish contain more of the 693 mp chromogen 
than of the more common one characterized by a 620 mp band [Lederer & 
Rosanova, 1937] and more detailed spectrophotometric examinations of the liver 
oils of a variety of freshwater fish [Lederer et al. 1937 ; Edisbury et al, 1937 ; 
Gillam et al, 1938 ; Edisbury et al. 1938] have confirmed this. The same investiga- 
tions have also shown that the ultra-violet absorption spectra of the oils are 
characterized by two maxima near 280 and 3d0mp, respectively, instead of the 
single maximum at 328mp common to the liver oils of marine fish. 

It has been suggested that the 693 mp chromogen might be a second vitamin A, 
possibly specific to freshwater fish [Lederer et al. 1937], whilst Edisbury et al. 
have tentatively named it vitamin Aj [1937] and later “factor Aj” [1938]. 
Although in our earlier concentration of the substance it was not found possible 
to separate it completely from vitamin Aj the results of feeding experiments on 
rats [Gillam et al. 1938] indicate that it actually possesses the biological activity 
always associated vdth vitamin Aj, whilst the chemical evidence suggests that it 
is probably a higher isologue (Cj^Hg^O) of this vitamin which, itself, has been 
shown to have the formula [Karrer et al. 1931; Heilbron et al. 1932]. 

More recent experiments with the physiologically potent concentrate previously 
examined have shown that it contains another chromogen (645-650 mp) the 
presence of which makes the 620mp chromogen value too high [Lederer, 1938]. 
On the assumption that this chromogen has no vitamin A activity itself, Lederer 
[1938] draws the conclusion that more of the total activity of the concentrate 
must be due to the 693 mp chromogen than was previously supposed. This farther 
justifies the title vitamin Aj, as also does the fact found by Wald [1937, 1, 2] 
the 693 mp chi-omogen can replace vitamin A^ in the visual cycle that occurs in 
the retinae of freshwater fish. 

The generalization that is beginning to emerge from these results is that 
whereas marine fish liver oils contain the 620 mp chromogen (vitamin A or A^) 
with only traces of the 693 mp chromogen (vitamin Aj),i freshwater fish liver oils 
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tend to contain more vitamin Ag than vitamin Aj, or at least a larger proportion 
of vitamin Ag than do the marine fish liver oils. The only mammals that have been 
examined for vitamin Ag , namely, the rabbit [Edisbury et aL 1938] and the whale 
(private communication from Dr R. A. Morton), apparently contain none of this 
substance. 

The present paper records the results obtained by the examination of the 
livers of a series of animals and birds with particular reference to the total 
vitamin A content of the liver and the presence or absence of vitamin Ag. 

Experimental 

The procedure adopted in all cases w'as, firstly, hot saponification of the fresh 
liver with KOH (2 ml. 10% KOH in 50% aqueous alcohol per g. of fresh liver: 
time of saponification 1-3 hr.) until the tissue was completely broken down. 
After cooling, the mixture was diluted with water and extracted with ether, the 
resulting extract being washed with water, dried over anhydrous Na2S04 and 
evaporat«‘d to dryness in Ng. Part of the unsaponifiable matter so obtained was 
treated with SbClg in chloroform, the blue colour l)eing examined spectroscopi- 
cally by methods already descrilx'd [Heilbron et al. 1931]. Values for the relative 
amounts of vitamins Aj and Ag present were obtained from the ratio of the 
intensities of the absorption bands at 020 and 693 m/x, respectively, of the blue 
solution. The remaining uasaponifiable matter in chloroform w^as diluted 10- 
20 times with alcohol and its ultra-violet absorption spectrum determined 
photographically, using a Hilger E 3 quartz spectrograph. The vitamin A content 
was taken as the mean of the two values obtained from the intensity of absorption 
of the alcoholic and chloroforinic SbClg solutions, respectively, on the provisional 
basis for pure vitamin A of [Carr & Jewell, 1933]. 

The results are recorded in Table I. 

Discussion 

Consideration of the data and of previous work [cf. Kuhn, 1933] leads to 
the conclusion that in marine fish in general (or possibly in some of the animals 
on which they feed) carotene is ingested (either directly or indirectly from 
the phytoplankton) and the €401155 molecule is broken do^m into Cgo fragments 
constituting the typical vitamin A. The small amount of vitamin Ag normally 
present would appear either to be produced as a by-product of this process in 
the fish themselves, or to be received by them preformed to this small extent 
from the lower animals on which they feed. On the other hand, freshw^ater fish 
(or again some lower organisms eaten by them) must be able, in addition, to 
break down the carotene molecule into Cgg and Cjg fragments, the Cgg fragment, 
at least, appearing in the liver in greater concentration than is normally met 
with in marine fish livers. 

The complete absence of vitamin Ag from the livers of the majority of both 
the individuals and the species of mammals and birds examined indicates that 

^ Karrer has suggested the name '"Axerophthor* for the classical vitamin A and the class name 
“Axerophthols” for the higher isologues [Euler et aL 1938]. Using Karrer’s nomenclature, the 
particular axerophthol (CmHs 20) which our earlier experiments indicate as the 693 mp, chromogen 
would be caUed j3-<ipo-5-carotinol. Karrer and his collaborators have prepared what they believe 
to be this compound and whilst it gives a blue colour with SbCb the ]^) 08 ition of the absorption band 
that gives rise to the colour is apparently quite different from 693 mp,. If the formula of the com- 
pound is beyond doubt then the formula suggested for the 693 mp chromogen will need modification. 
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Table I 





Estimated 

Vitamin A 





W't. fresh 

total 

mg. per 


Ratio of 



liver 

vitamin A 

100 g. 

603 m/a 

intensities 

Animal 

Source, etc. 

g- 

mg. 

liver 

chrnmogen 

693/620m/i 

Lion 

Zoological Gardens 

2000 

160 

8-0 

Absent 

0-057 

Felis leo 

(20 yr. old) 






Gibbon 

Zoo (() months old) 

no 

0*75 

0-70 

»» 

Not measurable 

Hylobates concolor 







Giant monitor 

Zoo 

(a) 200 

500 

250 

Present 

0-11 

Varanus salmtor 


(ft) 113 

74 

05 

— 


Python 

Zoo (very old animal) 

800 

t)88 

80 

Absent 

0023 

Python reticvlatvs 







Alligator 


225 

8-0 

‘ 3*5 

>1 

<0-20 

A lligator mississipptenst/f 






Kabbit 

Wild 

27*0 

4-75 

17-2 


0-073 

Lepus eunieulus 







Hat 

Wild town animal, ^ 

9-2 

0-55 

l)-0 

jj 

0-031 

Mus decnmaniis 







Mou.se 

Tiaboratory animals 






Mas musculus 

(a) Av. of 9 

1-63 

0013 

M 


Not measurable 


(ft) Av. of 15 

M4 

0-0125 

M 

»» 

— 

Guinea-pig 

Laboratory animals 






Cnvia porcellus 

Av. of 3 

10-4 

0-07 

0-(>8 


0-076 

Dog 


278 

.3-06 

M 

„ 

<0-20 

Cat 


(H!‘5 

2-4 

3-t; 

»» 

0-(X13 

Ox 


52;)5 

340 

0-5 

if 

0-052 

Cow 


G075 

132 

2*17 

if 

0-082 

Lamb 


(a) 500 

50 

11-0 


0-a58 



(ft) 280 

51 

14-7 

it 

(i-063 

Pig 


(a) 844 

07 

7’94 

if 

0-044 



(ft) lOfMl 

10 

1-0 

»» 

— 

Frog 

Local, av. of 6 

0-41 

Order of 

1-04 


Not significant 

Pana iemporaria 



()-(X)43 




White Whale 


— 

— 

— 

>» 

0-0(50 

Beluga leucas 







Hen 

Av. of 2 

28 

3-4 

12-1 

»» 

0-068 

Duck 

Av. of 4 

24 

2-93 

12-2 

»» 

<0-14 

Turkey 


(a) 118 

24-7 

210 

>} 

0-014 



(ft) 128 

26-4 

20-7 


0-06 

Pigeon 

Av, of two young 

42 

1-37 

32-5 

*1 

0-10 


birds 






Kingfisher 

Cheshire 

1-9 

016 

7-7 

Not detected 

— 

A lcedo ispida 

(one young fledge- 







ling: found dead) 






Seal 

llussia 



— 

— 

Present 

0-20 

Pkoca viliUina 







Otter 

Cumberland 

191 

90 

47 

If 

0-22 

Lutra vulgaris 







Hat (fed on vitamin A 2 


— 

— 

— 

ti 

1*40 


concentrate) 

they cannot convert carotene directly into vitamin A 2 for, in the herbivorous 
animals at least, there can be no doubt that the diet normally contains relatively 
large quantities of carotene. The question arises, however, whether mammals can 
actually pass preformed vitamin A 2 into the liver when it is taken into the diges- 
tive tract. To test this point Dr Lederer very kindly supplied us with extracts of 
the livers of rats fed on concentrates of vitamin Ag. Examination of these extracts 
(cf. Table I) revealed the presence of relatively large quantities of the 693 m/A 
chromogen; in fact the livers of the rats were, chromogenically, very similar io 
those of freshwater fish. 



VITAMINS Ai AND A, IN AMIMAL LIVERS 


1499 


Since mammalB normally do not appear to manufacture the 693 m/A chromogen 
but can pass it into the liver when it is contained in the food eaten, it was argued 
that mammals that ft^ed on fish should store some of this substance in their 
livers. Interesting test cases of this point are provided by the seal, for a liver 
extract of which we are indebted to Dr Ijcderer, and the otter, of the liver of 
which a sample was obtained from Cumberland through the kindness of Dr 
W. S. M. Grieve. Examination showed that both these livers contained vitamin Ag 
in easily detectable amounts (cf. Table I). On the other hand the only specimen 
of a bird feeding on freshwater fish that wo could obtain (i.e. the kingfisher) 
was found to have no detectable vitamin Ag in its liver^ (cf. Table I). Thus of all 
the mammals examim^d the only on(is having the 693 m/A chromogen present in 
the liver were those known to feed on, or to have fed upon, fish. Of the remaining 
animals and birds examined the only other having any detectable quantity of 
this chromogen was the giant monitor in which, however, the proportion of this 
substance present was very small (cf. Table I). 

It is interesting to note that the python and the giant monitor had the largest 
total weight of vitamin Aj per liver of all the species examined : moreover, on the 
basis of percentage weight of vitamin in the liver, tliese two species stand alone. 
The particular python examined was a very old 25 ft. specimen and it may be 
that, as in th(* case of the halibut where the vitamin content of the liver increases 
with age, individuals of this species also accumulate vitamin A as they become 
older. Of the remaining species examin(*d with the exception of the otter the 
pi'reentage of vitamin A in the liver only varied within relatively narrow limits ; 
thus in 18 speedes the average was 8-3 mg. per 100 g. fresh liver, whilst the limits 
of variation were of the order 1 to 32 mg. per 100 g. Wlicn mammals are compared 
with fishes much larger variations arc, however, observed [cf. Edisbury efuJ. 1938]. 

In this preliminary survey only a few individuals of each species have be(»n 
examined but it is probable that if more were examined much wider variations 
would bi* found. On the other hand the work of Davies & Moore [1935] indicates 
that the levtd of vitamin A in the liver of the rat usually falls within narrow limits ; 
these workers hav(; shown that wdien rats are fed with very high dosages of 
vitamin A the abnormally high resultant value for the vitamin content of the 
liver rapidly falls to normal as soon as the vitamin intake is reduced. 

The differences between freshwater fish, marine fish, mammals and birds in 
the Reaction of their liver extracts towards SbClg are summarized in Table II. 

Table II. Summarized data on the relative amounts of 693 and 
620 mfi chromogens in the livers of fishy animals avid birds 


693 m/x absorption band 

Usually strongly positive 
Normally just detectable 
Only rarely present 

Only rarely present 

♦ Some of these species have been represented by many specimens, others by only one. 
t Of. Qillam et al, [1938] and Lederer [1938] for some detailed examples, 
t These values, which might be expected to be zero in the absence of the 093 m/x band, probably 
I'epresent the overlap of the 693m/i band at 620m/i. 

^ The author is indebted to Miss Legge of the Manchester Museum for this specimen. 


Katio of the intensities of 



No. of 

absorption at 693/620 in /x 


sfiecics 

A 

f 

\ 


included* 

Range found 

Average 

Freshwater fishf 

11 

()*2r>~2*62 

1*680 

Marine fisht 

11 

004^17 

0*1 10 

Animals (almost 
all mammals) 

11 

003-017 

0 060t 

Birds 

5 

004-6-10 

0*068t 
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Summary 

Extracts of the livers of a number of species of animals and birds have been 
examined spectroscopically with particular reference to their contents of vitamins 
Aj and Ag. 

It has been found that, in general, mammal and bird livers contain vitamin Aj 
but no vitamin A 2 . In the 21 species examined the only exceptions found were 
the giant monitor (considerable vitamin Aj and only traces of vitamin Ag) and 
animals known to feed on fish, i.e. the seal and the otter. A mammalian liver 
exceptional in that it contained more vitamin Ag than vitamin Aj was obtained 
by feeding a rat with a concentrate of freshwater fish liver. It would thus 
appear that although mammals cannot metabolize vitamin Ag they can pass it 
into the liver if they receive it preformed into their digestive tract. 

The vitamin A^ contents of all the livers examined fell within the rather 
narrow limits of 0'7--32 mg. per 100 g. fresh liver (average for IS species = 8*3 mg. 
per 100 g.) with the exception only of the python, giant monitor and otter with 
values of 86, 250 and 47 respectively. 

The author is indebted to Prof. I. M. Heilbron for his interest in this work 
and to Dr J. F. Wilkinson and Mr G. lies. Curator of the Belle Vue Zoological 
Gardens, Manchester, for specimens of the livers of certain animals. He also 
owes thanks to Dr R. W. Fairbrother, Dr T. H. B. Bedford and Dr W. Schlapp of 
this University for specimens of other animals’ livers. 
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By SEVERO OCHOA and RUDOLPH ALBERT PETERS 
From ilie De^rtmerU of Biochemistry, Oxford 

(Received 23 July 1938) 

The discovery by Lohmatin & Schuster [1937] that cocarboxylase is the pyro- 
phosphoric ester of vitamin Bj suggested that in animal tissues the vitamin is 
active like this ester in the oxidation of pyruvic acid. It now seems clear that 
animal tissues and certain bacteria do not decarboxylate pyruvic acid to acet- 
aldehyde and CO 2 (as yeast does) but instead oxidize it to acetic acid and CO 2 , 
either by dismutation under ana(*robic conditions or directly [Krebs & Johnson, 
1937; Lipmann, 1937, 1; Weil-Malherbe, 1937]. Lipmann [1937, 2| rejxirts that 
with acetone preparations from B, Delbriickii the simultaneous decarboxylation 
and oxidation of pyruvic acid require cocarboxylase. 

In animal tissues evidence that vitamin Bj pyrophosphate is concerned in the 
oxidation of pyruvic acid is derived (1) from catatorulin tests, and (2) from the 
presence of cocarboxylase in tissues and their alleged capacity to sjmthesize 
cocarboxylase from vitamin Bj. The first point, that cocarboxylase can replace 
vitamin B^ in catatorulin tests [Lohmann & Schuster, 1937], has not been con- 
firmed in this laboratory using “teased” brain [Peters, 1937]; more recent 
unpublished experiments with brain slices also gave negative results. This point 
obviously requires further elucidation. 

In regard to the second point, Auhagen [1932] first showed that boiled ex- 
tracts of animal tissues stimulated the decarboxylation of pyruvic acid by yeast 
preparations (aetiozymase), indicating the presence of cocarlioxylase. Siraola 
[1932] investigated the influence of nutrition u])on this phenomenon. S^mthesis 
of cocarboxylase from vitamin Bj by minced animal tissues or various tissue 
preparations has been reported from several laboratories [von Euler & ^"estin, 
1937 ; Tauber, 1937 ; Lohmami & Schuster, 1937 ; Peters, 1937], whereas Stern & 
Hofer [1937] reported negative results. This work is not yet sufficiently quanti- 
tative and further it has not so far been ascertained whether vitamin B^ is present 
in tissues in the free form. 

We have now developed a method which allows the separate quantitative 
estimation of cocarboxylase and free vitamin Bj, by means of which the following 
points have been investigated: (1) the cocarboxylase and vitamin Bj contents of 
boiled extracts from normal and avitaminous tissues, (2) the enzymic synthesis 
of cocarboxylase from vitamin Bj . In the present paper we shall show that there 
is much more cocarboxylase than vitamin B^ present in animal tissues, and that 
it is much reduced when vitamin Bj is withheld from the diet, and further, that 
the liver readily synthesizes cocartexylase from vitamin B, in vivo. Another 
paper will deal with the synthesis of cocarboxylase in vitro, ^"a^ious organs 
(brain, muscle) have only a very limited power of synthesis intestinal mucosa 
does not show any activity at all, whereas active preparations can be obtained 
from the liver. 

^ A preliminary report of this work appeared in the Trans. Sac. Chem. Ind. hi, 470, 1938. 

* Leas in the case of brain than suggested by Peters [1937], who did not know of the stimu- 
lating effect of vitamin Bj upon the action of cocarboxylase (cf. below). 

( 1501 ) 
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Expebimbntal 

Dry baker’s yeast (supplied by Distillers Co. Ltd.) has been used throughout. 
It was freed from cocarboxylase by rapid washing with MjlO Na 2 HP 04 (1 g. 
yeast 3 times with 50 ml. each time) and once with distilled water at room 
temperature.^ The washed yeast was suspended in 10 ml. Jlf/10 phosphate buffer 
of pH 6*2. The producjtion of CO 2 from pyruvic acid was measured manometri- 
cally using botli Barcroft and Warburg manometers. Each bottle contained 
1-0 ml. washed yeast suspension (added last), 0-1 ml. MgClg (0*1 mg. Mg), 0*4 ml. 
water or experimental solutions and 0-2 ml. sodium pyruvate adjusted to 
pH 6*2 (5 mg. pyruvic acid). The reaction was startc^d after 10-12 min. by tipping 
in the pyruvate solution from the side bulb or dangling tube?. The total volume 
of fluid was 1*7 ml., the temp, was 28° and the gas either air or nitrogen. 


Preparations 


Cocarhoxpplcbse. One pure specimen from Dr K. Lohmann (Berlin); another 
specimen (70% purity, vitamin Bj-free) prepared by Mr H. W. Kinnersley from 
yeast crude cocarboxylase, obtained by enzymic synthesis from synthetic 
vitamin Bj by the method of Kinnersley & Peters [1938]. 

Vitamin Bj chloride hydrochloride. Synthetic specimens from Messrs Hoffmann 
la Roche and Messrs Bayer. 

Pyrimidines and thiazole vitamin components. From Prof. A. R. Todd (Lister 
Institute, London). 


N-O.NHj 


H3(\r C.CHjNHa.HCl 
I 


N— C.NHj 

II II 

HjC.r (.\ch3.nh.(\sh 
II 


N-r.oii 

(IcHj.KH.C'SH 

111 


Vitamin Bi analogue from 4-m.ethyl-^5-P-hydroxypropylthiazole (referred to in 
Table II as vit. Bj analogue IV) from Dr Buchman (Pasadena). 


IV 


N— C.NHj- 11 Br 

I! I! ^CH-s 
CH,— KC I 

I I nC--===C--<^H*--€HOH.C’H3 

N-CJH 1 


Br 


CH 3 


Cozymase, Prepared from yeast by the method of Meyerhof & Ohlmcyer 
[1937] by Mr L. A. Stockenin this laboratory; this was 91% pure by comparison 
with pure cozymaso kindly supplied by Dr Ohlmeyer. Other compounds used 
came from commercial sources. 

We are much indebted to those mentioned above for their kind gifts which 
have made this work possible. 


1. The activation of cocarboxylase action by vitamin Bj 

Whereas vitamin B^ cannot replace cocarboxylase, it has been found by one 
of us [Ochoa, 1938] that it markedly stimulates the decarboxylation of pyruvic 
acid by alkaline washed yeast in the presence of pure cocarboxylase. The effect 
is apparent with 0- 1 y and increases with ind’easing concentrations of the vitamin ; 

^ The above method of washing was adopted when Lohmann’s method failed. At first the 
latter gave good results. 



1503 


VITAMIN Bj AND COCARBOXYLASE 

with 1-Oy cocarboxylase it is nearly maximal for 15y vitamin hydrochloride. 
Fig. 1 illustrates this. The activation is the same in air as in Ng showing that it 
is not due to oxidative r(?moval of acetaldehyde. That the vitamin does not 
induce a disappearance of acetaldehyde by dismutation is shown by the fact 



y vitamin hydrochloride 


Fig. 1. Activation of cocarboxylase action by vitamin B,. Ordinate ;il. (’Og evolved in presence 
of increasing amounts of vitamin and ly eocarboxylase, minus CO^ evolved with ly eocarb- 
oxylasc alone (ly eocarboxylase COg; control -20^1. 00* in 30 min.). 


that no acid production takes place (measured in bicarbonate solution ; gas, pure 
COg). Further, iodoacetic acid, while depressing the decarboxylation to some 
extent, has practically’ no eflFect on the activation by the vitamin, as sho^^^l in 
Table I. 

Tabic* I. Action of iodoacetic acid on the stiniulaiion of 
cocarhoxylouse by vitamin Bj 


/il. COj in excess of control in 30 min. 


Exp. im. 

Molarity 

oflAA 

r 

1 y vocarb. 

ly cocarb. Activation 

+ iOy vit. Bj by vit. B^ 

% inhibition 
of vitamin 
activation 

1 

0 

211 

505 

294 



0*0009 

187 

479 

292 

0 

2 

0 

162 

465 

303 



0 0050 

115 

373 

258 

15 


The stimulating effect of the vitamin is due to the pyrimidine part of the 
molecule and is absent in the absence of the NHg group. A number of other 
compounds investigated were found to be inactive (Table II). 

Vitamin Bj monophosphate has no cocarboxylase activity (as already stated 
by Lohmann 4; Schuster), whether alone or together with vitamin , but it was 
found to stimulate cocarboxylase action. The monophosphate was obtained by 
acid hydrolysis of cocarboxylase (16 min. in N HCl at 100®); the solution was 
used for the experiments after bringing the reaction to «H6'2 with NaOH 
(Table III). 
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Table II. Effect of various compounds on the decarboxylation of pyruvic acid by 
alkaline washed yeast in the presence of pure cocarboxylase 

ill CO, 
evolved in 


Exp. no. Sample 30 min. 

1 Control 15 

ly cocarboxylase 100 

1 y cocarb. + 2y vitamin Bj 344 

1 y cocarb. + 20 y pyrimidine 1 385 

1 y cocarb. + 50y pyrimidine II 318 

1 y cocarb. + 90y pyrimidine II 385 

1 y cocarb. +90 y pyrimidine 111 161 

1 y cocarb. +20y vitamin Bj analogue IV" 432 

ly cocarb. + 90 y thiazole 150 

1 y cocarb. + l(K)y cj’tidylic acid 168 

1 y cocarb. + lOOy vieine 158 

1 y cocarb. + lOOy adenosine 160 

1 y cocarb. lOOy nicotinamide 1 53 

2 1 y cx)carboxyla8e 178 

1 y cocarb. + 50y acetylcholine 174 

ly cocarb. + lOOy choline 161 

1 y cocarb. + lOOy spermine 1 54 


Table III. Effect of vitamin monophosphate on the decarboxylation of pyruvic 
acid by alkaline washed yeast with and without addition of cocarboxylase- 
{Quantities expressed for vitamin Bi monophosphate as y cocarboxylase; 
ly cocarboxylase = 0-6y vitamin Bf) 

Sample 


pi. CO, 
evolved in 
30 min. 


Control 0 

lOy vitamin B, 14 

lOy vitamin monophosphate 12 

10 y vitamin B^ + lOy vitamin B^ monophosphate 14 

1 y cocarboxylase 1 35 

1 y cocarb. + 1 y vitamin Bj monophosphate 188 

ly cocarb. +2y „ 203 

ly cocarb. +5y „ 257 

ly cocarb. + 10y 315 


Recently Lipschitz et al. [1938], observing that addition of vitamin Bj to 
alkaline washed yeast containing Mg+**', pyruvate and boiled tissue extract, 
increased the COg output, interpreted this to mean that the vitamin is phos- 
phorylated to cocarboxylase by the yeast enzymes in the presence of the extract. 
The results quoted above, however, indicate that the increased COg production is 
due to the stimulation by the vitamin of the effect produced by the cocarboxylase 
present in the tissue extract. The fact that the pyrimidine components (which 
cannot be synthesized to cocarboxylase through lack of thiazole) also activate 
the cocarboxylase action makes it very unlikely that the effect of the vitamin 
itself is due to synthesis to cocarboxylase. That dry yeast does not phosphorylate 
vitamin Bj to cocarboxylase to any extent is also indicated by the experiments of 
Kinnersley & Peters [1938]. The nature of the vitamin activation is not yet 
understood and is being further investigated. 

Lipschitz et al. [1938] also reported that hexosediphosphate markedly increases 
the decarboxylation of pyruvic acid when boiled tissue extracts are present, an 
effect which is increased by addition of vitamin Bji they supposed this action to 
be due to an influence on the enzymic s 3 mthesis of cocartoxylase from vitamin . 
We find, however, that hexosediphosphate increases the COg output in the complete 
absence of vitamin if both pure cocarboxylase and cozymase are present. The 
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eflFect increases with increasing concentrations of cocarboxylase^ (Tables IV and 
V). Since accumulation of acetaldehyde is known to inliibit the enzymic de- 
carboxylation of pyruvic acid the mechanism of action of hexosediphosphate is 


Table IV. Effect of hexosediphosphate on the decarboxylation of pyruvic acid by 
alkaline washed yeast in the presence of boiled extract from normal pigeon's 
liver, with and without addition of cocarboxylase, (Hexosediphosphate added, 
7-8 mg. as Na salt) ^ 

evolved in 


Sample 2 hr. 

Control 59 

0*3 ml. boiled liver extract 235 

0*3 ml. boiled liver extract -f hexosediphosphate 293 

0*3 ml. boiled liver extracts 0*5 y cocarboxylase 601 

0*3 ml. boiled liver extract + 0*5y cocarboxylase + H DP* 840 

* HDP= Hexosediphosphate. 


Table V. Effect of hexosediphosphate and cozymase on the decarboxylation of 
pyruvic acid by alkaline washed yeast in the presence of pure cocarboxylase, 
(Hexosediphosphate added, 7 ‘8 mg. as Na salt. Cozymase added, 0^2 mg.) 

fi\, COg evolved in 2 hr. 


y cocarboxylase added 


Sample 

0^ 

1*0 

2*0 

3*0 

0*5 y cocarb. 
+ 6y vit. Bj 

Control 

48 

34 

36 

73 

46 

Cocarboxylase 

192 

361 

667 

790 

427 

Cocarb. + HDP* 

162 

334 

657 

783 

394 

Cocarb. + Coz.f 

182 

354 

657 

1036 

435 

Cocarb.+HDP* + (^oz.t 

200 

533 

1085 

1400 

701 


* HDP = Hexosediphosphate. f Coz.=r Cozymase. 



Fig. 2. Effect of hexosediphosphate and cozymase on the decarboxylation of pyruvic acid by 
alkaline washed yeast in presence of cocarboxylase. Curve I» control. Curve 11, 2y cocarb- 
oxylase. Curve 111, 2y cocarboxylase + 7*8 mg. Na hexosediphosphate +0*2 mg. cozymase. 


clear. The yeast enzymes form triosophosphate which dismutates with acet- 
aldehyde in the presence of oozymase to give ethyl alcohol and phosphoglyceric 

^ Essentially the same results have been obtained with brewer’s yeast (Lowenbrau, Munich). 
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acid, so that acetaldehyde is removed and the decarboxylation can proceed at a 
higher rate. That this effect of hexosediphosphate should be unaflFeoted by 
fluoride and inhibited by iodoacetic acid [cf. Lipschitz et al, 1938] is obvious 
and requires no further comment. Wlien tissue extracts are added they 
supply the necessary cocarboxylase and cozymase. Fig. 2 shows that, in 
presence of hexosediphosphate and cozymase, the production of CO 2 drops less 
rapidly than it does with cocarboxylase alone, so that the f‘fFect of hexosedi- 
phosphate markedly increases with time. 


2. Activation by manganese 

Lohmann & Schuster [1937] found that either or are necessary for 
the decarboxylation of pyruvic acid by yeast. Mn‘^+ was found by the above 
authors to be 6-10 times as effective as the largest amounts investigated 

being 10 and lOOy respectively. Wc‘ find now that when^as lOOy Mg'^**' produce 
practically a maximum efiect, the activation brought about by Mn+‘*' continues to 
increase above lOy up to approximately lOOy and may be very large (Fig. 3). 



Fig. 3. Activation by Mn++ of the decarboxylation of pyruvic acid by alkaline washed yeast in 
presence of 1 y cocarboxylase, with and without vitamin B, . Curve I. no vitamin Curve II 
lOy vitamin hydrochloride. ' 

This fact would only be of physiological significance if there is uneven distribution 
in the cell since 1 g. dry bottom yeast, Lowenbrau, Munich, contains only about 
6-6y Mn++ according to Ohlmeyer & Ochoa [1937], it is nevertheless interesting 
in regard to the mechanism of the reaction. Further, small amounts of Mn++ 
increase the activating effect of vitamin . It should be noted that washing of 
our yeast by the method given above must remove most of the active ions, since 
if no Mg++ or Mn++ are added (in presence of cocarboxylase) no significant COj 
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production above the control (without cocarboxylase) takes place. This may 
account for the fact that if we add the Mg++ (lOOy) mixed with the pyruvate, as 
Lohmann & Schuster did, we get very low CO 2 productions. 

3. Method of estimation of cocarboxyhise and vHumin Bj 

The activation of the oocarboxylase action by vitamin Bj makes it possible 
to determine the two compounds separately if present together. If an amount of 
vitamin which produces maximum (or nearly maximum) activation is added 
to the unknown solution, the cocarboxylase can be determined, since the COg 
production will not be very much affected by the vitamin which was originally 
present. The addition of vitamin has also the effect of increasing very markedly 
the sensitivity of the method. Amounts of 0-01-0 ()2)/ cocarboxylase can thus 
be estimated. For the cocarboxylase estimation 0*1 ml. vitamin Bj solution in 
M/IO phosphate jiK 6-2 (lOy vitamin Bj hydrochloride) and 0-3 ml. unknown 
solution arc added to the bottles, together with the other additions, and the CO 2 
jjroduction is measured over a period of 30 min. The amount of cocarboxylase is 
found by reference to a curve obtained with pure co(;arboxylase -f- lOy vitamin Bj 
(Fig. 4, curve II). In our experience, duplicates agree within the usual limits of 



Fig. 4. Decarboxylation of pynivic acid by alkaline wnshetl yeast ith increasing concentrations «f 
oocarboxylase. Curve 1, oocarboxylase alone. Curve II, cooarboxylase ^ lOy vitamin 
hydrochloride. 

error of manometric measurement. The assumption must be made that the action 
of boiled tissue extracts is due to the presence of cocarboxylase. This is at present 
reasonable as no other compound is yet known which has the same action as 
vitamin Bj pyrophosphate. 

For the estimation of vitamin the curve in Fig. 1 is used, working with a 
constant concentration of cocarboxylase. With an unknown extract, cocarb- 
oxylase is first determined, then extra cocarboxylase is added up to a total of 
I'Oy in the bottles used. In this way CO 2 in excess of that produced with I'Oy 
cocarboxylase alone represents CO 2 due to vitamin B^ stimulation. The sensitivity 
of the vitamin estimation is much lower ; amounts of vitamin under 0*05 y caimot 
bo detected under our present experimental conditions. 
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With Mg++ (lOOy) it is often found that there is little difference between the action of 0*1 and 
0'2y vitamin. In presence of a trace of ]Vln++, however, the difference becomes distinct as the 
following experiment shows. 

fd. COj in 30 min. (3y Mn++ as MnCl 2 . JNo Mg++) 

0*5 cocarboxylase only 34*7 (triplicate) 

0*5 cocarb. 0*1 y vitamin 44*6 (triplicate) 

0*5 cocarb. 0*2 y vitamin Bi 53*1 (duplicate) 

This recent finding is being further explored. 

Here the assumption that any stimulation by tissue extracts is due to vitamin 

cannot be made, as vitamin Bj monophosphate would produce a similar 
effect. It is unlikely that free pyrimidines or other vitamin derivatives are 
present in sufiScient concentrations to produce any effect. If, in what follows, 
we refer to free vitamin B^ in tissue extracts, the possibility remains that the 
active substance may be partially or totally the monophosphate. 

The main source of error in these methods is that the activity of the washed yeast may vary 
slightly from day to day or even from experiment to experiment, although washing and other 
experimental conditions have remained unaltered. It has been our custom therefore to check the 
cocarboxylase curve frequently and apply a correction if necessary. Some idea of the possible 
error may be got as follows: for a solution containing 0*25 y cocarboxylase and 1*3 y vitamin Bj in 
0*3 ml. an error of ±0*02 y in estimating the cocarboxylase (an extreme case) might infiucnce the 
vitamin estimation to the extent of ih0*2y, the vitamin value thus becoming l*3d.0*2y. Our 
experience with yeast variations is curious. After initial rigid standardization, owing to the steady 
character of the results we relaxed our precautions of including known amounts of cocarboxylase 
and vitamin Bj in each group of estimations; this saved much time. Latterly we have reinstated 
this precaution because at times unaccountable variations appear. 

On the other hand, small variations in the amount of yeast in the bottles in a given experiment 
are without effect. A significantly lower CO 2 production (as compared with 1 ml.) has been found 
only with amounts of yeast suspension under 0*5 ml. as shown in Table VI. 

Table VI. Decarboxylation of pyruvic acid by alkaline washed yeast 
using various amounts of yeast suspension 





id. CO, 




1*0 ml. 

0*5 ml. 

0*25 ml. 


Time 

washed 

washed 

washed 

Sample 

min. 

yeast 

yeast 

yeast 

0*5 y cocarboxylaae 

30 

72 

73 

56 

0-5y cocarb. + lOy vitamin Bj 

30 

323 

293 

247 

0*5 y cocarboxylase 

60 

111 

115 

91 

0*5 y cocarb. -f lOy vitamin B^ 

60 

468 

449 

383 


Recoveries of cocarboxylase and vitamin B^ added together to various tissues 
are shown in Table VII. There is a tendency for rather high recoveries with small 
amounts of cocarboxylase in presence of large amounts of vitamin. Although 
this is not yet understood, the results show that no significant destruction of 
either compound takes place during the operations involved in the preparation 
of the boiled extracts. It must be realized that only 1/9^ of the amounts added 
per g. tissue are actually estimated, i.e. in line 5 (Table VII) about 0*14y co* 
carboxylase. 

It may be added that the method suggested by Lipschitz et al [1938] cannot 
lead to the desired separate determination of cocarboxylase and vitamin B^, 
because it involves for the former the use of iodoacetic acid, which we have 
shown not to inhibit the vitamin activation, and for vitamin B^ the use of 
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hexosediphosphatc which can increase CO 2 production in the complete absence of 
free vitamin. 

Table VII. Recovery of cocarboxyla>se and vitamin Bj added together to minced 
normal pigeon's tissues before preparing boiled extracts therefrom {cocarboxylase 
and vitamin Bj are expressed in y per g, fresh tissue) 

Cocarboxylase, y \'itamin y 


Tissue 

Added 

Found 

Recovered 

% 

Added 

Found 

Recovered 

% 

Muscle 

0(X) 

414 

— 



0-00 

2-43 

— 

— 


0-75 

5-20 

106 

141 

18-70 

19-50 

17-07 

91 


3-28 

7*20 

306 

93 

1-64 

4-15 

1-72 

105 

Liver 

000 

4*85 

— 

— 

0-00 

0-90 

— 

— 


1*30 

702 

2-17 

167 

32-50 

32-40 

31-50 

97 


r>*oo 

955 

4-70 

94 

2-51 

— 

— 

— 


000 

4-38 

— 

— 

0-00 

0-99 

— 

— 


500 

8-52 

414 

83 

5-00 

5-68 

4-69 

94 


2-50 

7*30 

2-92 

117 

25-00 

20-70 

19-71 

79 


0-00 

4-23 

— 

— 

0-00 

— 

— 

— 


4-00 

8-18 

3-95 

99 

8-00 

— 

— 

— 


4. Cocarboxylase and vitamin Bj contents of animal tissues 

In early experiments Simola [1932] found a decrease in cocarboxylase (about 
— 60%) in the brain and liver of rats upon synthetic diets as compared with 
those on normal diets ; in the absence of vitamin B the amounts were further 
reduced; the cozymase content did not vary. Westenbrink [1934] and Leong 
[1937] have reported estimates of vitamin B|, by weight and bradycardia tests 
respectively, in rat tissues; prestnnably such determinations should include 
cocarboxylase. Leong’s principal values wt're for rats upon ordinary diet: 
liver 3*75, heart 3-5, brain 3*5, muscle l*0y vitamin B^ per g. tissue, upon the 
assumption that 1 international unit=2‘5y vitamin Bj. 

Preparation of boiled extracts. Pieces of pigeon and rat tissues were weighed 
in weighing bottles, miiujcd or chopped and ground in a mortar with 2 vol. 
distilled watt'r; the suspension was then heated for 3-5 min. in a boiling water 
bath with stirring, cooled and centrifuged. The brain, as well as the liver, was 
sometimes minced on an ice-cold plate, but the results so obtained did not differ 
from those reached by mincing at room temperature. In the case of one animal 
the brain was removed under amytal anaesthesia after freezing in situ with 
liquid air [Kerr, 1935] ; again there was no significant difference. We think 
therefore that cocarboxylase remains comparatively stable at room temperature, 
though we know that slight disappearance occurs on incubation at 38°. 

Estimations have been performed upon 0-3 ml. samples of extracts from 
brain, muscle, liver and heart in animals taken as follows. 

Pigeons. 

I. Normal. 

II. Vitamin Bj-deficient (with symptoms). 

III. Rice-fed for 26 days (no symptoms), 

IV. Vitamin Bx-deficient (with symptoms) and injected with vitamin Bj 
(1 mg. per 100 g. animal) 25 min. before death. 

V. Vitamin Bx-deficient (with symptoms) and dosed by mouth with 
vitamin Bj (lOOy per diem per animal) for 3 days before death. 

VI. Rice-fed for 26 days (no symptoms) but treated as animals of group V 
for 3 days before death. 

Bioohem. 1038 xxxn 


96 
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Bats. 

I, Norxaid. 

n. Vitamin Bj-deficient (with symptoms). 

ni. Same as II but vitamin Bj injected (1 mg. per 100 g. animal) 45 min. 
before death. 

IV. Normal or avitaminous but vitamin Bj given by mouth (1 mg. per 100 g. 
animal) 1 to 2 hr. before death. 

All animals were killed by decapitation and bled before taking tissue samples. 

Birds which have been upon a polished rice diet for 25 days and over and 
which are receiving daily doses of vitamin B^, are perfectly well in appearance 
but they do not regain weight significantly. This is due to lack of other 
nutritional factors [Carter & O’Brien, 1935; 1936]. They form a good control for 
the birds with symptoms because of their generally normal behaviour at a much 
diminis hed body weight (about 70 % of the normal). lOOy vitamin B^ per diem 
is a comparatively large dose as lOy would already produce curative effects. 

Reatdts. The average values for pigeons are given in Table VIII and individual 
values of rats in Tables IX and X. The values for pigeon’s brain and liver are 
shown graphically in Figs. 5 and 6. Individual results for pigeons are given 




Fig. 6. Cocarboxylaae in pigeon’s brain. jV, normal. avitaminous (with symptoms), /f, rice- 
fed (no symptoms). A.!., avitaminous after injection of vitamin Bi, avitaminous fed 
vitamin Bj for 3 days. Ordinates: mean ±2€. 

Fig. 6. Oooarboxylase in pigeon’s liver, normal. avitaminous (with symptoms). R, rice- 
fed (no symptoms). AJ,, avitaminous after injection of vitamin Bj. AJ',, avitaminous fed 
vitamin Bj^ for 3 days. 


in the appendix. ± 26 (the standard error of the mean) represents aj^/ri for 6 
estimations and over, but ^/^/(w — l) for fewer estimations than 6. Values are 
calculated upon the assumption that the fresh tissues contain 70 % HgO. 

A more accurate value would be for brain 80%, liver 72%, muscle 74%, based upon the figures 
of Roche [1925]: brain, normal 80*7, avitaminous 79-9, inanition 80*2. Liver, normal 71*3, avit. 
71‘fi, inan. 72*6. Muscle, normal 74*8, avit. 73*7, inan. 75*4. A few estimations by us confirm these 
values. The extreme variations for Roche’s tissues were small. For truer values our brain results 
can be raised by 5% approx, and the muscle values by 1*5%. 
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Though we cannot claim close accuracy for our present method and think it 
possible that further work may bring to light other sources of error than those re- 
ferred to above (p. 1503) we consider that our determinations are sufficiently good 
to demonstrate the points at issue. Even if 50 % of the cocarboxylase estimations 
(of. Table VIII) were in error to the extent of 4-50 % this would mean that the 
values in Table VIII would bo higher by 25 %, but the conclusions below would 
still stand. As to the vitamin results we can obtain no evidence for the presence 
of free vitamin Bj (or its monophosphate) in normal or avitaminous brain, 
whereas it can be detected after administration. This is therefore a clear differ- 
ence, but in view of the lower sensitivity of the vitamin method (see p. 1507) it 
can only be stated definitely that there is less than 0-45)/ per g. present. 

In the case of the results with brain, and occasionally with liver, showing no 
vitamin B^, it has sometimes happened that the tissue extract gave slightly less 
CO 2 than the control with ly cocarboxylase. This has been within the limits of 
experimental error, so that there is no reason to suspect the presence of inhibitory 
substances. 

In the case of the cocarboxylase values for liver in group IV (Table VIII), it 
will be seen that they are upon the average over 10 times larger than the corre- 
sponding ones of group II. This cannot be due to error introduced by the presence 
of large amounts of free vitamin, since this (as judged from Table VII) could not 
raise the results more than 1-7 times. 

The outstanding points to note in these? results are: 

(1) There is much less vitamin Bj than cocarboxylase in the liver and brain. 

(2) The cocarboxylase is reduced in ail tissues in both the avitaminous and 
the rice-fed pigeon, as well as in the avitaminous rat. 


Table VIII. Cocarboxylase and vitamin in pigeon*s tissues 
(values expressed in y per g, fresh tissue) 


Group 

Condition of birds 

Tissue 

I 

Normal 

Brain 

Muscle 

Liver 

Heart 

11 

Avitaminous (symptoms) 

Brain 

Muscle 

Liver 

Heart 

III 

Rice-fed (no symptoms) 

Brain 

Muscle 

Liver 

Heart 

IV 

Avitaminous, vitamin 
injected 25 min. before 
death 

Brain 

Muscle 

Liver 

Heart 

V 

Avitaminous, dosed 3 days 
with vitamin Bj 

Brain 

Muscle 

Liver 

Heart 

VI 

Rioe-fed (no symptoms), 
dosed 3 days with vita- 
min B^ 

Brain 

Heart 


Cocarboxylase Vitamin 


^ 



^ 

t 



V 



Standard 



•Standard 

No. of 


error 

No. of 


error 

obs. 

Mean 

± 2 € 

obs. 

Mean 

rc:2c 

12 

300 

±0*28 

7 

000 

±0 

9 

3-81 

±0*42 

7 

1*60 

±0*50 

9 

4*33 

±0*88 

7 

0*32 

z:0*30 

8 

4-36 

±0-57 

6 

1*54 

i:0*75 

9 

0-40 

±0*12 

6 

000 

±:0 

6 

1-04 

±0-56 

5 

0-96 

±0*71 

9 

0-48 

riO-30 

7 

0*20 

± 0*29 

6 

0*55 

i:0*47 

5 

0-45 

±0*27 

8 

M8 

±0*31 







2 

0*81 

— 

— 

— 

— 

3 

0-73 

— 

— 

— 

— 

4 

0-91 

— 

— 

— 

— 

4 

0-72 

±0-24 

4 

0*55 

±0*27 

4 

2-20 

±0-37 

4 

304 

±1*90 

4 

510 

±210 

4 

14*20 

±10*20 

4 

2-05 

±0-52 

4 

4*05 

±1*50 

6 

2-55 

±0*12 

— 

— 

— 

6 

1*55 

±0*20 

— 

— 

— 

6 

L28 

±0*51 

— 

— 

— 

6 

2*46 

±0*49 

— 

— 

— 

4 

2*82 

— 

— 

— 



4 

2*45 

— 

— 

— 

— 


96—2 



1512 


a OCHOA AND R A. PETERS 


(3) There is a large increase in both cocarboxylase and vitamin in the livers 

of animals shortly after administration of vitamin, 

(4) There is a much larger relative increase in the cocarboxylase in brain 
(and heart) than in the other tissues in pigeons dosed with smaller amounts of 
vitamin over a period of 3 days. In fact practically normal values are found. 

(5) The brain cocarboxylase of pigeons not showing symptoms is higher than 
that of those which do show symptoms. 

Table IX. Cocarboxylase and vitamin Bj in rat's tissues, (Individual 
values. Expressed in y per g, fresh tissue) 

Brain Muscle Liver Heart 


Group and condition 

Cocarb. 

Vit. 

Cocarb. 

Vit. B, 

Cocarb. 

Vit. Bj 

Cocarb. Vit. Bj 

I 

Normal 

2»3 

000 

0-38 

0-90 

6*40 

0*60 

4-15 — 


» 

2-91 

0-20 

0-32 

0*50 

4-85 

0-60 

3-50 0-60 

11 

Avitaminous 

0-68 



010 


0-53 

— 

0-52 


»* 

0-53 

— 

0*11 

— 

0*36 

— 

0-31 — 

111 

Avitaminous, 

0-72 

— 

016 

3-80 

6-30 

24-30 

0-74 — 


vitamin B| in- 

0*54 

orio 

0*13 

— 

2*91 

84-60 

0-67 


jected 

0*73 

•— 

0-20 

MO 

8-62 

7*40 

0-77 


Table X. Cocarboxylase and vitamin Bj in the liver of rats after oral 
administration of vitamin Bj (Group IV); individual values 

Animal killed Cocarboxylase Vitamin 
after (hr.) y per g. y {>er g. 

1 6r>0 3-40 

2 6-30 8 10 

2 8-40 8-30 

DiSCtTSSION 

We interpret the above facts to mean that cocarboxylase is a very significant 
form of vitamin in animal tissues. In some, such as brain and liver, it appears 
to be predominant; in skeletal and heart muscle there is relatively more vitamin 
Bi present, which sometimes approaches the amount of cocarboxylase, lienee we 
cannot say dogmatically that vitamin B^ itself may not also have some normal 
function in life. In rat muscle the amount of cocarboxylase is surprisingly low, 
but there is not much vitamin B^ either; this agrees with the findings of Westen- 
brink [1934] and Leong [1937]. As will be noticed by comparing groups II, 1 V and 
V of Table VIII, vitamin B^ , if administered, is taken up by the liver and rapidly 
synthesized to cocarboxylase ; with smaU doses over a period of several days the 
amount present in the liver again decreases and a preferential increase takes 
place in the brain and heart, i.e. in the two tissues which are specially aflFected 
by vitamin Bj deficiency. There must therefore be a special affinity for heart and 
brain tissues reflected in their biological needs. It is evident that even consider- 
able reduction (down to 40 % of the normal) in the cocarboxylase content of the 
brain can occur before the function of its cells is impaired as shown by the 
appearance of symptoms. So far as this implies that these symptoms are 
associated with a low brain cocarboxylase, the evidence reinforces previous 
views from this laboratory as to the dependence of normal function upon bio- 
chemical state. But it is a new point that the liver may co-operate. 

What we now want to know is whether in normal functioning there is any 
local synthesis by brain tissue or whether all the cocarboxylase is transported 
as such in the blood. The fact that in some birds there is a massive synthesis of 


Condition 

Normal 

Avitarainous 

Avitaminous 
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cooarboxylase in the liver before the symptoms clear up is not decisive, because 
either any local synthesis might be slow, or the cells might take an appreciable 
time to re-establish sufficienit normality. 

The finding of Sinclair fl93H] that the vitamin Bj in the blood is in a com- 
bined form, though admitting of other int(^rpretations, is consistent with its 
conveyance as the pyrophosphoric est<‘r; nevertheless there is difficulty in under- 
standing how such an ester (;ould j^ermcate brain and other tissue cells, a difficulty 
not lessened by the failure to confirm the equal catatorulin activity of cocarb- 
oxylase. 

We may ask whether the intc^stine phosphorylates vitamin Bj in vivo in a 
similar fashion to that suggested for glucose and fat by Verzar & McDougall 
[1936] or for lactoflavin by the experiments of Rudy [1936]. This ne(»ds some 
direct test, but the experiments of Table X indicate that much vitamin as 
such can reach the liver: they are therefore indirect evidence against obligate 
phosphorylation in the intestine. This conclusion is supported by the failure 
to obtain in vitro j)hosphorylation of the vitamin with intestinal mucosa, as 
already referred to in the introduction (unpublished experiments). There seems 
to be little doubt that the proof that the liver participates in the metabolism of 
this vitamin is important and suggestive from the clinical standpoint. Its full 
understanding must wait for more accurate knowledge of the metabolism of 
pyruvic acid. 

Summary 

1. Vitamin Bj (as also does its raonophosphoric est(*r) stimulates the de- 
carboxylation of pyruvic acid by alkaline washed yeast in the presence of 
cocarboxylase. This action is due to the pyrimidine* half of the molecule containing 
the NHg group. It is not due to removal of acetaldehyde by oxidation or dis- 
mutation. The nature of this activation is not yet understood and is being further 
investigated. 

2. ilexosediphosphate increases the rate of decarboxylation in presence of 
cozymase and pure cocarboxylase in the total absence of vitamin B^. The 
mechanism of this effect is discussed. 

3. Mn+^ greatly stimulates the carboxylase system if present in sufficient 
concentrations. 

4. The activation of cocarboxylase action by vitamin Bj has been made use 
of in a method for the separate estimation of cocarboxylase and free vitamin in 
the same solution or tissue extract. 

5. There is mu(;h less vitamin Bj than cocarboxylase present in boiled extracts 
from rat and pigeon brain and liver: both occur in those from muscle and heart 
tissues. 

6. The cocarboxylase content of tissues is much reduced in the Bj-avitaminous 
condition and specifically so in the brain tissue, being soon increased in the latter 
(and also in the heart) after a short- period of administration of the vitamin. 

7. Administration of vitamin Bj to animals leads to an immediate accumu- 
lation of both vitamin Bj and its pyrophosphoric ester in the liver. For the first 
time this brings the liver into prominence in the metabolism of vitamin Bj. 

We are indebted to the Rockefeller Foundation, the Nuffield Fund for 
Medical Research, and the Medical Research Council for grants in aid of this 
work. We are also grateful to Mr H. W. Kinnersley for help with the birds, to 
Mr J, R, O'Brien and Miss Kempsoii for help with the rats and to Mr R. W. 
Wakelin and Mr Clark for skilful assistance. 
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Appendix 

Table XI. Cocarboxylase and vitamin Bx in tissues from normal pigeons {y per g.) 


Brain 

A 


Muscle 

A 

Liver 

A 

Heart 

A 

Cocarb. Vit. Bj 

f 

Cocarb. 

Vit. Bj 

t 

Cocarb. 

Vit. Bj 

f 

Cocarb. 

Vit. Bj 

3-60 

— 

4-90 

— 

2-70 

— 

4-60 



3-40 

0 

3*40 

0*90 

4*05 

0-50 

5*22 

0-80 

2-44 

0 

— 

— 

— 

— 

— 

— 

2-61 

0 

— 

— 

— 

— 

— 

— 

2-60 

0 

2-97 

2*25 

2-80 

0-54 

2-90 

2-70 

2-60 

— 

4-50 

1*60 

5*00 

— 

6-20 

1-30 

2-96 

— 

3-70 

1*60 

3-95 

0-00 

4*05 

— 

2-96 

— 

3*33 

0*80 

4*40 

0-30 

6-10 



3-87 

— 

2-87 

1*80 

7*20 

000 

3-38 

1-80 

3-42 

0 

4*95 

— 

4*05 

0-00 

4-46 

1*08 

2-76 

0 



— 

— 






2-70 

0 

— 

— 

— 

— 





— 

— 

4*14 

2-43 

4*85 

0*90 


.1— 


Table XII. Cocarboocylctse and vitamin Bj in tissues from 
avitaminouA pigeons (y per g.) 


Brain Muscle Liver Heart 

A A A 1 


Cocarb. 

Vit. Bi 

Cocarb. 

Vit. Bj 

Cocarb. 

Vit. Bj 

Cocarb. 

Vit. Bj 

0-54 

— 

2-35 

— 

1*00 


1-70 


0-45 

0 

0-90 

1-20 

0*31 

0*60 

0-36 

0*54 

0-35 

0 

1-08 

2*10 

0*18 

0*50 

0*45 

0*72 

0-18 

— 

0*63 

0*40 

0-22 

0-00 

0-18 

0*00 

0-27 

0 

0*65 

0*50 

0-16 

000 

0-21 

0*54 

0-18 

0 

0*63 

0*60 

• 0*34 

0*00 

0-40 

0*45 

0-72 

0 

— 

— 

0-23 

0-30 

— 


0*40 

0 

— 

— 

1*50 

0*00 



— ■ 

.... 


— 

— 

0*40 

.... 

- ■ 


0*54 

— 

— 

— 
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Table XIII. Cocarboxylaae in tiaauea from rice-fed pigeons 
(no symptoms) (y per g,) 


Brain 

Muscle 

Liver 

Heart 

0*99 

— 

0-45 

— 

2-20 

0-54 

0-31 

0*99 

0'93 

1-08 

1*44 

0-63 

0-99 

— 

— 

0-68 

0-9() 

— 

— 

1*35 

1-22 

— 

— 

— 

0*95 

— 

— 

— 

1-28 

— 

— 

— 


Table XIV. Cocarboxylase and vitamin Bi in tissues from avitaminous pigeons 
a short time after injejction of vitamin Bj (y per g,) 


Brain Muscle Liver Heart 


^ A- 

\ 

/ ^ 

\ 

/ ^ 

N 

^ 


Cocarb. 

Vit. Bj 

Cocarb. 

Vit. Bj 

Cocarb. 

Vit. Bj 

Cocarb. 

Vit. B 

0-84 

0-40 

2-50 

5*40 

5-75 

19-00 

2-50 

3-60 

0*72 

0*40 

207 

2*70 

234 

9-50 

2-07 

4-50 

0-42* 

0-50 

2-40 

2-70 

5-93 

24-00 

1-44 

5-60 

0-90* 

0-90 

1*80 

L35 

6-30 

4-50 

2-20 

2-50 

0'81t 

0-00 

1*71 

0-90 

2-34 

2-70 

2-34 

2-70 

0*54i 

— 

0-90 

— * 

1*35 

— 

0-54 

— 


* Not recovered at the end of 25 min. 
t Bird killed after 1 hr. Not included in average. 

X Only 25 y vitamin Bj HCl injected. KiUed 25 min. after recovery. Not included in average. 


Table XV. Cocarboxylase in tissues from rice-fed pigeons (19-27 days, with 
symptoms) dosed by mouth for 3 days with lOOy vitamin Bj per day 


No. 





y cocarboxylase per g. 


days on 

Initial 

Final 

Wt. after 

r 

Brain 

A- 


\ 

Date rice 

wt. g. 

wt. g. 

Bj dosing 

Muscle 

Liver 

Heart 

28 April 27 

340 

202 

203 

2-70 

1-86 

0-81 

1-90 

27 

402 

262 

2.58 

2-75 

1*26 

2-11 

1-80 

27 

473 

316 

328 

2-43 

1-35 

0-86 

2-70 

20 May 19 

340 

231 

232 

2-54 

1-41 

0-92 

3-20 

19 

371 

244 

255 

2-43 

1-35 

0-90 

3-02 

27 

280 

194 

212 

2-43 

2-03 

2-07 

2-12 

Average 

368 

241 

248 





Av. % fall 

— 

65 

67 





Av. % increase — 

— 

2 






Table XVI. Rice-fed birds dosed with lOOy vitamin Bj on 
successive days 


No. days 

Initial wt. 

Final wt. 

Wt. after 

3 days 

y cocarboxylase per g. 

^ , 

on rice 

8- 

g- 

dosing 

Brain 

Heart 

26 

357 

252 

274 

3-40 

2-30 

26 

388 

270 

299 

2-75 

1-90 

26 

395 

278 

293 

2-25 

2-90 

26 

316 

210 

221 

2-90 

2-70 

Average 

364 

2S2 

272 

2-82 

2-45 



Av. % foil 69. 

Av. % rise 6. 



Note added 23 August 1938. Similar results to ours for oocarboxylase in 
tissues have been reached simultaneously by Westenbrink & Qoudsmit (Nature, 
1938, 142, 161). 



CXCIX. IMPROVEMENTS IN THE USE OF THE 
FORMALDEHYDE AZO REACTION 
FOR VITAMIN Bj 

By henry WULFF KINNERSLEY and RUDOLPH ALBERT PETERS 
Frorn the Department of Biochemistry^ Oxford 

(Received 23 July 1938) 

This paper embodies further observations made upon and in relation to the 
formaldehyde azo reaction for vitamin Bj [Kinnersley & Pesters, 1934] and its 
possible application to semi -quantitative estimation of vitamin Bi- The 
development of the more sensitive thiochrome method of estimation [dansen, 
1936; Karrer & Kubli, 1937; Pyke, 1938] during the progress of this work, may 
ultimately make the method here described obsolete. Nevertheless, we think 
that some independent check may prove useful, and further, that the method 
may prove of value, when enough vitamin Bj is availabki, owing to the* stability 
of the standards, and to the fact that a dark room and a source of ultra-violet 
light are not required. Unfortunately, neither method is sucicessful with phos- 
phoric esters of vitamin Bj*, these do not give the formaldehyde azo test (as 
stated by Lohmann & Schuster [1937]) ; they form a blue fluorescemt compound 
with alkaline ferricyanide, but this does not pass into a butyl alcohol layer, 
which is a basis of separation from interfering fluorescent substances [Kiimersley 
& Peters, 1937]. We have found that phosphatase can be usedin the pro-treatment 
of the extracts to liberate the vitamin Bj. In our previous communication we 
stated that the condition of alkalinity chosen and the presence of formaldehyde 
largely reduced interference by other substances; a particularly troublesome 
impurity giving a pseudo- vitamin Bj colour reaction could be distinguished by 
its relative instability in acid solution. We have realized for some time that 
butyl alcohol would extract the bulk of the pink substance formed in the 
reaction. By an error the (jolour was compared in our previous paper [1934] with 
phenol red in phosphate buffer pH 5; it should have been “approximately 
pH 7-3”. A considerable improvement is again made by shaking the butyl 
alcohol with dilute acid, when the pink substance passes back into the acid 
aqueous phase; the whole test now compares favourably as regards specificity 
with other methods and can be readily applied to vitamin Bj concentrates from 
the International Standard Clay (1936) and also the cruder “charcoal’* concen- 
trates. We have found certain conditions which interfere with this and other azo 
tests. The work falls into two parts : 

I. The method and some conditions modifying it; 

II. Application to crude vitamin B^ extracts. 

I, The method and some conditions modifying it 

(a) The origiiml forrnaldehyde azo test has been modified as follows. 

To 0- 1-0-3 ml. of a solution containing 10-20)/ vitamin Bj (acidity best about 
pH 6-0) and 30% ethyl alcohol, is added after one minute a mixture of 1-26 ml. 
of the special reagent and 0-5 ml. diazotized sulphanilic acid. The alcohol now 
included has proved essential for full development of the pink colour [cf. 
Koessler &; Hi^e, 1919]. After standing for 2 hr. or more, the pink-coloured 

( 1516 ) 
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solution is extracted twice successively with 2 ml. of butyl alcohol. The combined 
butyl alcohol extracts are then extracted with 2 ml. A^/200 HCl and with 1 ml. 
twice (this should make the of the aqueous phase about H-5). If not acid after 
shaking, more acid (trace of A 7 IO) must be added: the pink H(^l phase is now 
removed, and an equal volume of ethyl alcohol is added. The resulting coloured 
solution is comparc^d with standards of vitamin similarly treated. They should 
be kept out of strong light except during tests. We have tried the colorimeter 
(visual and photoelectric'), but are convinced that equal and even better accuracy 
in these dilute solutions is obtained by a naked c've comparison of similar small 
bore tubes. Our estimate of the accuracy of the method is ± 5 % for amounts of 
aneurin HCl of approximately 20y. Standards of 40y and over can be prepared. 

(b) Conditions modifying ifu* leM 

During our exptTience with this test some facts have been discovered which are 
bric'fly recorded. Reducing agents such as cysteine or traces of sodium hydro- 
sulphite, markedly delay the appearance of (‘olour. Traces of some metals 
interfere both with azo reactions of the Pauly type for histamine and histidine, 
and also with the reaction for vitamin Bj Other systems have not been investi- 
gated. We do not know of any previous publication showing this effect upon azo 
reactions. 

Histidine, Estimating 20 /ug. by the usual Pauly reaction according to the 
technique of Koessler & Hanke [1919], no interference was produced by U, Mn, 
Nb, Kb, Ta, Be, Pb, La, Th, Thallium, V, Cs, Cr, Fe in amounts of 267 , or by 
A1 lOy, or In 25y; interference was produced by Ni 5y, (b lOy, Hg 20y, Mn 
slightly, Cd l(K)y, Sn 9y, Ce 20y slight, Zn lOy, Cu 3y. The metals interfere 
mostly by reducing pinkness in the solution. 

Vitamin formaldehyde azo reaction. Remarkably little interference was 
produced by most metals tried. Exceptions were found in Cu, Hg, Ag. With 
lOy vitamin Bj Cl, HCl, 4y Hg were inhibitory and lOy Ag slightly so. The effect 
of Cu was of the greatest interest, A delayed reaction developed with minute 
traces of this, an amount equivalent to one atomic weight per mol. producing 
practically maximal efiFect. The action depends upon the presence of formaldehyde. 

The quostioii ariHes whether the prcHcnce of a metal rould explain the delayed azo reaction 
previously reported by KitinerHley et al. [1935] during the formation of quinochromes by oxidation 
with iiianganeHC oxides. Jf Mn compounds could produce the effect this \iould be reasonable; 
but they do not do so, nor is it possible to modify the reaction for vitamin Bj by addition of the 
solution in 'whicli the vitamin is oxidising. Hence the original interpi-etation that the delayed azo 
reaction indicates a change in the vitamin molecule is still tenable. 

II. Application of reaction to crude vitamin extracts 

We have made a preliminary attempt to apply this to certain food materials, 
as well as to vitamin B concentrates, using for biological tests the birds required 
in the course of another research. After considerable trial, 50% acid (‘thyl 
alcohol has been employed to extract the crude, ground foodstuff. Both vitamin Bj 
and its pyrophosphoric ester are veiy*^ soluble in 50 % ethyl alcohol and stable in 
faintly acid solution; 50% acid alcohol also removes vitamin B^ from adsorbents 
such as charcoal. From what is now known of the chemistry of these substancc^s 
it seems to us to be inconceivable that this extraction is not adequate ; tests with 
75 % alcohol have not shown any larger recovery of the vitamin. In our experi- 
ence it is essential to concentrate the vitamin and to remove it from certain 
interfering substances. For this purpose we cannot improve upon sodium phos- 
photungstate, which has been long used in this laboratory for the preparation of 
^ Some of these reactions were shown to the Biochemical Society in Maj 1939. 
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vitamin and which is known to precipitate it in very low concentration. The 
complete method is as follows. 

A convenient amount (100 g. in the case of oatmeal) of the finely ground 
foodstuff is treated with 1000 ml. of boiling water; 2 ml. cone. HCl are added to 
bring it to pH 3‘6, and the whole is heated for a few minutes to boiling. The rather 
thick mixture is placed on the boiling water bath for an hour or more and enough 
ethyl alcohol is then added gradually to make it up to 50 % by volume. The whole 
is ffltered after cooling. Some materials require more solvents than others. The 
extract, after cooling overnight, and being freed from precipitate by Buchner 
filtration, is evaporated to 150 ml. ; the water bath suffices for this as this vitamin 
is relatively stable in dilute acid solution. After further cooling and removal of 
insoluble matter by the centrifuge, Na phosphotungstate, 10% at pH 6, is added 
to slight excess and the mixture is acidified to pH 1-0 with 20% H2SO4. The 
phosphotungstate precipitate is allowed to stand 12 hr., collected in the centrifuge 
tube, and ground with baryta three times, according to our usual technique 
[Kinnerslcy et al. 1935]. After removal of baryta by H2SO4, the extract is con- 
centrated if necessary at pH 3, care being taken to see that greater acidity does 
not develop during concentration ; any free H2SO4 should be removed by BaCla 
during this process. A convenient volume not exceeding 0-3 ml. is taken for the 
test. 

Table I. Comparison of vitamin Bj in food maierials by colour and biological 
tests, (y per g. or ml. test maierial undried; no. of birds used in parentheses) 

y vitamin 

estimated by Jfird test 

Moisture ^ ^ , ^ ^ 



content 

Colour 

g 

. food 

y vitamin 


Food material 

% 

test 

Bird test given 

found 

±2c(y) 

1. Yeast concentrate 41 

— 

120*0 

145*00 (153) 




2. Wheat germ 

7*0 

20*0 

13*50 (11) 

I** 

1*95 (11) 


3. Pea 

11*65 

3*5 

2*94 (81) 


3*27 (45) 

2*72-3*97 




Is 

2*80 (25) 
2*23 (16) 

2*22-3*55 


4. Breakfast oats 

10*0 

3*0 

2*54 (48) 

Is 

2*75 (12) 
2*67 (20) 

2*39-2*98 

5. Haricot bean 

12*7 

2*2 

2*15 (5) 



6. Oatmeal 

10*3 

2*0 

1*87 (41) 

IS 

2*00 (20) 
1*75 (21) 


7. Maize 




6 

1*41 (26) 

1*09-1*82 

9*7 

2*0 

1*54 (.55) 

10 

1*12 (6) 






5 

1*80 (23) 


8. Lentil 

12*7 . 

1*75 

1*60(12) 



9. Barley 

12*0 

1*2 

0*71 (11) 





Notes: 

1. Yeast concentrate 41 was a 50% alcohol concentrate from charcoal used in routine work 
in the Laboratory. 

2. The average day dose for the birds is calculated by the logarithmic method [Kinnersley & 
Peters, 1936]. 

3. The day dose is taken as equivalent to 2*5y. 

4. The individual teats are not here included, in order to economize space. They can be made 
available by writing to this laboratoiy. 

5. In a few cases, the values of ±2i are quoted as a guide. For barley there was wide variation 
in the 11 tests of which the average is given. 

6. Values for assays of vitamin quoted in the review by Pixsen & Roscoe [1938] are wheat 
germ 10-55y, pea 1-6-3-Oy, haricot bean l-3-2*5y, oatmeal 8y, breakfast oats 3*6y, whole maize 
0*76-1 ‘Gy, lentil l*0-5*2y, all per g. 
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Using the pigeons available in the laboratory in the course of another research, 
we have obtained the following preliminary results. So far as we know the 
curative and protective test is valid for these cruder concentrates, though 
Kinnersley & Peters [1936] showed that it would not api)ly to the pure vitamin. 
The figures given in columns 5 and 6 of Table I give reasonably satisfactory 
agreement between the larger and smaller doses except in the case of the 6 g. 
dose for the pea, but here it will be noted that the numl:)er of tests is fewer. 
Inspection of Table I shows that parallel results are obtained with the azo method 
and biological tests ; the order of arrangement in the table is based on the colour 
test and it agrees with that obtained by the bird test. The results of the bird tests 
have been calcidated upon the assumption that one day dose equals 2*5y 
vitamin in 1936, we concluded that one day dose must be equivalent to 
2-Oy per diem as the result of tests of the catatorulin type and also of colour 
reactions. Since then, however, we have found that our extract of the acid clay 
may have deteriorated and that a better value is 2*5y (cf. Sampson & Keresztesy 
[1937], also Pykc [1938]). Though there are some marked deviations from previous 
estimates of similar foodstuffs in the literature (see note 6 to Table 1), our results 
as a whole are of the same order. 

Phosphoric esters of vitamin Bj {cocAjrbodcylase etc.). We have attempted to 
decide how far the presence of phosphoric esters of vitamin Bj interfere in the 
case of (a) yeast extracts and (ft) foodstuffs. The most suitable method for breaking 
up the phospho-compounds is enzymic. After considerable trial, and with the 
final advice of Dr Kay to whom we are grateful, we adopted takaphosphatase 
(as present in takadiastase 0*5%), acting at approximately pH 4. The result of 
one experiment is given in Table II. 

Table II, Effect of takadiastase on cocarboxyhse (crude) 

Exp. 1. Solutions A, B, C were made up as staled below and incubated at 38° for one hour, 
after which the vitamin Bj and phospho-est-ers were determined by a thiochrome method upon an 
aliquot. The results in the Table are expressed as equivalents of vitamin . 


Solution 

A 

B 

C 

Takadiastase 

100 mg. in 10 ml. 

Nil 

100 mg. in 5 ml. 

Cocarboxyiase 

20 ml. 

10 ml. 

Nil 

Phosphate buffer pH 4 

50 ml. 

25 ml. 

12-5 ml. 

Water 

Nil 

5 ml. 

Nil 

Content in esterified or free vitamin B, 



Before incubation: 




Vitamin B|: Esterided 

600 

600 

Nil 

Free 

100 

100 

Nil 

After incubation: 




Vitamin B^: Esterified 

50* 

500 

Nil 

Free 

500* 

100 

Nil 

% “free” vitamin liberated by 

91 

15 

— 


phosphatase 

* These values were checked by azo colour tests which were in agreement. The crude cocarb- 
oxylase solution contained preformed vitamin . 

Both by azo test and fluorescence it was found that approximately 90 % of 
the combined vitamin B^ had been converted into the free form by this treatment. 

Application of this treatment to yeast extracts showed that in the initial 
extracts combined as well as free vitamin Bj might be present, but there was no 
reason to think that this applied to the foods. Hence this possible objection to 
the use of both the azo test and the modification of Jansen’s thiochrome methods 
in these foodstuffs appears in practice to be without foundation. 
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Though vitamin added can be recovered quantitatively, it is conceivable 
that some of the vitamin present in various forms in the foodstuffs may escape 
extraction with dilute acid or precipitation by phosphotungstate. But any 
such amounts are likely to be small in view of the known properties of the 
vitamin and its compounds. In any case, a method of this nature is valuable 
chiefly to establish a minimum. In view of the fair parallelism seen in Table I, 
we think that the method merits further exploration. 

Summary 

1. The formaldehyde azo tt‘st for vitamin B^ has been improved and extended 
to include a preliminary investigation of the vitamin content of foodstuffs, in 
which colour tests have been compared with biological tests. Parallel results 
have been obtained. 

2. Certain metals in small amounts interfere with this test, and also with 
reactions of the Pauly type. 

We are indebted to the Mc3dical Research (Council for a personal grant to one 
of us, and part help towards the cost of the experiments: we are also grateful to 
Messrs R. W. Wakelin & Clark for assistance. 
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CC. THE IDENTITY AND MECHANISM OF 
ACTION OF THE GLYCOTROPIC (ANTI- 
INSULIN) SUBSTANCE OF THE ANTERIOR 
PITUITARY GLAND 

By F. G. YOUNG^ 

Fronts the Department of Biochemistry, University College, London, and 
the National Institute for Medical Research, Hampstexid, N,W. 3 

(Received 23 July 1938) 

The experiments of Cope & Marks [1934] were the first to demonstrate that the 
injection of a crude antoior pituitary extract into a normal rabbit can induce 
complete insensitivity to the hypoglycaemic action of insulin administered many 
hours after the last injection of pituitary extract. In the experiments of these 
authors the blood sugar level of the treated rabbit was seldom significantly 
affected by the injections of the antt^rior pituitary preparation alone, and the 
“anti-insulin activity of the extracts was therefore not due to a “diabetogenic 
action. For the purpose of convenience the name “glycotropic factor'* was 
suggested [Young, 1936, 1] for the anterior pituitary substance which induces 
insulin insensitivity without its(‘lf causing a rise of blood sugar level. Investiga- 
tion showed [Young, 1936, 1] that the glycotropic factor was present in prepara- 
tions of prolactin obtained by the method of Riddle et ah [1933], a fact which 
appeared to be of significance with respect to the action of anterior pituitary 
preparations on milk st'cretion [Young, 1936, 1, 2], Subsequent observations 
[Young, 1937, 1 ; 1938] showed that prolactin and the glycotropic substance are 
not identical. The evidene(‘ presented in support of this difiFerentiation, although 
conclusive, has previously been described only briefly, and it is one purpose of 
the present communication to supplement the description of the earlier work 
and to present further evidence that prolactin and the glycotropic factor are not 
identical. The results of experiments on the influence of the administration of 
anterior lobe extracts on the hyperglycaemic action of injc^cted adrenaline and on 
sugar tolerance are also recorded in the present paper, and the significance of the 
results obtained is discussed with respect to the mechanism of action of the 
glycotropic substance. 

Expbkimbntal 

Animals 

The animals used in the majority of the experiments in the present investiga- 
tion have been unanat'sthetized, healthy, young adult rabbits, male or female, 
weighing about 1*6 kg., from an inbred pure strain of Dutch rabbits bred at the 
farm laboratories of the National Institute for Medical Research. In our 
experience animals of this strain are particularly constant in their response to 
glycotropic pituitary extracts. 

In the investigations on the influence of the subcutaneous injection or intra- 
venous infusion of adrenaline it was convenient to use larger rabbits, so pure 
strain Chinchilla rabbits, and occasionally rabbits weighing about 3 kg. purchased 
from a dealer, were used for these experiments. 

^ Work begun during the tenure of a Beit Memorial Fellowship. 

( 1521 ) 
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All the rabbits received an ample diet of cabbage, bran, oats and hay. For 
experiments on the glycotropic factor it is essential to use rabbits which are in 
excellent condition and are eating well, in order to obtain consistent results. 

Biological assays 

Thyrotropic activity was assayed by the method of Rowlands & Parkes 
[1934]. The thyrotropic activity considered in the present investigations is 
therefore that causing an increase in size of the thyroid gland of the immature 
guinea-pig. Tt is not certain that the substance active in this respect is identical 
with that stimulating secretory activity of the thyroid gland. 

Prolactin was assayed by the pigeon crop-gland method according to the 
technique described by Rowlands [1937]. The name prolactin is used to describe 
the substance active in causing increase in weight of the pigeon crop-gland, 
without reference to the question whether or not all preparations of this substance 
are truly lactogenic [cf. FoUey & Young, 1938]. 

Method of expressing the results of biological assays 

The question of establishing International standard preparations of prolactin 
and of the thyrotropic hormone, and of establishing International units of 
activity in terms of these preparations, is at present under discussion. Any 
method of expressing the physiological activity of pituitary substances in terms 
of units, in the present paper, must therefore be regarded as of temporary value 
only. In connexion with the question of establishing an International standard 
preparation of prolactin, Dr 0. Riddle and Dr R. W. Bates have kindly made 
available a preparation of prolactin standardized by them. An assay curve for 
this prolactin, which contains 10 Riddle units/mg., has been constructed by the 
methods used in this laboratory. This curve has allowed us to express the results 
of our pigeon crop-gland assays in terms of Riddle units, and in the present paper 
this has been done. 

Rowlands & Parkes [1934] defined a unit of thyrotropic? activity as that 
amount of thyrotropic substance which, when injected daily for 5 days, would 
induce the thyroid glands of a 200 g. guinea-pig to double in weight. This unit 
has been adopted in the present paper, and will be described as the Rowlands- 
Parkes unit of thyrotropic activity. 

Blood sugar estimations 

Blood sugar was determined on 0*1 ml. of blood by the method of Hagedom & 
Jensen. The figures in the present paper are therefore higher than those for 
“true” blood sugar. 

In our experience the blood sugar level of a pituitary-treated rabbit is very 
easily raised on handling unless great care is exercised not to excite the animal. 
It is necessary to ensure that the rabbit is perfectly comfortable during the 
taking of blood samples. The ear vein from which samples are to be drawn is 
pierced some hours before blood is required for sugar estimations, so that frequent 
small samples can be obtained without the slightest reaction on the part of the 
rabbit. 

In most instances the blood sugar curves given in the present paper represent 
the average response for 6 or more rabbits. Average, rather than individual, 
results are given because small individual variations are thereby minimized. The 
groups of animals for which average curves are presented sometimes constituted 
only a small proportion of the total number of rabbits used in a particular type 
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of experiment, and the individual experiments for which average results are 
given were chosen at random from the total number available. Where the 
difference between the average curves for two different groups might or might 
not be significant, standard errors of corresponding values in the average curves 
were calculated. In this way it was possible to determine whether or not 
corresponding points in the two average curves differed significantly. 

Adrericdine infusion 

Adrenaline was infused into the marginal ear vein of the unanaesthetized 
rabbit following the technique of Cori et al. [1930], and using a Burn-Dale 
burette pump. 1/1000 adrenaline (Parke Davis Ltd.) was diluted to a suitable 
volume with 0-9% NaCl solution containing 1 mg. of glutathione/5 ml., the 
latter being added to stabilize the dilute solution of adrenaline. 

Anterior pituitary extracts 

Extracts of ox, pig and horse pituitary glands were us('d in the present 
investigation. Most of the extracts were obtained from ox pituitary gland, 
however, and where the spt^cies-source is not stated it is to be assumed that the 
preparation was extracted from ox anterior lobe. 

All the ox pituitar}'' preparations were extracted from anterior lobe tissue 
which had been dissected as free as possible from posterior lobe tissue. In a 
number of instances, however, extracts of pig and horse pituitary tissues were 
made from the undissected glands. 

{a) Acetone desiccation of anterior lobe tissue. Acetone desiccation of frozen 
ox anterior lobes was effected by mincing the frozen tissue into 20 vol. of ice- 
cold acetone. After remaining in acetone in the cold room overnight, the tissue 
was transferred at intervals of 24 hr. to 3 or 4 fresh portions of cold acetone. The 
dehydrated tissue was finally washed with ether and preserved in a vacuum 
desiccator at room temperature. Frozen pig or horse pituitary tissue was desic- 
cated in acetone at room temperature. Commercial (B.D.H. Ltd.), acetone- 
desiccated ox anterior lobe tissue was used for a number of preparations. 

(b) PrejHiration of prolactin. Six different types of prolactin were used. These 
differed in the source (ox, horse or sheep pituitaries; fresh gland or acetone- 
desiccated powder) and in the methods of extraction. The different types are 
distinguished by suffixes. 

Prolactin (1) was obtained from fresh, frozen dissected glands by the method 
described by Young [1938]. The materied designated Prolactin-C in the earlier 
paper is the Prolactin (1) of the present communication. In brief, the method of 
preparation consisted of alkaline extraction of the anterior lobe tissue at 0°, 
followed by precipitation and reprecipitation of the prolactin at pH 5*5. All 
these procedures were carried out in the cold room at 0° as far as possible, and 
the prolactin was stored in a frozen condition at —11°, in a solution of such 
concentration that 3 ml. were equivalent to 1 g. of fresh anterior lobe tissue. 

Prolactin (2) was prepared from commercial acetone-desiccated ox anterior 
lobe by the method of Bates & Riddle [1935] using either 60 % or 70 % alcohol 
for the initial extraction, though a slight addition to the Bates- Riddle technique 
was made. This consisted in a number of reprecipitations from water at pH 5*5 
of the material insoluble at pH 3*5 in the presence of Na 2 S 04 . In this way any 
Na 2 S 04 present in the original precipitate was removed. The product was then 
dried and passed through the final stage of the Bates-Riddle method of 
purification. 
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Prolactin (3) was prepared from acetone-desiccated fresh gland by a method 
essentially that of Riddle et al, [1933j, i.o. aqueous extraction at pPi 8 followed 
by precipitation (and reprecipitation a large number of times) of the prolactin 
fraction at 5*5. The prolactin was finally washed with alcohol and ether and 
dried. 

Prolactin (4) was similar to Prolactin (3) except that it was extracted from 
commercial dried gland. 

Prolactin (5) was prepared by the slight modification of the Bates-Riddle 
method described by Young [1938], The modification consisted in the replace- 
ment of the final fractionation with 70 % alcohol in the presence of NaCl by 6-12 
reprecipitations from a large volume of water at pH 5-5. The product was washed 
with alcohol and ether and dried. 

Prolactin (6) was the product obtained by an application to Prolactin (5) of 
a method of purification based on that of Lyons [1937J. 1 g. Prolactin (5) was 
stirred for 1 hr. at room temperature with 40 ml. iV/20 HCl contained in 80% 
aqueous acetone; the residue was extracted twice in the same manner. The 
combined extracts were then brought to the point of maximum precipitation by 
the addition of strong ammonia solution (about 0*25 ml.) and two volumes of 
alcohol were added. After settling overnight the precipitate was filtered off and 
dissolved in water at pH 8, any material insoluble at this pH being spun oflF and 
discarded, and it was then reprecipitated at pH 5*5. This process of solution at 
pH 8 and precipitation at pH 5-5 was repeated, and the piecipitatcd prolactin 
was washed with alcohol and ether and dried. 

(c) Preparation of thyrotropic extracts. The material which remained in 
solution when the prolactin fraction from ox pituitary tissue had been preci- 
pitated “isoelectrically ” during the preparation of Prolactins (1), (2), (3) and (4) 
constituted the thyrotropic fractions used in the present investigation. No 
attempt was made to separate the thyrotropic and gonadotropic hormones, and 
all the thyrotropic preparations used possessed gonadotropic activity. 

In each instance a thyrotropic preparation is numbered in agreement with the 
corresponding prolactin preparation. 

Thyrotropic (1), i.e. the piL 5-5-soluble material corresponding with Prolactin 
(1), is the fraction described by Young [1938] as “non-prolactin-C’. This W6U3 not 
precipitated and dried, but stored in solution by freezing at — 11®. The solution 
was of such strength that 3 ml. of it were equivalent to 1 g. of fresh gland tissue. 

Thyrotropic (2), the thyrotropic fraction corresponding with Prolactin (2), 
was prt?pared and dried according to the method previously described [Young, 
1938]. This fraction was designated “ordinary non-prolactin’' in the previous 
paper. 

Thyrotropic (3) and Thyrotropic (4) were precipitated by the addition of 
6 vol. of cold alcohol, washed with alcohol and ether and dried in vacno, 

(d) Average yields of the different fractions. The yields of the difierent types of 
preparation used are given in Table I as percentages of acetone-desiccated anterior 
pituitary tissue. 

(e) Posterior lobe contamination of anterior pituitary preparations. As the 
administration of posterior pituitary extracts is known to affect carbohydrate 
metabolism, it was necessary to be certain that the anterior pituitary prepara- 
tions used were not grossly contaminated with posterior lobe principles. The 
results of assays for oxytocic activity (guinea-pig uterus method) on the different 
preparations used are given in Table II. In a few instances the pressor activity 
of the ox pituitary preparations was determined, and found to be close to the 
figure expected from the previously determined oxytocic activity. 
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Table I. Yields of the different pituitary preparations used 




Y ield, ex))re8scd 

as % of desifcated 



anterior lobe 

Source of 

Method of 


/ 

r~ 


gland 

preparation 

Prolactin fraction 

Thyrotrojjic fraction 

Ox 

(1) 

♦ 

♦ 


(2) 

I'O- 10 

0*8-1 *3 


(3) 

9*8-1 M 

2*2-2*7 


(4) 

5*3- 9*3 

2*2-30 


(•">) 

0*7-12*8 

— 


(b) 

About 2 

— 

Horse 

(3) 

8*0-12*0t 

— 

l»ig 

(3) 

ll*7-14*2t 

— 


* Those fi'aotions \ioro not dried In^fore use but stored frozen in solution, 
t ^'ieUl expressed as % of whole ])ituitary gland. 

Table IT. OxtjUmc activity of pituitary prejKtraiions 

(The jweparations were heait'd in a boiling water bath w'ith aeetie arid 

for 2 rain, before assay.) 


Oxytocic activity (international units) 


Sour<*c of 

Mctluid of 

r ' - --• 

Thyrotropic fraction 

gland 

ju’cpanitioii 

Prolactin fraction 

0\ 

(1) 

About (►•UOo units rah 

About 0*(j00 iimls 'inl. 


(2) 

<0*0<KH units mg. 

O*2r)-f)*7o units rng. 


(3) 

<0*(MH)1 

<o*orK)i 


(■’1 

<0*<XKH 

— 


(«) 

<0*(H)01 

— 

Horse 

(3) 

About (HKK)3 „ 

— 

Pig 

(3) 

About 0*0001 

— 


The results in Table IT show that with the ex(*eption of Thyrotropic (2) the 
ox pituitary preparations used possessed negligible oxytocic activity. 

Resttlts 

1. The in fluence of pituitary extracts on the hypoglycaemic 
action of insulin 

In many early exi)eriments of the present investigation on the glycotropic 
action of anterior jiituitary extracts, 2 injections of a suitable extract were given 
daily to a rabbit for 2-4 days, and the response to 2 units of crystalline insulin, 
injected intravenously after a fast of 21 hr., was determined on the day following 
the last injection of extract. In these expi'riments the blood sugar curve follo^^ang 
the administration of insulin was usually of th(^ form illustrat(‘d in Fig. 1 
[cf. Y'oung, 1936, 1]. Occasionally, however, the daily injection of the anterior 
pituitary extract itsc'lf raised the blood sugar level of the rabbit [cf. Young, 1938] 
so that on the 3rd or 4th day of injection the blood sugar was at a definitely 
diabetic level. In these instances a glycaemic response to the injection of insulin, 
somewhat resembling that illustrated in Fig. 1, was sometimes, but not alw^ays, 
obtained (Fig. 2). In later experiments only two injections of anterior pituitary 
extract were given, these being administered at the beginning and at the 16th 
hour of a short fast. Two units of crystalline insulin were injectc‘d intravenously 
at the beginning of the 2l8t hour of fasting, and the blood sugar level was 
detennined at intervals. With suitable pituitary extracts the hypoglycaemic 
action of the insulin was completely abolished (Fig. 3), there being no sign of an 
Biochem. 1938 xxxn 97 
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initial, transient hypoglycaemia. Indeed, in most instances the immediate effect 
of the insulin injection was a definite rise of blood sugar level to 3-5 mg./lOO ml. 
above its original level. Such a rise was not present when a volume of saline equal 
to that of the insulin solution was injected intravenously into the pituitary-treated 
rabbits. It should be mentioned that in spite of the fact that crystalline insulin 
(Burroughs Welcome) was used, a slight initial hypcrglycaemic response to the 
intravenous injection of insulin was frequently observed in the control experi- 
ments on rabbits which had not been previously treated with pituitary extracts. 



Fig, 1. Fig. 2. 

Fig, 1. The influence of treatment with the glycotropic substance on the hyy^oglyracmic action of 
insulin in the rabbit. Curve A. Average blood sugar response to tlie intravenous injection of 
2 units of crystalline insulin of 7 normal rabbits wdiich had fasted 18 hi. Curve B. Average 
blood sugar response to the same dose of insulin of the same rabbits after each had received 
4 injections of gly cotropic substance during 2 days. 

Fig. 2. The response to the intravenous injection of 2 units of crystalline insulin of two rabbits 
which exhibited hyperglycaemia as the result of treatment with the glycotrojiit* substance. 

It should be pointed out that the experiments which yielded curves of the 
type shown in Fig. 1 were those in which the injections of the glycotropic sub- 
stance were given over a period of some days, during which time the rabbits were 
feeding normally. Curves of the type shown in Fig. 3 were obtained in experi- 
ments with rabbits which received pituitary injections during a short period of 
fasting, but it is not clear how far the condition of the animal (fasting or fed) at 
the time the injections of pituitary extract were given, determined the type of 
response to insulin. 

In all the above experiments insulin was administered intravenously, but it 
should be mentioned that similar results were obtained when insulin was 
injected subcutaneously [cf. Marks & Young, 1938], 

Control experiments with extracts of muscle, liver, adrenal and pineal tissues, 
prepared in a manner similar to that for the extraction of pituitary gland, showed 
no detectable glycotropic activity in these tissues, under the conditions of our 
experiments (Fig. 4 — Curve A). 




Blood sugar, mg./ 100 ml. 
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Rabbits treated with glyeotropic pituitary extracts have more liver glycogen 
at the end of a short fast than do control animals [Young, 1937, 2; Marks & 
Young, 1938]. Control experiments vrvre therefore made on rabbits in which the 
fasting liver glycogen level was raised . It was found that if our rabbits were given 



Fig. 3. Fig. 4. 


Fig. 3. The influence of treatment \\ith the glycotropic s\ibstance on the hypoglycaemic action of 
insulin in the rabbit, ( urve -4. Average blood sugar response to the intravenous injection of 
2 iinith of ervHtalline in.sulin of (> normal rabbIt^ which had fasted 21 hr. Ciirre B. A typical 
resjionse to the intravenous injection of 2 units of crystalline insulin of a rabbit which had 
received 2 injections of gh'cotropic substanc'c during the preliminary fast of 21 hr. 

(In order to fa<'ilitate comparison, the blood sugar result.s arc expressed as a percentage of 
the initial level, in the control gniup the initial level was 1U3 mg., UM) ml. while in the treated 
animal it w'as 106 mg./ 100 ml.) 

Fig. 4. The influence of treatment with non-8iH»ci!ic tissue extracts and of feeding with glucose, on 
the hypoglyeaemic action of in.sulin in the rabbit. Carre A. A>erage blood sugar res]>onse to 
the intravenous injection of 2 units of crystalline insulin of 6 rabbits which had received 
2 injections of various tissue extracts during the jireliminary fast of 21 hr. Carre B. Average 
blood sugar response to the intravenous injection of 2 units of crvstalhne insulin, of 18 rabbits 
W’hich had received 24 g, of glucose by mouth at the beginning of the preliininarj' fast of 
21 hr. 

24 g. of glucose in 40 ml. of water by stomach tube at the l)eginning of a 21 hr. 
fast, the liver glycogen at the end of the fast averaged 3*2 % (‘ompared with 
1*8% for untreated rabbits, and 5*1% for rabbits treated with glycotropic 
substance (Prolactin (1)) during the period of fasting. The blood sugar level of 
the glucose-fed rabbits was slightly, but significantly, raised, as the average 
initial blood sugar in 18 experiments was 118*0 ± 2*4 mg./lOO inl.,^ compared with 
a normal value (50 animals) of 103*6 ±2*3. However, a comparison of Curve A, 

^ 2-4 is the standard error of the mean value 118*0. The standard error of the mean is calculated 

from the formula e — where 5=^ the mean value of the series of oKservations, a: - any 

V n{H-\) 

individual observation, and w-the number of observations. The difference between tw'o mean 
values is taken to be significant if the value of is greater than 3. 


97—2 
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Fig. 3, with Curve B, Fig. 4, shows that in these animals the hypoglycaemic 
action of insulin was but little altered. 

When the glycotropic activity of pituitary extracts was tested according to 
the later technique described above, the blood sugar level of the rabbits was 
never more than very slightly raised by the injections of the pituitary extracts 
alone, provided that the animals had been handlt^d very carc'fully, and the 
extracts were of a suitable type. In 50 such experiments with active prepara- 
tions, the average blood sugar level immediately before the insulin injection was 
107-4 ± 2-4 mg./lOO ml. while in 50 untreated control animals, which had likewise 
fasted for 21 hr., the blood sugar level averagc^l 103-6 + 2-3. These results show 
that the administration of the anterior lobe extracts alone had no significant 
effect on the fasting blood sugar level of rabbits under the c-onditions of these 
experiments. 

In order to facilitate the comparison of the glycotropic activities of different 
pituitary preparations, it was desirable to adopt a “unit” of glycotropic ac^tivitv. 
As rabbits appear to be somewhat less sensitive to the anti-insulin action of 
glycotropic extracts during the middle of the summer, the results of assays 
carried out during the winter months only were used in this connexion. A unit of 
glycotropic activity was defined as that amount of ex tract which, on subcutaneous 
administration to a fasting rabbit in two equal doses ac(‘ording to the method 
described above, would just abolish, or almost abolish, the hypoglycaemic action 
of 2 units of crystalline* insulin administered intrav('nousl} after a fast of 21 hr. 
Th(‘ hypoglycaemic action of the insulin was considered to be almost abolished 
if the blood sugar level failed to fall more than 10 ing./lOO ml. below its original 
value within 3 hr. of the insulin injection. An approximate valiu* for the minimum 
amount of extract required could usually be determined in 3~5 experiments. 
Although no great quantitative merit can Ik* claimed for the results of these 
assays, the differences observed between the ai^tivities of different types of extract 
were of such a magnitude as to be demonstrable by this method. 

The evidence that prolactin and the glycotropic substance are different 
springs from two main sources: (a) a consideration of th(- wid(*ly diffcTing 
glycotropic activities of different prolactin preparations obtained by different 
methods from pituitary glands of the same species, and by the sariu* method from 
pituitary glands of different speck's ; (6) the preparation of glycotropic extracts 
possessing no detectable crop gland-stimulating activity. 

(a) The relative glycotropic activities of different preparations of proUictin. 
Table III gives the average prolactin and glycotropic activities of different 
prolactin preparations. It will be seen that Prolactin (6), although highly active 
as a pigeon crop gland stimulator, possessed no detectable glycotropic aettivity. 
On the other hand, Prolactin (1), extracted from pituitary glands of the same 


Table III. Average prolactin and glycotropic activities of prolactin 
jrreparations obtained by different methods 


Source of 

Mothod of 

Prolactin content 

Glycotropic 
activity units 

Prolactin units 

hypopiiysis 

extraction 

Kiddle units 

Glycotropic units 

Ox 

(1) 

(2) 

ir)/inl. 

8/100 ml. 

100 


6/mg. 

12/g. 

m) 


(3) 

3-5/ing. 

e.-g- 

580 


(4) 

0*5/mg. 

1/g- 

5(K) 


(•'■)) 

(6) 

3-5/mg. 

5/g- 

<l/g. 

700 


6/mg. 

>6000 

Horse 

(3) 

0-2/mg. 

12/g. 

17 


(3) 

0-3/ing. 

6/g. 

.50 
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species, possessed substantial glyeotropic activity. Horse and ])ig pituitary 
tissues are poor in prolat^tin ac*tivity, but possess glyeotropic activity comparables 
with that of ox pituitary tissiu*. It will Ih^ st^en from Tabl(‘ Til that the maximum 
value of the ratio prolactin activity/glycotropic ac‘tivity (0000) is ov(‘r 350 times 
the minimum value (17), whic^h shows that there can be no relationship between 
the pigeon crop gland activity and glyeotropic activity, i.e. prola(.‘tin and the 
glyeotropic faijtor cannot be identical. 

From the data in Tabl(*s 11 and 111 om‘ can calculate the total prolactin and 
glyeotropic activities of 100 g. of acetone-desiccated ox pituitary gland, as indi- 
cated by the rcisults for tlu; diffen^nt preparations. The results obtained, which 
are given in Table IV, (‘nabl<‘ a comparison to Ik- mad(‘ of the different proportions 
of the total activities present in the desiccated gland whi(^h are carried through 
into these preparations. Prolactin preparations (1), (3) and (5) contain similar 
proportions of th(‘ total prolactin activity presemt in the gland tissue, but 
Prolactin (1) contains at least twice the total glyeotropic activity of the other 
preparations. Prolactin ( 1 ) is obtained by a method involving only one extraction 
of the anterior lobe tissue [Young, 193S|, so that a loss of active material must 
o(»cijr in the primary extraction. This probal'ly accounts for the low(*r proportion 
of the total crop gland -stimulating material found in Prolactin (1), but renders 
thf‘ greater proportion of glyeotropic activity found in this fraction more striking. 

Table IV. Prolactin and glyeotropic activities contained m 100 g. of acetone- 
desiemted ox anterior lobe, as calculatexl from the dota for the different specimens 

of prolactin KMig. of ox ac<*tonc-desimited gland 

(-■ah'ulated to contain 


Method of 

Prolactin Riddle 

Glyeotropic activity 

extraction 

units 

units 

(1) 

22.r,tX)* 

12()* 



k; 

(3) 

3h,4<»0 

(>3 

(4) 

3,«.'i0 

7 

(•M 

34,(KM) 

49 

(«) 


<2 


* riilculuted on tlu‘ assunijition tliat .> g. of fresh tissue ~1 g. of ai'etont*-dc>iocated gland. 

(b) The preparation of glyeotropic extracts possessing no detectable crop gland- 
stimulating activity, A number of preparations of the thyrotropic hormone' from 
ox pituitary gland were found to possess substantial glyeotropic activity. The 
relevant data arc summarized in Table X, 

Table V. Glyeotropic activity of preparations of the thyrotropic hormone 
(All itrcparati(ins extracted from ox hyIK)[)h 3 ^'<i.s.) 

Thyrotropic activity Glycotrojiic 

Method of Rowlands- Parkes" activity Prolactin activity 

preparation units units Riddle units 

(1) 2.ml. .‘i/lOUml. <0'3.'ml. 

(2) 1-5/nig. <l'/g.^ <0'03/mg. 

(3) l-O/mg. 5/g. 

(4) 0-3/mg. — 

* Thew. preparations were contaminated with ijosterior lobe hormones. The residts of the 
glyeotropic tests are therefore unreliable (see below). 

As preparations of the thyrotropic hormone which contain no amotint of 
prolactin detectable by our methods possess substantial glyeotropic activity, it is 
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again emphasized that prolactin and the glycotropic substance cannot be 
identical. 

(c) Differentiation of the glycotropic substance from the thyrotropic and gonado- 
tropic hormones. A number of the prolactin preparations which possessed glyco- 
tropic activity contained only traces of the thyrotropic and gonadotropic hor- 
mones. Tn particular Prolactin (2) and Prolactin (5) possessed so little thyrotropic 
activity that the administration of 20 mg. daily for 5 days failed to induce any 
enlargement of the thyroid gland of the immature g\iinca-pig under the conditions 
of our test. Similarly, the intravtinous administration of 100 mg. of preparations 
of these tjrpes to an oestrous rabbit failed to cause ovulation. The amounts of 
thyrotropic and gonadotropic hormones contaminating these prolactin prepara- 
tions must therefore have been very small, although their glycotropic activities 
were substantial. It is clear that there is no relationship between the gonadotropic 
and thyrotropic activities of pituitary extracts and their gly(;otropic activity, so 
that the glycotropic substance cannot lx? idcnti(*al with the gonadotropic and 
thyrotropic hormones. 

(d) Differentiation of the glycotropic substance from the oxytocic and pressor 
suhstances of the. posterior pituitary gla7id. As se(Mi above, anterior lobe extracts 
which contain only a trace of the oxv’tocic substance possess substantial glyco- 
tropic activity. Fig. 5 gives the average blood sugar response to 2 units of 



Fig. 5. The influenoe of treatment with pituitriii on the hypoglyeaeinic action of inaulin in the 
rabbit. Curve B. Average blood sugar respoiiHe to the intravenous injection of 2 units of 
crystalline insulin, of 6 rabbits each of which hml received 2 injections of 30 units of pituitrin 
(Parke Davis) during the jjreliminaiy fast of 21 hr. 

Curve A is the control curve from Fig. 4, which is inserted for the purpose of comparison. 

crystalline insulin in a group of 6 rabbits, each of which received 2 injections of 
pituitrin (pressor + ox 3 rtocic substance — Parke Davis) containing together 60 units 
of oxytocic activity (Curve B). The average response to the same dose of inmilin 
in control experiments (Curve A, Pig. 4) is included for comparison. The initial 
blood sugar level of the animals treated with posterior lobe extract was usually 
slightly below that of control animals (average value in 6 experiments = 84-0 ± 5-3), 
but the hypoglycaemic action of insulin was normal, the blood sugar level falling 
to about 60 % of its initial value in both groups of rabbits. 

Bum [1923] found that when a posterior lobe extract and inanlin ^ere 
simultaneously injected subcutaneously into a rabbit, the hypoglycaemic action 
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of the insulin was almost abolished. Many other investigators have also found 
that pituitrin administration inhibits the hypoglycaemic action of subcutaneously 
administered insulin and depresses the sugar toU^rancc [trf. Cohen & Libman, 
1937]. As Lambie & Redhead [1929] point out, the circulatory changes x>roduced 
by the injection of pituitrin are profound and these may greatly modify the rate 
of diffusion into the tissues of injected material. The depressed rate of absorjition 
of subcutaneously administered insulin may possibly account j^artly for the 
inhibitory action of simultaneously administered pituitrin. In the present 
investigation the second dose of pituitrin was given some hours before the 
intravenously injected insulin, and it is clear that the results of these experiments 
are not directly comparable with those of Burn and others. Our results do show, 
however, that the anti-insulin activity of the anterior lobe extracts was not due 
to the presence of traces of the oxytocic and vasopressor substances of the 
posterior lobe. 

Anterior lobe extracts h(‘avily contaminated with the oxytocic and vaso- 
pressor substances have always failed to exhibit glycotropic activity, even when 
there was reason to suspect that glycotropic substance was present in the extract. 
In a number of instances it was also found that tlu? glycotropic activity of an- 
terior lol)e preparations was diminished when jmsterior lobe extracts were added 
to them. All these results are explicable on the assumption that when the 
anterior lobe extracts are heavily contaminated with the oxytocic and vaso- 
pressor substances, th(i diminished rate of absorption of the anterior lobe extracts 
caused by the intense vasoconstriction decreases the effectiveness of the ad- 
ministered glycotropic substance. 

2, Th4* infiuvnee of irtjeciio^is of the glycotropic factor on the 
sugar tolerance carve in the rabbit 

It was briefly ivported last year [Young, 1937, 1] that in a rabbit which has 
received 2 injections of a suitable preparation of the glycotropic substance and 
■w'hich has tluTeb}’^ become insensitive to the hypoglycaemic action of 2 units of 
insulin, the sugar tolerance curve is not significantly affected. Fig. C gives the 



Time, in min., after glucose injection 


Fig. 6. Th© influence of treatment with the glycotropic substance on the sugar tolerance curve in 
tho rabbit. Cvrve A, The average blocd sugar response to the intravenous injection of 2 g. 
of glucose in 10 ml. of water of 6 normal i*abbit8 which had faste<l 2J hr. Curve B. The average 
blood sugar response to the same intravenous dose of glucose of the same rabbits after each 
had received two injections of th© glycotropic substance during the preliminary fast. 
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average blood sugar response of a group of 6 rabbits which had fasted 21 hr. to 
the intravenous injection of 2 g. of glucose* in 10 ml. of water, administered at 
0 min. (Curve A). Curve B is the average response of the same group after each 
rabbit had received 2 injections of a glycotropic pituitary extract (in most 
instances Prolactin (1)) which contained in all 1 unit of glycotropic activity. The 
blood sugar response to the intravenous administration of 2 g. of glucose is 
remarkably little affected by previous treatment with an amount of glycotropic 
substance which induces com])lete insensitivity to the hypoglycaemic action of 
insulin. For the first hour after the injection of glucose there is practically no 
difference between the average fall of blood sugar* level in the control group of 
animals and that in the groujr treattKl with the glyc^otropic extract. The blood 
sugar in the pituitary-treated rabbits does not reach quite such a high level as it 
does in the control animals, and appears to fall a little mort* quickly for the first 
60 min., though no difference between the two curves is statistically demon- 
strable. Aftt'r 60 min. the blood sugar level in the control group falls faster than 
that of the experimental group so that at 90 min. a difference exists between the 

two curves which is possibly statistically significant —2-6) . The sub- 

VVc,**-f€2® ’ 

normal rate of fall of blood sugar in the experimental group, begimiing about one 
hour after the glucose injection, could be explained in two ways. First, the 
glycogen stores of a rabbit which has received injections of a glycotropic extract 
during a 21 hr. fast are considerably higher than those of control animals 
[Young, 1937, 1]. It is therefore possible that one* hour after the injection of 
glucose the glycogen stores of the pituitary-treated animals are so full that a 
diminution in the rate of glycogen storage occurs with a conseqiKuit decreased 
rate of removal of sugar from the blood. Second, as Fisher et al. [1936] have 
shown, pituitary extracts may exert a depressing action on carbohydrate* oxida- 
tion during a fast. If, in the normal animal, the fall of blood sugar for about one 
hour after glucose is predominantly due to storage of glycogen, while the 
subsequent fall is primarily associated with carbohydrate oxidation, then the 
observed facts would find an explanation, though it must be confessed that at 
present there seems little evidence to support such a theory. 

If a crude saline extract of ox anterior lobe is used as the source of glycotropic 
activity, the sugar tolerancie of the injectf*d rabbit may be slightly, though 
defirntely, decreased. This is also true for a number of cases in whicli Thyro- 
tropic (1) is used, but does not detract from the value of the observation that the 
administration of other preparations of glycotropic factor, in a dose which is 
sufficient to abolish the hypoglycaemic action of 2 units of insulin, has very little 
effect on the sugar tolerance curve. It is probably of significance that those 
extracts (crude saline extract and Thyrotropic (2)) which are sometimes found to 
diminish the sugar tolerance in the rabbit under the conditions of the above test, 
are those which were found to be diabetogenic in the dog [Young, 1938] . 

Himsworth & Scott [1938, 1] have recently investigated the influence of 
various conditions on the increase in sugar tolerance which occurs in the rabbit 
re^ivmg a high carbohydrate diet as the result of consecutive intravenous 
injections of 1 g. of glucose at intervals of half-an-hour (Staub-Traugott effect). 
They found that the hypophysectomized rabbit receiving a high carbohydrate 
diet showed a Staub-Traugott effect, in that each successive injection of glucose 
resulted in a smaller rise of blood sugar, level than the previous one. When the 
hypophysectomized rabbit received preliminary treatment with a preparation 
of the glycotropic substance, the sugar tolerance was diminished, as shown by 
the absence of Staub-Traugott effect when successive injections of glucose were 
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given. The impairment of sugar tolerance was similar to that which oc?ciirs when 
a normal rabbit receives a diet low in carbohydrate. In view of the results of 
Himsworth & Scott with hypoijhysectomized rabbits it was necessary to dc^ter- 
mine wheth^^r or not the Staub-Traugott eff<jct was abolished in an intact rabbit 
treated with the glyeotropic substance. Although extensive investigations have 
not been carried out on this point, the results show that, as with hypophysecto- 
mized rabbits, the Staub-Traugott effect is abolished in normal rabbits by 
treatment with the glyeotropic substance (Fig. 7). This decrease of tolerance, 



Pig, i. Ihc infinerK’f (>f trout moiit with the glycotro]»ic Hubstanoe on the sugar tolcranoe in the 
rabbit. Curve A. The bhjod stigar ivsponse to three intravenous injections of I g. of glucose, 
atlnnnistered at lialf-lnmiiy intervals to a n(»rinal rabbit. Curve B. The blood sugar response 
in the? same raldiit alter two injections ol the glyeotropic substance. 1 g. of glucose in lU ml. 
of water was injected at the times indicated by the arrows. 

which is explicable on the basis of either of the suggestions put forward above, is 
similar to that which occurs in rabbits fed on a low carbohydrate diet [Himsworth 
& Scott, 1938, JJ. The sugar tolerance of rabbits w^hich have been rendered 
completely insensitive to the hypoglycaemic action of injection of insulin by 
treatment with the glyeotropic substance, is therefore onl}' very slightly de- 
creased, and remains within the range of variation to l>e expected in normal 
rabbits receiving different diets. 

3. The infimiice of ivjectiom of the glyeotropic fa/ytor on the 
hyperglycaemic response to adrenaline in the rabbit 

Corkill et aL [1933] and Copt' & Marks [1934] found that in the rabbit hypo- 
physectomy greatly decreased the hyperglycaemic action of subcutaneously 
administered adrenaline, and conversely, that the administration of a crude 
anterior lobe? extract greatly increased the blood sugar response to the sub- 
cutaneous injection of adrenaline. Administration of a suitable preparation of 
prolactin to the normal rabbit also greatly increases the glycaemic response to 
the subcutaneous injection of adreiiedine [Young, 1936, 1, 2]. 

Ct^ve A (Fig, 8) gives the average hyperglycaemic effect of the subcutaneous 
injection of 20 pg. of adrenaline in a group of io normal rabbits which had fasted 
for 21 hr. Curve B (Fig, 8) is the average response of the same group to the same 
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dose of subcutaneous adrenaline after each rabbit had received two injections 
of prolactin (totalling 1 unit of glycotropic activity /rabbit) during the preliminary 
period of fasting. The difference in average response in the two groups is statisti- 
cally significant, e.g. at 120 min. the average blood sugar level of the control 
group was 121 ±3*5 mg. /100 ml. while that for the experimental group was 
165+14; similar results were obtained for other points in the middle of the 
curves. An increase in the hyperglycaemic responst* to the subcutaneous mjection 
of adrenaline was also found in a rabbit which had received injections of the 
glycotropic substance twice daily for 2-4 days. 



Fig. 8. 



Fig. 8. The influenoe of treatment with the glycotropic Bubstance on the hyperglyt acinic action oi 
Hubcutaneoualy administered adrerialtne in tlie rabbit. Curve The average iilood sugar 
response t(» the subcutaneoua administration of 20/ig. of adrenaline in JO normal rabbitB which 
had fasted 2J hr. ('urve B. The average blood supr response to the same subcutaneous dose of 
adrenaline in the same rabbits after each had received two injections of the glycotropic 
substance during the preliminary fast. 


Fig. 9. The influence of treatment with the glycotropic substance on the hy]>(*rgly( aeinic response 
to the intravenous infusion of adrenaline in the rabbit. Curve A. The average blood sugar 
response to the intravenous infusion of adrenaline at the rate of O‘l)o/ig./kg. boijy weight/niin., 
for 2 hr., in 7 normal rabbits w'hi(!h had fasted for 21 hr. Curve li. The average blood sugar 
response to the intravenous infusion of adrenaline at the same rate* in the same rabbits after 
each had received two injections of the glycotrojiic substance during the preliminarv fast. 


As stated above, Corkill et al, [1933] and {'ojkj & Marks [1934] found that the 
hyperglycaemic elfect of subcutaneously administen^d adrenaline was greatly 
diminished in hypophysectomized rabbits. Russell & Cori [1937] have recHjntly 
shown that the effect of the administration of adrenaline on the blood sugar level 
of the anaesthetized hypophysectomized rat was somewhat diminished when the 
adrenaline was given subcutaneously, but was normal when the adrenaline was 
given by slow intravenous infusion. These authors suggest that hypophysectomy 
diminishes the rate of absorption of adrenaline from the subcutaneous tissues of 
the rat. A comparison of the hyperglycat*mic action in the normal rabbit treated 
with glycotropic substance, of ^ronaline administered subcutaneously and by 
slow intravenous infusion, was therefore of interest. 

Fig. 9 gives the average result for seven experiments in which a normal rabbit 
which had fasted 21 hr. received a slow intravenous infusion of adrenaline for 
120 min. at the rate of O-06/ig./min./kg. body weight (curve A), and the average 
response to adrenaline infused for the same time and at the same rate in the same 
group, when each animal had received two injections of Prolactin (1), containing 
altogether 1 unit of glycotropic activity, during the preliminary fast (Curve B). 
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The slight differences between corresponding points on these two curves are not 
statistically significant. The results show, therefore, that although the h3r[)er- 
glycaeniic response to subcutaneously administered adrenaline is enhanced in 
the rabbit treated with the glycotropic substance, the n^sponse to the slow 
intravenous infusion of adrenaline was, under the conditions of our experiments, 
unchanged within the limits of (‘xperimeiital error. 

As hypophysectomy diminishes the rate of absorption from the subcutaneous 
tissues [Russell & Cori, 1937 ; Heinbecker & Weichselbaurn, 1937J, it is possible 
that the administTation of pituitary extracts also influences the rate of sub- 
cutaneous absorption. According to Heinbecker [1937] removal of the pituitary 
gland increases the action of adrenaline on the smooth muscle of the cat, and 
Heinbecker & Weichselbaurn [1937] sugg(‘st that in the hypophysectomized 
animal ad renal int' w ould cause an accentuated contraction of the blood vessels at 
the site of th(‘ sub(*utaneously injected adrenaline, with a consequent diminution 
in the rate of absorption . Th(\se authors consider that this diminution may account 
for the decreased hyperglycaemic action of subcutaneously' administt^red adrena- 
line. If the injection of our pituitary extracts has an action on the response of 
smooth muscle to adrcmaline, which is the converse of that of hypopliysecjtomy, 
then the administration of glyt^otropic pituitary prepjirations might be expected 
to increase the rate of absorption of adrenaline from the subcutaneous tissues. 
The curves in Fig. 8 show* that the action of subcutaneous adrenaline on the 
blood sugar is more prolonged in the pituitary-injected animals, and it would 
seem impossible to explain this effect by a more rapid absorption of adrenaline 
from the siibcutaueous tissues. At present there seems to be no obvious expla- 
nation as to why the hyj)erglyca<‘mic effect of subcutaneously Injected adrenaline 
is so greatly enhanced in tin? pituitary-treated animals. The slight increase in 
n'sponso to the intravenous infusion of adrenaline in the pituitary-treat/cd 
animals, although not statistically significant on the basis of the numbt^r of 
experiments carried out, may nevertheless indicate a slightly greater sensitivity 
to the hyperglycaemic action of adrenaline wdiich has reached the blood stream, 
as the result of treat ment with tlie glycotropic substance. As the treated rabbits 
have more glycogen in their livers at the end of the preliminary fasting period 
than do control animals [Young, 1937, 2] a slight increase m sensitivity to the 
hy|M‘rglycaemic action of adrenaline would be explicable on this basis alone, 
without recourse^ to a hyq3othesi8 that the liver glycogen becomes more easily 
mobilized under the influence of the pituitary extract [cf. Copt^ & Marks, 1934], 

It should Ix^ recorded in this connexion that in our exiK'rience rabbits treated 
with the glycotropic substance are very liable to exhibit hypc'iglycatunia iis the 
result of a slight emotional stimulus. No special investigation has been made on 
this point, and it is impossible to say whether or not observations of this kind 
would be found consistently in all rabbits, but it has become increasingly clear 
during a long scries of ex{)eriments with the glycotropic substance, that in general, 
careful handling of the pituitary-treated animals is required if the blood sugar is 
to remain at its normal level. It is conceivable that the hyperglycaemic action of 
nerve stimuli is enhanced in these animals. The action of sympathin on the blood 
sugar has recently been investigated by Bodo & Benaglia [1938], but the action of 
pituitary extracts on the degree of hyperglycaemia following nerve stimulation in 
animals with denervated adrenal glands, has apparently not yet been investigated . 

Collip [1938] finds that the injection of his pituitary anti-insulin substance 
inhibits the hyperglycaemic response to injected adrenaline. In our experiments 
there has been no indication of an inhibition of adrenaline h\T)erglycaemia in the 
pituitary-treated rabbits. 
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Discussion 

The results of the present investigation confirm the assumption that the 
pituitary gland contains a substance, the injection of which does not significantly 
alter the blood sugar of the fasting rabbit under the conditions of oiii’ experiments, 
but induces a complete insensitivity to the hy])Oglyoa(*mic action of insulin. 
It was prt^viously found that the daily injection of large doses of this “anti- 
insulin” substance into normal dogs did not induce glycosuria or ketonuria and 
that the “diabetogenic ” and “ anti -insulin ” principles were therefore not identical 
[Young, 1936, 1, 2; 1938J. 

The name “glycotropic factor” was suggested as a convenient one for the 
pituitary substance which antagonizes the hypoglycaemic action of insulin 
without itself inducing a h>q[)erglycac'mia [Young, 1936, 2]. The term “glyco- 
tropic” was not intended to imply any si^ecific mechanism of action of the 
“anti-insulin” factor, although at the time when th(‘ name was suggestc'd it was 
believed that one action of the glycotropic substanc(? was a facilitation of 
hepatic glycogenolysis, particularly the gly(*ogenolytic action of adrenaline. 
Even at that time it was realized that this view w'as not altogether satisfac'tory 
[Young, 1936, 1], and the results since obtained do not siip})ort it. At present the 
mechanism whereby the anti-insulin action is exerted is not clear (see below), 
but until more is known about the nature and mechanism of action of the 
principle concerned, it is proposed to retain the name “glj^cotropic ” factor or 
substance to describe it. 

The identity of ihe glycotropic substance 

The results of the present investigation differentiate the glycotropic substance' 
from prolactin (pigeon crop gland-stimulating substan(‘(*), the thyrotropic? and 
gonadotropic hormones, and the oxytocic and pressor substances of the pituitar}' 
gland. Tissues other than the pituitary gland have failed to yield active extracts. 
So far there is no evidence as to whether or not the glycotropic substanct? is 
identical with the adrenotropic, ketogenic or glycostatic [Russell & Btmnett, 
1936] pituitary substances, or with the pituitary substance which increases the 
fat content of the liver [Best & Camplxill, 1936]. 

According to a recent preliminary communication by Collip [1938 1, the 
pituitary melanophore-expanding substance, the ketogenic and anti-insulin 
substances, and a pituitary substance which antagonizes the hyperglycaeraic 
action of adrenaline, are all identical. The single primnple responsible for all these 
cflFects is believed to be produced in the pars intermedia of the pituitary gland. 
The full evidence for the belief that only one principle is responsible for so many 
different effects is not yet available. The results of tlie present investigation 
throw no light on the question whether or not the glycotropic substance is 
identical with the substance or substances responsible for the effects considered 
by Collip, and a discussion of this question is then'fore not profitable at present. 

In our experience loss of activity always occurs when preparations of the 
glycotropic substance are dried, and, as shown in Tables III and IV, Prolactin (1), 
which is an undried extract, contains a much higher proportion of glycotropic 
activity than the other preparations used. Our extracts containing the glyco- 
tropic substance can be dialyzed in cellophane bags ( Visking) without undergoing 
appreciable loss of activity, but Collip [1938] finds that a substance capable of 
neutralizing the hypoglycaemic action of insulin will pass through a cellophane 
or cuUodion membrane, if the solution has been previously adjusted to pH 10 
and heated on a boiling water bath for one hour. Further investigations on the 
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stability of the glyootroj)ic substance towards heating in alkaline solution are 
required before the relation between the results of the present investigation and 
OoUip’s interesting findings is clear. 

The most active preparations of the glycotropic substance were obtained 
from anterior lobe which had been carefully dissected from posterior lobe tissue, 
so that thcisc preparations were virtually free from oxytocic activity (Table IT). 
It is therefore* safe to assume that the glycotropic^ substance is pres(*nt in either 
the pars anterior or the pars intt'Tmedia, both of which may be present in the 
anterior lobe as obtained by our method of dissection. Collip [1938J believes 
that his anti -insulin substance is formed in the pars intermedia, but at present 
no (*viden(!e is available to determine whether or not this is true for the glycotropic 

substance. ^ ^ , 

TM mernanism of aclton of the glycotropic mostonce 

(Jope & Marks [1934] found that in hypophysectomized rabbits the blood 
sugar often fell to a very low l<*vel and the animals exhibited sym[)toms of 
hypoglyeaemia in spite of th(^ presence of ample reserves of liver glyeogt‘n. They 
also found that the hyperglyeaemie action of subcutaneously injected adrenaline 
was deerc'ased in hypophysectomized rabbits and inen^ased in rabbits treated 
with suitabh* anterior IoIk* extracts. These authors thcTcfore put ff>rward the 
attractive* hypothc*sis that the anterior lol>e of the pituitary gland contains a 
prineiph^ w'hieh remiers the* glycogen atc»res of the liver mon* susceptible to the 
mobilizing action of adrenalines [ef. also Young, 1930, IJ. Mon* r(‘eentJy C'opc* 
[1937] has found that in the fasting hypophysectomized young rabbit, the blood 
sugar l(*vel is maintained until the liver glycogen stor(‘s an* depleted; in the 
absence of liver glycogen there is a ra])id fall of th(‘ blood sugar to (*onvuisive 
lev<*ls. As the hy})erglycat*mie action of intravenously infused adr(*naline is 
probably unaffected both by hypophyseetomy |in the rat — Russ(*ll & (!ori, 1937] 
and by treatment with pituitary extracts [in the* rabbit — pr(*sent communication) 
the* hypothf'sis of (bpe & Marks is not supporte<l. This hypothesis is also not in 
agre(*ment with the observations of Hirasw'<»rth & Scott (193S, 2] who found that 
the glycotropic substance* was active in abolishing the hypoglyc'aernic action of 
insulin administ(*red to mlreiialeetomized rabbits. 

The injection of insulin lowers the blood sugar level of llu* intact animal 
because the production of sugar by the liver is inhibited |(V)ri et al. 1923; Cori, 
1931], and lH*eaust* the processes of glycogen formation in th(* muscles and sugar 
oxidation in the pt*ripheral tissucvs generally are stimulated [Best d at, 1920]. 
Marks [1930J found, with eviscerated eats rt*ceiving glucose intravenously, that 
pi*e-treatment with suitable anterior pituitary extracts inhibited the action of 
insulin in increasing the muscle glycogen levtd, while* Himsworth & Scott 1 193S, 2] 
found that the accelerating a(*tion of insulin on tlie spontaneous fall of the blood 
sugar level which normally occurs in hepatectomized rabbits, is lacking if the 
rabbits are treated with a preparation of the glycotropic substance before 
hepatectomy. We may therefore assume that, in inta(*t rabbits, treatment with 
the glycotropic substance inhibits the increa.se in the yieripheral absorption of 
sugar which normally follow’s the administration of insulin. The complete 
abolition of insulin hyy^oglycaemia in the pituitarv-treated animals show'll in 
Fig. 2 is explicable on the basks that the action of insulin in inhibiting the 
production of sugar in the liver has also Ix^en abolished undt*r the influence ot the 
pituitary extract. The form of curve illustrated in Fig. 1 is more difficult to 
explain. The simplest assumption is that in the livers of tht^se animals the 
glycogenolytic action of adrenaline, secreted in response to the fall of blood sugar, 
has been greatly exaggerated by treatment with the pituitary extract, so that the 
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initial fall of blood sugar causes an excessive outpouring of sugar from the liver. 
However, as we have seen above, there is no reason to suppose that the glyco- 
genolytic action of adrenaline in the liver is greatly increased under the influence 
of our pituitary extracts. It is possible, of course, that in the liver the effective- 
ness of glycogenolytic nervous stimuli is increased under the influence of the 
glycotropic substance, and that such stimuli normally play a part in raising the 
blood sugar to its normal level after insulin hypogl^^caemia. Definite evidence 
on this point is lacking, however, but it may be mentioned that Cori & Cori [1927] 
have found that the fall of liver glycogen which normally follows the injection of 
a small dose of insulin into a fasting mouse is just as marked in adrenalectomized 
animals as it is in normal mice. This suggests the possibility that a stimulus other 
than that of adrenaline secreted from the adrenal glands is acting on the liver 
during insulin hypoglycaemia. 

Rabbits treated with pituitai*y extracts containing the glycotropic substance 
have more liver and muscle glycogen at the end of a short period of fasting than 
do normal animals. One would expect that the presence of a large amount of 
glycogen in the liver would modify the extent of the fall of blood sugar level 
aftc^r insulin administration, but the result illustrated in Fig. 4 shows that 
raising the liver glycogen by this means to over 75% above its normal fasting 
value had no very great influence on the hypoglycaemic response to the injection 
of 2 units of crystalline insulin. This suggests that the liver glycogen level 
cannot by itself be the controlling factor in the pT'oduction of insensitivity to the 
hypoglycaemic action of insulin by treatment with our pituitary extracts. Wc* 
must conclude, therefore, that unkl further results are available, the simplest 
assumption is that of a direct antagonism, both in th(» liver and peripherally, 
between the action of the glj^cotropic substance and that of insulin. 

Summary 

1 . The glycotropic (anti- insulin) principle of the pituitary gland is not identical 
with any of the following pituitary substances: prolactin (i.e. the pituitary 
substance capable of stimulating growth of th(‘ pigeon crop gland), thyrotropre 
hormone, gonadotropic hormone, oxytocic and vasopressor substancc^s. 

2. Preparations of the glycotropic substance containing no detectable 
prolactin, and preparations of prolactin containing no detectable glycotropic. 
substance, have been obtained. 

3. In rabbits whi(;h are renderc'd insensitive to the hypoglycaemic action of 
2 units of insulin by treatment with the glycotropic substance, the hyperglycaemic 
action of subcutaneously injected adrenaline is substantially increased, but the 
effect of intravenously infused adrenaline is not significantly affected. In such 
rabbits sugar tolerance is slightly diminished. 

4. The glycotropic substance apparently does not antagonize the hypo- 
glycaemic action of insulin by facilitating the glycogenolytic action in the liver 
of ^renaline secreted by the adrenal glands. It may directly antagonize the 
action of insulin both in the liver and in the peripheral tissues. 

I wish to express iny thanks to Dr I. W. Rowlands and Mr M. Chance who 
carried out the prolactin and thyrotropic hormone assays necessary for this 
investigation. During the initial stages of this work, at University College, I 
received a grant from the Medical Research Council which partly defrayed 
expenses, and a special grant from the Diabetic Association which provided for 
technical assistance. I wish to express my thanks for these grants, and also for 
the skilful technical assistance of Mr E. A. Woollett. 
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Although Loeb [1922] has shown that the properties of proteins need not he 
described vaguely as complex colloidal phenomena but that ordinary physieo- 
ehemical prineiph^s provide a basis for adequate explanation, and although 
chemical methods have been successfully applied in demonstrating that other 
biologically important substances are compounds of definite chemical con- 
stitution, nevertheless, in the case of proteins their (complexity has l(»d to the 
tendency to place them in a class apart. Blood s(»rum, for example, is sometimes 
regarded as a single complex protein incapable of Inung separated into fractions 
of definite chemical composition, and any fractions that are obtain(‘d are re- 
garded as artefacts [Block, 1934J. An altcTnativo sugge^stion is that serum 
consists of innumcTable fractions differing only slightly from one anothcT or 
which are even interconvertible. 

These views, which would render the chemical investigation of proteins of 
very limited value, have not bt*en accepted in this or preceding cojumunications 
but, as a working hypothesis, it has been assumed that th(i serum proteins 
consist of a limited number of chemical individuals of reprodu(3ibl(' pro|jerties. 
The objects of the inve.stigation, therefore, have be‘en to prepare fractions as 
pure as possible, to seek means of identifying individual proteins and to obtain 
criteria of purity of each. 

Although the albumin fraction of serum has been g(uierally regarded as 
consisting essentially of a single protein, nevertheless as early as 1884 Halli- 
burton, on the basis of coagulation temperatures, suggested that albumin did not 
consist of a single homogeneous fraction. The same concjlusion was reached by 
Sorensen [1930] on the basis of solubility measurements and by Hewitt [1934] 
as the result of carbohydrate determinations and it was (Eventually possible 
[1936; 1937 ; 1938] to separate from the albumin fraction of serum three distinct 
proteins, crystalbumin, seroglycoid and globoglycoid, which are distinguishable 
by biological, chemical and physical methods. 

Chemical and physical evidence suggests that Wirurn globulin is a mixture 
of different proteins [Hewitt, 1927; 1934; 1938; Lustig & Haas, 1931; Tiselius, 
1937; Stenhagen, 1938] and this communication describes attempts to carry 
further the identification of chemically individual proteins in the blood serum of 
various animals and in various body fluids of human patients. 

( 1640 ) 
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L THE BLOOD SERUM OF NORMAL ANIMALS 

The isolation and properties of crystalbumin and seroglycoid, the main 
constituents of the albumin fraction, have been described previously and 
atUntion in this section is directed mainly to the globulin fractions. 

In a former communication [1938] two euglobulins, designated 1 and IT 
respectively, were described in the case of horse scTum. Euglobulins of similar 
characteristics have now been obtained from human, ox and rabbit sera. Euglo- 
bulin-1 separates out first when globulin fractions are dialysed in neutral 
solution ; it is obtained in the form of a white precipitate' recpiiring a fairly high 
(‘oncentration of salt to render it soluble. Euglobulin-II is precipitated when the 
solution from which euglobulin-I had bc^en precipitated is either brought to 
/iH 6 or else is subjected to prolonged dialysis against distilled water to remove 
traces of salt. Euglobulin-II is obtained in the form of a semi-liquid precipitate 
frequently greenish-blue in ( olour and it is soluble in the presence of traces of 
salts. In many respects it resembles the “viscous protein” of lloladilhe [1936] 
and its comjK>sition will dealt with in later sections of tliis pape^r. 

The water-soluble globulins or pseudoglobulins may be separated into 
fractions of varying prop(^rti(‘S, the fraction most readily precipitated by 
(NH 4 ) 2 S().|, Na 2 iS ()4 or NaC1 having the lowest carbohydrate content [Hewitt, 
1934 ; 1938]. The preciyntin reaction of this fraction has Ix'en studied by Kendall 
[1937] who calls it water-soluble euglobuUn or a-globulin. Since euglobulins are 
insoluble in water and since tin* latter name may Im' confused with a-globulin 
of Tiselius |1937], it is c*onsidered prc!feral)le to call the fraction psi vdo- 
globulin- A. 

The Tnain bulk of the ps('iidoglobulin-A fraction is precipitated by onc'-third 
saturation with (NH 4 ) 2 S() 4 , or by saturation with NaOl, but considerable amounts 
n'lnain unprecii)itatc‘d and nearly all th(' globulin fractions so far examined 
contain a certain amount of this protein. It is precipitaU'd by comj)aratively 
low concentrations (about 20 of alcohol in the absence of salt but contrary 
to common expectation higher concentrations of alcolu^l an' necessary in order to 
('fTect precipitation in the presence of small amounts of salt. 

The main pseudoglobulin fraction is not precipitable by one-thii*d saturated 
{NH 4 ) 2 S 04 but is precipitated when the {NIl 4 ) 2 S 04 concentration is raised to 5U % 
saturation. Aftor dialysis to remove salts and euglobulins, the psoudoglobulin 
remaining in solution, as will be shown lat€*r, appt'ars to consist of at least three 
different proteins, including pse\uloglobulin-A and globoglycoid. 

Globoglycoid is a globulin fraction first obtained from the albumin fraction 
of horse serum [Hewitt, 1938]. AfU*r removal of the main bulk of the seroglycoid 
th(^ crystalbumin frequently contains considerable amounts of globoglycoid 
w^hich may be separated by neutralizing the solution and precipitating with 55 % 
saturated (NH 4 ) 2 S 04 solution. It is now found that the serum globulin fraction 
pnndpitated between the limits 45 and 55 % saturation with {NH 4 ) 2 S 04 is rich in 
globoglycoid, and a similar fraction was obtained by precipitation between the 
limits 20 and 22% Na 2 S 04 [Hewitt, 1934]. Removal of other albumin and 
globulin fractions from globoglycoid is difficult and the difficulties are enhanced 
by the accumulation of lipins in the fraction. In the case of human, ox and 
rabbit serum globoglyeoids the solutions are frequently milky in apt)earance 
whilst even with horse serum globoglycoid the protein is difficult to centrifuge 
down owing to the presence of fatty matter. As will be shown later globoglycoid 
is of importance from the point of view of euglobulin formation. 

Biochem. 1938 xxxn 
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It is not easy to make quantitative determinations of the distribution of the 
various proteins in serum by fractionation processes, since the repeated repre- 
cipitations necessary to effect purification result in large and unpredictable 
losses. In addition, as will be shown later, figures for euglobulin depend upon a 
variety of experimental conditions so that figures in the following table must be 
regarded as approximate only, but they serve to show the differences between 
the serum protein distributions of different animal species. 

Table I. Distribution of serum proteins in blood of different animals 


BesultB are given in g. per 100 g. total protoin. 



Horse 

Ox • 

Rabbit 

Human 

Euglobulin 

12 

17 

8 

17 

Pseudoglobulin 

46 

28 

16 

22 

Crystalbumin 

33 

47 

66 

53 

Seroglycoid 

9 

8 

10 

8 


In the scrum of a horse immunized with diphtheria toxoid the crystalbumin 
content fell from 33 to 13 % of the total with a corresponding increase in th(^ 
globuhn fractions. Pathological changes in human serum are dealt with in a 
later section. 

The value of the carbohydrate content in distinguishing protein fractions 
has been indicated in previous papers [1934; 1936; 1937: 1938]. Oystalbumin 
has been shown to be carbohydtate-free and seroglycoid to contain about 
7 % of galactose-mannose [1936; 1937J. In the case of rabbit serum as mentioned 
previously [1937] the solubility relations of the constituents of the albumin 
fraction arc such that separation is sometimes difficult as mixtures of i)rotein8 
tend to be precipitated together. Some specimens of seroglycoid have a carbo- 
hydrate content appreciably greater than 7 % owing to the presence of mucoid 
which is readily separated by reprecipitation processes. 

It is, however, the carbohydrate e.ontents of the globuhn fractions with 
which we are chiefly concerned at present and some of the results obtained are 
summarized in Table II. The modification of the Sorensen & Haugaard [1933] 
method previously described was used except that for colorimetric comparison, 
in place of the step-photometer, a photoelectric Spekker absorptiometer with 
filter 5 was used for some of the moasuromonts. 

Table II, Carbohydrate contents of globulin fractions 


g. of galactose-maiinose per 100 g. of protein. 


Fraction 

Horse 

Ox 

Babbit 

Human 

Pseudoglobulin-A 

1-4 

1-4 

1-5 

1-5 

Main pseudoglobulins 

2-4 

3-6 

2*5 

3-4 

Globoglycoid 

Euglobulin-I 

5-6 

4-9 

41 

5-4 

1-8 

21 

2-6 

2*8 

Euglobulin-11 

3*6 

3*4 

3-2 

4-0 


Just as in the cases of crystalbumin and seroglycoid the carbohydrate 
contents of the corresiionding globulin fractions of the different animal sera 
resemble one another but there are several points of additional interest. 

In each case pseudoglobulin-A has the lowest carbohydrate content, about 
1'4 % . and prehminary experiments indicate that further purification processes, 
although leading to considerable losses of the material, may reduce the carbo- 
hydrate content even further. The main pseudoglobulin fractions of human and 
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ox serum have a higher carbohydrate content than those of horse serum probably 
owing to the smaller proportion present of pseudoglobulin- A vdth its low carbo- 
hydrate content. 

Composition of euglobulin-II 

Some specimens of pseudoglobulin-A and the main pseudoglobulin fraction 
when mixed together produce a precipitate and Kendall [1937] suggests that 
euglobulin is a mixture of pscudoglobulins. The matter is, however, a rather 
complicated one. 

As mentioned above and in a previous communication [1938] there appear 
to be two distinct euglobulins and it is euglobiilin-ll of which the propi^rties and 
l)ehaviour suggest that it may be composed of mixed water-soluble pseudo- 
globulins. Furthermore, experiments have so far failed to produce euglobulin 
precipitates when horse, ox or rabbit serum protein fractions w(?re mixed and 
there has been success only when human serum fractions participate in the 
reaction, although as will be seen later there is evidence that horse serum 
eiiglobulin-II contains pseudoglobulin-A. 

The next observation was that pseudoglobulin-A gave the heaviest pre- 
cipitation ol* euglobulin when it was mixed not with the main pseudoglobulin 
fraction but with globoglycoid. 

Proteins from tb(‘ sera of different animals were mixed and it was found 
possible to obtain a euglobulin-II of mixed origin, the components being derived 
from different animal species. The results are summarized in Table 111. 

Table III. Euglobulin-II precipitates from serum globulin fractions 
of different aninml species 


+ indicates jirecipitntion, 0 no precipitation. 


Globoglycoid 

from 


Pseudoglobulin-A from 


Human 

Horse 

Ox 

Rabbit 

Human 


0 

0 

0 

Horse 

•f 

0 

0 

(» 

Ox 

+ 

0 

0 

0 

Rabbit 


0 

0 

0 


It will be seen that in every case the pseudoglobulin-A constituent must bo 
of human origin, whilst the globoglycoid may be derived from human, horse, ox 
or rabbit serum and yet produce a precipitate. The globoglycoid fraction is 
rich in lipins which have been considered to be concerned in euglobulin formation 
and it was decided to investigate the precipitating powers of globoglycoid freed 
from lipins. For the removal of lipins a more rapid modification of a method 
previously descrilwd [Hewitt, 1927] was used. 

60 ml. of globoglycoid solution cooled to 0° were added gradually to 360 mi. 
of alcohol-ether (7 : 3) mixture kept at — 15"^. After being allowed to stand for 
an hour the precipitate was centrifuged down in chilled centrifuge buckets. 
The supernatant fluid was decanted off and the solid was suspended in 400 ml. 
of alcoiiol-ether mixture at —15°. After centrifuging the solid was washed 
twice in a similar manner with chilled ether which had been distilled over sodium 
metal. The whole process up to this stage had occupied less than 2 hr. The solid 
was now transfer!^ to a Soxhlet apparatus and extracted with ether, sodium 
metal being present in the extraction flask to remove any watcT or alcohol 
present. After 2 hr. extraction, fresh ether and sodium were added and the 
extraction was continued for a further period of 3 hr. The solid was then dried 

98—2 
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in vacuo over sulphuric acid and was finally obtained in the form of a fine white 
powder readily soluble in water. 

It was found that this lipin-free globoglycoid still precipitated with human 
pseudoglobulin -A indicating that the lipin content of the globoglycoid was not 
an essential factor for the precipitation. 

Some quantitative experiments on the amount of precipitate obtained under 
different experimental conditions are summarized in Table IV. 

Table IV. Amount of eughbuUn precipitated by mixing human pseudo- 
globulin- A with various proteins 


I'recipitate in mg. obtained from 10 mg. of mixed ])roteinH. 


Proportion of 
pseudoglobiilin-A 
present 
% 

Human serum 
pseiuloglobulin 
(main fraction) 

8ornm globoglycoid from 


' pH 6 

pH 7 ' 

Human Horse 

Kabbit 

Ox 

85 





40 

1-2 

— 

75 

— 

— 

50 3-4 

10 

— 

G7 

— 

2-6 

GO — 

2 4 

41 

60 

31 

20 

(H) 24 

2*9 


50 

40 

2*7 

20 

11 

2() 

_ 

_ 


Pn^cipitation is greater at pH 6 than at pH 7 as would be i^xpcM^ti'd from the 
properties of euglobulin II already mentioned. Tlu^ preeif)itatc'! obtained with 
globoglycoid was greater than with the main pseudoglobulin fraction, sugge^sting 
that the globoglycoid present in the main pseudoglobnlin fraction was the active 
precipitant. 

Further discussion of the data described is po8t[>onecl until consideration 
of the evidence given in later sections. 


11. HUMAN BLOOD SERUM AND PATHOLOGICAL 

BODY FLUIDS 

Human sera, urine, ascitic fluids and pleural effusions have been subject^nl 
to fractionation processes by the method already outhnod with a view to de- 
tecting any considerable abnormality in the distribution of the various protein 
fractions. 

The results of some of the fractionations are summarized in Table V. Dr 
Alston and Dr S. H. Robinson of the Archway Hospital Group Laboratory very 
kindly sent the specimens investigated. 

Table V. Protein fractions obtained from various human body fluids 

g. per 1 1. liuid. 


Heart Liver Chronic parenchymatous iiephritiH 

failure Oirrhosin f 


Fraction 

Normal 

serum 

ascitic 

fluid 

ascitic; 

fluid 

Senim 

Urine 

Ascutic 

fluid 

Ascitic 

fluid 

Pleural 

fluid 

s 

Pleural 

fluid 

Pseudoglobulin • A 

5-4 

04 

1*9 

2-6 

— 

0*5 

0*2 

1-6 

04 

Pseudoglobulin 

51 

0-8 

1-7 

5-7 

1-2 

0*9 

0*6 

1-7 

1*5 

(main fraction) 
Euglobulins 

84 

M 

1*3 

50 

1*2 

1-2 

0-8 

2-6 

1-7 

Orystalbumin 

25-3 

8-0 

34 

3-8 

1*7 

M 

1-0 

3-2 

20 

Seroglycoid 

3-6 

2-3 

2-2 

54 

1-8 

0-8 

0-7 

1-2 

04 
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The number of specimens examined is limited and it is inevitable that 
material is lost during fractionation processes, but despitt? its limitations the? 
information obtained prestuits several jioints of interest, esi)ecially with r(‘gard 
to the various body fluids obtained from the cas(^ of chronic parenchymatous 
nephritis. All these specime^ns were obtained from the same patient, a man 
aged 51 with albuminuria and generaliz(‘d oc^lema of a recurrent type; the blood 
urea (?onc(mtration varied from OOfl to 0*11 %. 

The low albumin : globulin ratio in such cases of nephritis is well-known but 
we now know that the albumin fraction iiKjludes seroglycoid and globoglycoid 
in addition to crystal bumin. It is intcircsting, therefore, to consider the crystal- 
bumin (ioncentration aj)art from the otlu*r components of the albumin fraction. 
Thus the albumin : globulin rat ios of the normal and ne])hritic sera in the table 
were 1*4 and 0*8 rcs^Kictively, whilst the ratios of crystalbumin : “other proteins” 
were 0*8 and 0*2 respectively. The difference is, therefore, much more striking 
when the crystalbumin alotu) is considered instead of the whole albumin fraction. 
The. explanation of this is discussed later. 

There is some evidence of a decreased proportion of j^seudoglobulin-A in the 
globulin fraction of the nephritic sj3ecimens as has been indicated by the pre- 
cipitin tests of Kendall [T937J. 

The properties so far examined of the various fractions w<tc similar ir- 
respective of whether their origin was serum, urine, ascitic fluid or pleural 
effusion. The carbohydrate content of the pseudoglobulin- A fractions approxi- 
mated to 1*5% and that of the globoglycoids to 4 or 5% although the quantity 
of material available precluded careful purification. The carbohydrate contents 
of the main pseudoglobulin fractions varied from 2*3 to 4*4% according to the 
})roportions present of the various j>rotein8 comprising the fraction. Pseudo- 
globulin-A and globoglycoid derived from different body fluids, when mixed, 
yi(*lded a precipitate of euglobulin-Il just as in the case of proteins obtained 
from serum. 

The high carbohydrate content (16*4%) of a cnide specimen of seroglycoid 
from nephritic ascitic fluid suggested the presence of the mucoid investigated 
by Zanetti |1897] and Bywaters [1909], and fractionation with (NH 4 ) 2 S 04 
resulted in the separation of two fractions, one mainly seroglycoid containing 
8*5 % of galactose -mannose and the other, probably miieoid containing 20 % of 
carbohydrate. 


III. HORSE SERUM STUDIED BY MEANS OF 
THE PRECIPITIN REACTION 

The difficulty of obtaining pure antigens and the correspondmg specific 
antisera and the ease with which biological tests are influenced by slight 
variations in experimental conditions, must necessarily set limits to the value 
of the precipitin reaction, and the accuracy attainable in chemical analysis is 
not reached. Nevertheless, precipitin tests are of great value for the qualitative 
examination of the homogeneity of protein fractions. Results of some quan- 
titative significance may l)e obtained by observation of the first tube in a graded 
series of dilutions to exhibit flocculation [Dean & Webb, 1926], and, in con- 
junction with this method, by determining the nitrogen content of the floccules 
precipitated under appropriate conditions [Heidelberger & Kendall, 1932]. 
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The importance of the route and mode of inoculation in the preparation of 
antisera is apparently greater than is generally appreciated and this will be 
discussed in a later section. 

The antisera used were prepared by twice-weekly intravenous injections into 
rabbits of suspensions of alum-precipitated proteins over a period of 3 or 4 weeks, 
the course of injections being repeated if necessary. Antisera to four different 
fractions were investigated and they are described below. 

Aniipsetidoglobulinr-A serum reacted only with pseudoglobulin- A and on other 
zone of precipitation was observed. 

Antighbaglycoid serum reacted principally with globoglycoid but a subsidiary 
zone of precipitation was observed and this was traced to the presence of anti- 
body to crystalbumin, which was removed by absorption in the optimal pro- 
portion with pure crystalbumin. 

Anticrystalhu7nin and antiseroglycoid sera reacted only with the homologous 
antigens. 

Titrations of the antigens with the homologous antisera are summarized in 
Table VI. 


Table VI. Precipitin rerniicms of antigens with their homologous antisera 


Antisera were diluted 1 in 20 and mixed with equal volumes of antigen of dilutions 

given in table. 


Antigen 100 

300 

1000 

3(KK) 

10»000 

30.000 

100, 0(K) 

Pseudoglobulin-A 

- 

- 


4- 4* 

4 •+ 


Globoglycoid 

•H 

+ + -4- 

4 4* 

4 

- 

- 

Crystalbumin - 

- 

— 

- 

-f 4 1 

4 1- 

-f- 

•Seroglycoid - 

- 

- 

- 

4- 4- 

4 -J- 

4- 


Having thus obtained four specific sera each reacting with one of the protein 
constituents of serum, it became possible to investigate the composition of 
various sera and senim protein fractions. The method of carrying out the 
precipitin tests was to mix equal volumes of antiserum, diluted 1 in 20, with 
graded dilutions of the protein solution ranging from 1 % down to one-hundred 
thousandth or less of this concentration, and to observe the tubes at intervals 
for the first appearance of opalescence and flocculation. 

Tested in this way good specimens of pseudoglobulin-A and crystalbumin 
behaved as homogeneous proteins, seroglycoid contained small amounts of 
crystalbumin whilst globoglycoid was found to contain small amounts of pseudo- 
globulin-A and crystalbumin. The main pseudoglobulin fraction also contained 
pseudoglobulin-A and it appears that nearly all globulin fractions contain this 
protein in greater or less amount. 

Suitable proportions were found by preliminary tests in graded dilutions, 
and quantitative determinations were then carried out [Heidelberger & Kendall, 
1932] by mixing the antisera with various fractions, keeping the proportions 
present in the region of antibody excess. After standing overnight in the ice- 
chest the precipitates were centrifuged down, washed with saline and the nitrogen 
contents determined by the micro-Kjeldahl method, the protein : nitrogen 
factor of 6*45 being used throughout in the calculations. 

' The antisera used were first standardized by determining the amount of 
precipitate produced by known amounts of the appropriate protein and plotting 
the curve connecting these quantities (Fig. 1). The amount of any of the four 
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proteins present in a fraction may be ascertained by determining the amount 
of precipitate obtained with the appropriate antiserum and reading off from 
the curve the corresponding quantity of antigen. 



Fig. 1 . Amount of protoin precipitated on adding various horse serum 
proteins to the corresponding rabbit antisera. 


The resiilts are summarized in Tables VII, VIII, IX and X. 


Tabic VII, Pseudoglobidin-A antisprum precipitin reactions 



Amount of 

Protein 

Pseudoglobulin-A 

Specimen 

Kjiecimen 

pifcipitated 

jiresent (calculated) 

examined 

taken 

mg. 

mg. 

1 ^eudoglobiiiin- A 

(M3 mg. 

1*68 

— 

»» 

0-27 mg. 

2*99 

— 

•j 

0-44 rag. 

4*«1 

— 

Horse serum 471 

0 02 ml. 

5*02 

0-490 

489 

0*02 ml. 

5*08 

0*565 

478 

0 (H)33 ml. 

3*37 

0*310 

Globoglycoid 

2*2 me. 

2-95 

0*270 

Total globulins 

0*91 liig. 

5*85 

0*585 

Kuglobulin-II 

0*45 mg. 

3-08 

0*283 

Fsoudoglobiilin 

0'4l mg. 

316 

0-290 

(main jfraction) 



Table VIII. 

Globoglycoid antiserum precipitin reactions 


Amount of 

Protein 

Globoglycoid 
present (calculated) 

Specimen 

specimen 

precipitated 

examined 

taken 

mg. 

mg. • 

Globoglycoid 

O' 10 mg. 

M7 

— 


0-34 mg. 

1*79 

— 

Horse serum 471 

0*55 mg. 

0*10 raL 

2*39 

207 

0-46 

489 

0*10 ml. 

2-08 

0-47 

478 

(MO ml. 

2'36 

0-59 

Pseudoglobulin 

3*50 mg. 

1-68 

0-34 

(main fraction) 
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Table IX. CrystalJbumin antiserum precipitin reactions 



Amount of 

Protein 

( 'rystalbumin 

vSpecimen 

Hpcoimeu 

]»recipitated 

}»re8ent (calculated) 

examined 

taken 

mg. 

mg. 

Crystalbumin 

01 9 mg. 

4-02 

-- 


0*27 mg. 

4-96 

— 


0*32 mg. 

rvTcl 

— 


()4)4 mg. 


— 

Horse scrum 471 

0*02 ml. 

5-78 

0-34.-) 

489 

0*02 ml. 

6:10 

0*400 

478 

0*07 ml. 

S-O.') 

0*640 

(Hoboglyeoid 

4*40 ing. 

.')-24 

0*290 

Table X. 

Seroglycoid antiserum precipitin 

reactions 


Amount of 

Protein 

Seroglycoid 

Specimen 

specimen 

])recipitated 

present (calculated) 

examined 

taken 

mg. 

mg. 

SerogIyef)id 

0*11 mg. 

1*4.*> 

— 


0*26 mg. 

2*71 

— 

Horse serum 471 

0*74 mg. 

3-43 

— 

0*10 ml. 

3-03 

0*30 

489 

0*02 ml. 

1-40 

on 

478 

01 0 ml. 

2*71 

0*26 


Some interesting conclusions can be drawn from tlu' tables. The? main 
pseudoglobulin fraction of the horse serum examined was found to consist of 
70 % of pseudoglobulin- A and 10 % of globoglycoid, leaving 20 % to be accountc-d 
for in the form of some other pseudoglobulin. Human serum pseudoglobulin 
contains only 30% of pseudoglobulin- A according to Kendall [1937J. The higher 
proportion of pseudoglobulin-A in horse serum pseudoglobulin probably accounts 
for the lower carbohydrate content of horse serum fractions compared with 
human serum fractions, as mentioned previously. 

Globoglycoid was first separated from the albumin fraction [Hewitt, 1938], 
but precipitin tests now show that the main pseudoglobulin fraction also 
contains about 10% of globoglycoid. This is supported by the fact that the 
pseudoglobulin fraction precipitated between the limits 45 and 55 % saturation 
with (NH 4 ) 2 S 04 has the properties of globoglycoid. 

Euglobulin-II from horse serum was found to contain 63% of pseudo- 
globulin- A; this may be compared with the figures 48-65 % obtained for human 
euglobulin [Kendall, 1937]. 

The difficulties of purifying globoglycoid have already been discussed and 
they are illustrated by precipitin reaction results which indicated that the 
specimen of globoglycoid examined contained 6 % of crystalbumin and 12 % of 
pseudoglobulin-A. 

Results of the precipitin analysis of whole horse serum are of particular 
interest and are summarized in Table XI. 


Table XI. Analysis of horse serum by precipitin readtians 
Results are given in g. of protein i>er 1(H) ml. of serum* 


Fraction 


Normal horse 
No. 471 


Normal horse 
No. 489 


Diphtheria antitoxin 
horse No. 478 


Fseudoglobulin-A 2*45 

Globoglycoid 0*46 

Otystdbumin 1*73 

Seroglycoid 0*35 

Other proteins 2*02 


2*83 

9*30 

0*47 

0*59 

2*00 

0*91 

0*5.5 

0*26 

1*82 

1*34 
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The diphtheria antitoxin horse (No. 478) had rcc(dved a series of injections 
of formalized diphtheria toxin, the antitoxin content of the serum had risen to 
500 A. IT. per 1 ml. and was investigated because the protein contcmt had 
increased considerably. It will be seen that the pseudoglobulin -A content 
had increased threefold, whilst tJie crystalbumin content had fallen to less 
than lialf th(^ normal value. It is possible that the fall in crystalbumin content 
might b(^ a compensatory mechanism to balance the increased osmotic presstire 
of the serum caused by the increase in globulin concentration. 

The figures given for "otlier proteins” present in serum are obtained by 
differences and are ay)j)roximate only. These other y)roteins probably include 
euglobulin-I, and a ])scndoglobulin. This pseudoglobulin is difficult to isolate 
owing to the difficulties of removing pseudoglobulin- A, etc. 

Th(i antisera were used to study the absorption of j)rotein.s from the peri- 
toneal cav-ity. A rabbit was injeett'd intraperitoneally with 10 ml. of horse 
serum. At intervals blood was withdrawn from the ear vein and the amounts 
of the various horse serum proteins in the rabbit’s blood serum were followed by 
carrying out preeijutin tests, using the optimal proportions method [Dean & 
WebI), 1926]; the considcTable <|uantities of antisera required for the Heidel- 
berger & Kendall [1932] method wen* not available. By compari.son of these 
results with those* obtained using purifit*d antigens of known protein content 
it was ]K)ssil)l(* to calculate the approximate quantity of each protein present. 


Table XU. Aniouyit of horse serum proteins present in the blood serum of a 
rabbit injected intraperitoneally with 10 ml. of horse serum 


Time 

hourn 

mg. protein per UM) ml. ml) bit serum. 

lNeu«loglob\ilin-A CSloboglyeoid Crystalbumin 

Scroglyeoid 

0‘2r» 

2.') 10 

20 

0 

1 

m 

140 

— 

4 

1(K» 1(K> 

210 

00 

24 

8(» 

ISO 

— 

m 

80 - 

140 

_ 


2.') — 

7 

— 


The highest concentration of the foreign j>roteins was rea(*hed after 1-4 hr. 
and diminished quite slowly. 

The serum and cerebrospinal fluid of several patients who had received 
intravenous injections of horse serum containing meningococcus antitoxin were 
also examined by the optimal proportions technique. Dr Burtenshaw of the 
Southern Group Laboratory kindly sent these specimens. The horse serum 
proteins were readily detectable in the presence of human serum proteins, and 
the highest concentrations recorded were: in the serum, 800 mg. of pseudo- 
globulin- A and 150 mg. of crystalbumin: and in the cerebrospinal fiuid, 9 mg. of 
pseudoglobulin-A and 4 mg. of crystalbumin. The results refer to the quantity' 
present in 100 ml. 

Discussion 

It is becoming increasingly clear that serum cannot be regarded as a mixture 
of only two proteins, globulin and albumin. The albumin fraction has been 
separated into three different proteins, crystalbumin, seroglycoid, and globo- 
glycoid, of distinctive properties [Hewitt, 1934; 1936; 1937; 1938]. Dr Philpot 
kindly examined a specimen of seroglycoid in the ultracentrifuge and reported 
that the sedimentation constant was not appreciably different from that of 
crystalbumin. Albumin prepared by electrophoresis [Tiselius, 1937] still contains 
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large amounts of seroglycoid as shown by its high carbohydrate content. 
Thus although both by chemical and precipitin tests crystalbumin and soro- 
glycoid have been shown to be distinct and different proteins, their properties 
arc such that certain physical methods may fail to differentiate them. Kekwick 
[1938] obtained an albumin fraction which by ultracentrifugal and electro- 
phoretic methods appeared to be homogeneous, yet which by precipitin tests 
[Gell & Yuill, 1938] was found to bo a mixture. 

Previous work has revealed the presence in serum of globulins of different 
properties [Hewitt, 1927; 1934; 1938]. Pseudoglobulina may be obtained by 
fractionation with (NH4)2S04, Na2S04 or NaCl, with carbohydrate contents 
ranging from 1-4 to 6*0 % (calculated as galactose-mannose). The pseudoglobulin 
of lowest carbohydrate content, about 1*4%, is obtained by several repre- 
cipitations with one-third saturated (NH4)2S04 solution. As the result of a study 
of precipitin reactions of a similar fraction obtained from human serum Kendall 
[1937] concluded that it was a single protein. The alternative tiames suggested 
for this protein both have disadvantanges and without making any assumption 
as to its identity the protein is therefore described as 'psevdoghbulin-A . Closely 
similar pseudoglobulin-A fractions have been obtained from human, horse, ox 
and rabbit sera. There is, however, a difference between pseudoglobulin-A 
obtained from human sera and that from the sera of other animals, and this 
difference will be described in the next few' paragraphs. 

Under certain conditions, when pseudoglobulin-A and the main pseudo- 
globulin fraction are mixed a precipitate is obtained [KendaU, 1937]. The semi- 
fluid consistency of this precipitate resembles that of euglobulin-ll, and prts 
cipitin tests also indicate that pseudoglobulin-A is a constituent of euglobulin-IT. 
It has been found that pseudoglobulin-A gives a heavier precipitate of (mglobulin 
with globoglycoid than wdth the main pseudoglobulin fraction. This, and the 
fact that the main pseudoglobulin fraction has been found to contain globo- 
glycoid makes it seem likely that this latter protein is the active precipitant. 
Since much lipin accumulates in the globoglycoid fraction it was thought possible 
that this was an essential factor but it was found that globoglycoid freed from 
hpin still acted as a precipitant. 

Mixing pseudoglobulin-A and globoglycoid from human sera (or other body 
fluids) resulted in precipitation of euglobulin but this did not occur wdien the 
appropriate fractions of the sera of other animal species were mixed. Further- 
more, mixture of human serum globoglycoid with pseudoglobulin-A from horse, 
ox and rabbit sera gave no precipitate. On the other hand pseudoglobulin-A 
from human serum gave a precipitate when it was mixed with human, horse, 
ox or rabbit serum globoglycoid. It is of some interest that it is possible to 
prepare a euglobulin of mixed origin derived from two different animal species. 

Antisera have been prepared in rabbits reacting specifically with pseudo- 
globulin-A, globoglycoid, crystalbumin and seroglycoid from horse serum. With 
these antisera it has been possible, using a quantitative precipitin technique, 
to obtain analytical figures for the composition of various fractions and for 
horse serum itself. It is now possible to quote figures for the bulk of the scrum 
protein in terms, not of arbitrary fractions, but of proteins which although 
difficTilt to purify nevertheless may be regarded as chemical entities. 

The tentative figures obtained for normal horse serum were : pseudoglobulin- 
A, 2*6%; globoglycoid, 0*5%; crystalbumin, 1-9%; seroglycoid, 0*5%; other 
proteins, 1*9 % . The figure for “other proteins** is arrived at by difference and 
is not accurately determined but it probably includes a new pseudoglobulin 
fraction and euglobulin-I as well as traces of mucoid. 
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Precipitin analysis of the serum of a horse after a series of injections of 
formalized diphtheria toxin showed that the pseudoglobulin-A fraction had 
increased threefold to 9*3 % whilst the crystalbumin content had fallen to 0-9 % , 
less than half the normal value. The reason for the increase in pseudoglobiilin-A 
is obscure since diphtheria antitoxin appc^ars not to be associated with this 
fraction [Hewitt, 1934; 1938]. 

Fractionation of the proteins present in human serum and pathological body 
fluids revealed that, as in the case of urinary and serum albumin 11927; 1929], 
the proteins from different sources could not be distinguished from each other. 
Thus pseudoglobulin -A and globoglycoid when mix(^d gave a precipitate of 
euglobulin regardless of whether the proteins originated in sc^rum, urine, ascitic 
fluid or pleural efhisions. The carbohydrate contents of the proteins from different 
sources also were similar. 

It was found that there was a very marked fall in the crystalbumin content 
of the serum of a cas<^ of chronic j)arenchymatous nephritis but the seroglycoid 
constituent of the albumin fraction was not diminished in amount. Seroglycoid 
was present in considerable amounts in nephritic urine, ascitic fluid and j)leural 
effusions but yet the concentration in the st^riim had not fallen as it had in the 
case of crystalbumin. It would seem, therefore, that mechanical loss through 
the kidney did not of itself account for the diminished amount of crystalbumin 
in the blood stn‘-am, and it ap^iears that regeneration of crystalbumin must 
proceed more slowly than that of serogtycoid or the globulins. Perhaps it is 
significant in this connexion that crystalbumin, alone among the st^rum proteins 
so far isolat^ed, is chemically different in not containing polysaccharide in the 
molecule. The slow regeneration of albumin compared with globulins after 
plasrnaphon^sis was observed by Kerr et al. [1918]. Liver damage appears to 
delay the resynthesis of albumin [Foley ei ah 1937]. As mentioned previously 
th<i explanation is lacking of the large increase in pseudoglobulin-A content of 
the serum of horses injecttKi with diphtheria toxin and indeed the whole problem 
of serum synthesis is obscure. 

The species specificity of the various scrum proteins made it possible to study 
the appearance of foreign proteins in the blood stream or cerebrospinal fluid after 
intraperitoneal or intravenous injection of foreign protein. A rabbit received 
an intraperitoneal injection of horse serum. Within a quarter of an hour after 
the injection horse scrum pseudoglobulin-A, globoglycoid, crystalbumin and 
seroglycoid (*ould be detoctc^d in the rabbit’s blood by means of precipitin tests. 
Disappearance of the foreign proteins from the rabbit’s blood was slow, and 
traces were still detectable after a fortnight. On the other hand, it is reported 
that after intravenous injection of egg alb\imin the foreign protein disappeared 
from the blood stream very rapidly, 94% having gone after 2 hr. and 99*6% 
after 24 hr. [Kenton, 1938]. 

After intravenous injection of horse serum containing meningococcus anti- 
toxin into patients, traces of pseudoglobulin-A and crystalbumin were detected 
in the cerebrospinal fluid. 

The question of the relative antigenicities of different proteins is complicated ; 
there is, for example, considerable divergence in the literature conconiing the 
antigenicity of serum albumin. That albumin is non-antigenic is maintained by 
some workers [Nolf, 1900: Landsteiner & Calvo, 1902; Ruppel et al. 1923] whilst 
others find it yields a specific antibody [Michaelis, 1902: Hektoen & Welker, 
1924; Kabat & Heidelberger, 1937; GreU & Yuill, 1938]. The confusion was in 
some measure due to the fact that the serum albumin fraction contains at least 
three different antigenic proteins, crystalbumin, seroglycoid and globoglycoid, 
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each giving rise to a separate antibody, but there appears to be an additional 
source of confusion. It was reported previously that purified crystalbumin was 
only feebly antigenic when injected intraperitoneally even in large doses, whilst 
serum globulins, under these conditions are potent antigems [1937], When in- 
jected intravenously crystalbumin is antigenic [Kabat & Heidelberger, 1937; 
Gell & Yuill, 1938] especially when the injected matcTial is in the form of an 
alum suspension. The use of alum in enhancing antigenic activity was reported 
by Glenny et al, [1926]. Not only does the antigenic activity increase in the 
presence of alum but the risks of anaphylaxis after intravenous injection, 
previously reported [Hewitt, 1937], appear to be minimized. It is important, 
therefore, in attempting to evaluate the relative antigenicities of different 
proteins to take into account the route and method of injecting the antigens. 

Summary 

1. Attempts have been continued to separate serum into chemically distinct 
homogeneous individual proteins. 

2. Pseudoglobulin- A, globoglycoid, crystalbumin and seroglycoid have becui 
detected in human, horse, ox and rabbit sera. 

3. Conditions have been studied under which mixing of pseudoglobulin -A 
and globoglycoid produces a precipitate of euglobulin-Il. 

4. In a nephritic patient the protein fractions won* similar whetlMT derived 
from serum, urine, ascitic fluid or pleural effusion and they could not be dis- 
tinguished from normal serum proteins. 

5. Both seroglycoid and crystalbumin were excreted in the urine of a nephritic 
patient in considerable amounts and the crystalbumin content of the serum 
fell to a low value, but the seroglycoid content did not fall appreciably. A 
different mechanism of regeneration of different senun prott^ins is indicated. 

6. Specific precipitating sera were prepared for the four horse scrum prokuns, 
pseudoglobulin-A, globoglycoid, crystalbumin and seroglycoid. The route and 
method of injection of crystalbumin have marked effects on the antigenicity. 

7. Approximate figures for the composition of normal horse serum in terms 
of four of the individual protein constituents have been obtained by means of 
quantitative precipitin tests. The results arc: pseudoglobulin-A 2-6%; globo- 
glycoid 0-5%; crystalbumin 1-9%; seroglycoid 0-5%; other proteins 1-9%. 

8. In the serum of a horse immunized against diphtheria toxin the pseudo- 
globulin-A content had increased threefold and the crystalbumin content had 
fallen to half its normal value. 

9. A rabbit was injected intraperitoneally with horse serum and the various 
horse serum protein fractions were detected by precipitin tests in the rabbit’s 
blood stream within 15 min. of the injection. The maximum concentration of 
foreign protein was reached after 1 to 4 hr. and fell only slowly, traces being still 
detectable after a fortnight’s interval. 

10. Traces of horse serum pseudoglobulin-A and crystalbumin were detected 
in the cerebrospinal fluid of patients injected intravenously with horse serum. 
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CCII. THE POLYSACCHARIDE CONTENT AND 
REDUCING POWER OF PROTEINS AND OF 
THEIR DIGEST PRODUCTS 

By LESLIE FRANK HEWITT 
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(Received 28 June 1938) 

Thb carbohydrate contents of proteins are of value in differentiating individual 
serum proteins and in following the course of fractionation processes [Hewitt, 
1934“1938]. Apart from these practical considerations, however, the presence 
of carbohydrate groups or polysaccharides in proteins is of theoretical interest 
also, from the point of view of the structure of the protein molecule. 

In order to separate the polysaccharide completely from protein material 
very drastic chemical treatment is necessary [Levene & Mori, 1929: Rimington, 
1931 ; Bierry, 1934; Onoe, 1936]. Whilst this may be taken as evidence that the 
polysaccharide forma an integral part of the protein molecule, it also raises 
doubts whether the constitution of the polysaccharide present in the protein 
molecule is necessarily the same as that of the isolated material, particularly 
when the yield of purified polysaccharide is very low. Any data obtainabk' 
without previous isolation of the polysaccharide are therefore of interest, so it 
W'as decided to attempt to correlate the reducing powers of various proteins with 
their polysaccharide contents. Below are presented data on the carbohydrate 
contents, glucosamine contents and reducing powers of various proteins, and of 
the effect of various hydrolytic and enzymic digestion processes. 

Experimental 

Carbohydrate determinations. A modification of the orcinol method [Tillmans 
& Philippi, 1929; Sorensen & Haugaard, 1933] was used as previously described, 
colorimetric comparison being made either in a Stufenphotometer, or photo- 
electrically using a green filter. For serum proteins results are quoted in terms 
of galactose-mannose and for egg proteins in terms of mannose. 

Reducing powers. The reducing powers of solutions were determined by the 
Hagedorn & Jensen [1923] method as modified by Hanes [1929] and Hulme & 
Narain [1931] except that deproteinization with ZnS 04 and NaOH was omitted, 
the protein solution being heated with the ferricyanide reagent. 

Glucosamine determinations. The colorimetric methods described by Zucker- 
kandl & Messiner-Klebermass [1931], Bison & Morgan [1933], Nilsson [1936], and 
Palmer et ah [1937] were modified as follows for the determination of the 
glucosamine content of proteins. Hydrolysis was effected by heating the protein 
solution in a boiling water bath for 4 hr. with 2iV HCl, and the solution was 
cooled and neutralized with NaOH. The temporary existence, during the neutral- 
ization, of a slightly alkaline reaction was not found deleterious, although the 
importance of avoiding alkalinity has been stressed by some workers. After 
filtration through filter paper to remove humin 1 ml. of the solution, diluted to 
contain 0*05-0-3 mg. glucosamine was heated with 1 ml. acetylacetone solution 
(2 % in 0-5JV NagCOg) in a boiling water bath for 16 min. Irregular results were 
obtained until a simple but effective form of reflux condensation was resorted 
to. The solutions were contained in 6 x 0-75 in. test tubes drawn out into a 
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constriction at the upper end and resting in this narrow neck was placed a 3 x 0*4 in. 
tost tube filled with cold water. After heating, the tubes were cooled by im- 
mersion in cold water and 5 ml. of alcohol were added. The ethyl alcohol had 
been purified by heating with AgjO and NaOH and redistilled. 1 ml. of Ehrlich’s 
reagent was added and the colour was allowed to develop for 30 min. Ehrlich’s 
reagent was prepared by dissolving 0*8 g. purified dimethylaminobenzaldehyde 
in 30 ml. purified ethyl alcohol and adding 30 ml. concentrated HCl. The 
p-dimethylaminobenzaldehyde was purified by dissolving in concentrated HCl, 
diluting with water and adding sodium acetate solution. The first yellowish 
precipitates obtained were rejected, and further addition of sodium acetate 
produced a white precipitate, which yielded a satisfactory reagent. Colorimetric 
comparisons were carried out in a Stufenphotometer using 1 cm. cells and an 
S 53 filter, glucosamine solutions being examined at the same time. 

Protein preparations. The blood serum proteins used were prepared as 
described previously. The. casein, edestin, gelatin and amino-aeids investigated 
were commercial specimens. The ovalbumin specimens used were repc^atedly 
crystallized and the ovomucoid was obtained from the mother liquors after 
the successive removal of globulins, albumin and conalbumin. The ovalbumin 
was quit^i colourless but the ovomucoid was lemon yellow in colour and when 
pure contained no heat-coagulable protein. 

ResuUs, In Table I arc summarized mean values for the glucosamine and 
carbohydrati' contents of various proUdns. The seroglycoid and globoglycoid 
])reparation8 contained some crystalbumin and had correspondingly decreased 
carbohydrate contents. 

Table 1, (hlactose-maimose and glucosamine contents of proteins of 
blood serum and egg white 
(g. iHT l(K) g. protwin) 



Galactose- 

mannosf* 

Glucosamine 

Ratio 

/G.-M. 

Pnjtoin 

(G.-M.) 

(Ga.) 

V Ga. , 

Soix^glycMiid 


2-7 

2 1 

CrynUilbumiii 

<005 

<005 

— 

Glohoglycnid 

62 

2-9 

21 

Pseudoglobiihn 

2-2 

M 

2-0 

Euglobulin-II 

27 

0'8 

:i-5 

Ov^albuniin 

1-8* 

0-8 

28 

Ovomucoid 

105* 

9-5 

M 


♦ In the case oi'egg white proteinH results ai*e quoted in terms of mannose. 

It has been showm in previous communications that purified crystalbumin 
contains no carbohydrate and in the present experiments it was found, as 
anticipated, that no glucosamine could be detected in crystalbumin hydro- 
lysates. In the case of the other serum proteins in which the polysaccharide 
present is generally considered to be galactose-mannose-glucosamine the ratio 
of galactose-mannose content to glucosamine content should be 2:1. With 
seroglycoid, glol>oglycoid and pseudoglobulin the deviation from this ratio does 
not exceed the probable experimental error; in the case of euglobulin-Il the 
ratio appears to be high but the reason for this is not at present apparent. 

In the case of ovalbumin the mannose : glucosamine ratio is in agreement 
with the presence of dimannose-glucosamine but with ovomucoid there are 
equimolecular amounts of mannose and glucosamine suggesting that the poly- 
saccharide present is built up of mannose-glucosamine units. This will be com- 
mented upon later. 
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In Table II are summarized the reducing powers of various protein sub- 
stances, using the Hagedorn- Jensen method; the figures quoted are in terms of 
glucose. The polysaccharide contents are calculated in terms of galactose- 
mannose-glucosamine for the serum proteins, dimannose-glucosamine for oval- 
bumin and mannose-glucosamine for ovomucoid. 

Table II. Polysaccharide corUents and> reducing powers of various 

proteins, etc. 


(g. carbohydrate per 100 g. protein) 



l^oly saeehari tie 

Reducing power 

Protein 

content 

(glucose) 

Euglobulin-Il 

41 

119 

IVeudoglobulin 

3-3 

12-5 

Globoglycoid 

9-3 

i;b5 

OyHtajbiunin 

>005 

170 

Seroglycoid 

8-4 

14-4 

Ovalbumin 

2 b 

9*5 

Ovomucoid 

20-0 

230 

(Viftcin 

0-5 

7-5 

Ede«tin 

>01 

7-5 

Gelatin 

0-5 

0-9 

(^Htine 

0 

150 

Ghitamic ac‘id 

0 

91 

Glycine 

0 

9 

Tryptophan 

0 

89-9 

Tyrosine 

U 

1990 


It will be seen at once from Table II that the reducing power of the proteins 
is not dependent upon the polysaccharide content. Of the s(*rum proteins crystal- 
bumin has the higliest reducing power although it contains no carbohydrate. 

Carbohydrate, when present, probably contributes to the reducing power 
but it is necessary to seek some other constituent of th(‘ protein molc^cule, to 
account for a considerable portion, or in some cases all, of the re^dueing power. 
Glycine and glutamic acid were found to have no reducing power, cystine had 
about one-seventh of the reducing power of glucose, tyrosine had approximately 
the same reducing activity as dextrose and tryptophan four-fifths of the reducing 
power. 

It is significant that gelatin has an extremely low reducing activity since it is 
the only protein investigated containing negligibly small amounts of cystine, 
tryptophan and tyrosine in addition to having a low carbohydrate content. 

The Hagedorn- Jensen method for the determination of n,‘ducing pow(T 
includes the liberation of free iodine at one stage and it was thought possible 

Table III. (Comparison of the apparent reducing powers of proteins, etc., at 
room temperature and when hexited with ferricyanide 

Apparent reducing power 




At room 

Protoin 

When heated 

temp<‘rature 

Crystalbiimin 

170 

0-5 

Pseudoglobulin 

12-5 

0*4 

Globoglycoid 

13-5 

M 

Seroglycoid 

Casein 

14-4 
. 7-5 

0*9 

1*5 

Edestin 

7-5 

1*5 

(Cystine 

. 150 

1*0 

Tryptophan 

800 

60*0 

Tyrosine 

1000 

460 
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that iodination of the protein might account for a substantial portion of the 
reducing power. In the next series of experiments, therefore, heating of the pro- 
tein with the ferri cyanide was omitted and the protein was mixed with the 
reagents in the cold and titration was conducted immediately. The figures 
obtained are summarized in Table HI. 

In thc^ case of tryptophan, and to a less extent with tyrosine “cold” reducing 
power, probably associat(»d with iodination, is very marked, but in the case of 
the serum proteins from 92 to 97 % of the Hagedorn- Jensen reducing power 
observed only when the prot('in is heated with ferricyanide. 


Effects of acid hydrolysis 

H(‘ating with 2N IlCl for 4 hr. was sufficient to liberate the glucosamine 
present in the protein, but this heating had no appreciable (effect on the galactose- 
mannose content of the protein as dett^rmined by the usual orcinol method. In 
most cases the effect of the heating with acid on the reducing power was also 
negligible. The exceptions were ovomucoid, in which the reducing power 
in encased from 23 to 27% (calculated as dextrose), and crystal bumin, in which 
the reducing power fell from 17 to 8% during the heating with acid. 


Enzymic hydrolysis 

Solutions of pseudoglobulin, seroglycoid, globoglycoid and ovalbumin con- 
taining ihl25N HCl and 0*4% p^^psin were incubated at 52 ’ for 18 hr. Acetone 
(from 4 to 9 vol.) was added to the cooled digestion mixture and the precipitate 
w^as ct‘ntrifuged oil, W’ashed with acetone and ether and dried in vacuo. The 
polysaccharide contents of the dried products were 19, 19, 24 and 18% re- 
spectively — values from three to six times higher than those of the original 
proteins. Products containing oven higher carbohydrate contents may readily 
be obtained by modification of the conditions, as the following example illus- 
trates. A globoglycoid solution of pH 1*03 containing 0-4% pepsin w^as in- 
cubated at 52'^ lV)r 18 hr. The digest product precipitated by 80% acetone 
contained 35 % of polysaccharide (calculated as galactose- mannose -glucosamine). 

The effect of experimental conditions on the digestion of pseudoglobulin 
containing diphtheria antitoxin is seen in Table TV. In each case 5 ml. of 3*5% 
pseudoglobulin were treated with varying amounts of HCl and p€»psin and the 
mixture was incubated for 2 hr. at 52®. After neutralizing the digestion mixture 
the flocculation titre w^as determined under standardized conditions. 

Table IV. Pepsin digestion of diphtheria antitoxin under different 
experimental conditimis 

Flocculation 


Digest 

no. 

O KV HCl 
ml. 

0*1 % pepsin 

Titre 

ml. 

Time 

mill. 

1 

2(1 

0*5 

0 

— 

2 

M 

0*5 

250 

14 

3 

0-9 

0*5 

350 

14 

4 

0*9 

01 

350 

80 

5 

0*7 

0*5 

450 

22 

6 

0*5 

0*5 

600 

45 

7 

0*5 

2*0 

550 

14 

8 

0 

0 

600 

38 
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It will be seen that the destruction of antitoxin appears to be due to acid and 
that the presence of pepsin has some protective effect as claimed by Parfentjev 
[1936J. The digest products in some cases actually flocculate more rapidly 
than the original product although chemical manipulation usually lengthens the 
flocculation time. The accelerated flocculation of digested material was noted 
by Pope & Healey [1938]. An attempt was made to purify digest product 
No. 3 by first removing the material precipitated by addition of 0-5 vol. acetone 
and then collecting and drying the product precipitated on addition of a further 
1-5 vol. of acetone. When dissolved in w'ater the flocculation time was still only 
17 min. This indicates a much greater degree of stability than that of undigested 
antitoxin. Purification of digest No. 7 by this metliod was less successful, the 
flocculation time increasing to 43 min. The carbohydrates content of an experi- 
mental batch of digest antitoxin kindly supplied by Mr Pope was 2-5%, a 
figure falling within the limits observed for normal horse serum pseudoglobulin. 

Discussion 

It has been suggested that ovalbumin contains no ])olysac(iharide and that 
the carbohydrate detected in specimens of this protein is due to the presence of 
ovomucoid [Levene & Mori, 1929]. The figures given by Levene & Mori for the 
polysaccharide content of these proteins were obtained by actual isolation, a 
process which would be expected to give a low yield. The results reported, 0*26 % 
for ovalbumin and 5*1 % for ovomucoid are, in fact, much lower than the figures, 
2*7 and 21 % respectively, obtained in the present investigation. Figures of th(» 
same order as the present values have been rejX)rted by Sorensen [1934] and 
Onoe [1936]. Repeated crystallization has failed to recluet* the carbohydrat(» 
content of ovalbumin. 

In ovalbumin the ratio of mannose to glucosamine approximates to 2 : 1 
and in ovomucoid it is close to 1 : 1. It would seem, therefore, that thc‘ poly- 
saccharides present in the two proteins are different, in one case being composed 
of dimannose-glucosamine and in the other of mannose-glucosamine units. In 
the present work no attempt has been made to distinguish between glucosamine 
and its acetyl derivative. The latter is said to be present in ovomucoid by Onoe 
[1936]. There is thus considerable weight of evidence that ovalbumin contains 
polysaccharide in the molecule, unlike serum crystal bumin: the carbohydrate 
content of serum albumin has bt?en tracjed to the presence of seroglycoid, globo- 
glycoid, etc. [Hewitt, 1934; 1937; 1938]. 

It was thought possible that determination of the reducing power of pro- 
teins might be of value in gauging the amount and nature of the jKilysaccharides 
present in the protein molecule and in following the liberation of pol^’^saccharides 
during the hydrolysis of proteins. The Hagedom -Jensen method has been usc'd 
for this purpose. It has been found, however, that the reducing power of proteins 
bears little relation to the carbohydrate content. Crystalbumin, for example, 
which contains no polysaccharide has the highest reducing power of all the 
serum proteins investigated. With each protein the reducing power was 
greater than could be accounted for by the carbohydrate content even 
assuming that the whole of the carbohydrate was free to exert its whole 
reducing effect. 

Various amino-acids were examined and it was foimd that although glycine 
and glutamic acid did not reduce the reagents used, other amino-acids had very 
pronounced reducing effects. Cystine had 15 % of the reducing power of dextrose 
and tryptophan 80 % , whilst tyrosine had about the same reducing activity as 
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an equal weight of dextrose. That the reducing power of proteins is due in part 
to amino-acids such as cystine, t 3 rro 8 ine and tryptophan, receives support from 
the behaviour of gelatin. Gelatin was the only protein material investigated 
which is deficient in these particular amino-acids as well as in carbohydrate and 
it was the only protein with a negligibly small reducing activity. Four hours’ heat- 
ing with 2N HCl is sufficient to lilK^rate glucosamine from serum and egg white 
prott*ins, but the reducing power is not increased by this treatment except in the 
case of ovomucoid where there was an increase from 23 % (calculated as glucose) 
before heating to 27 % after hydrolysis. Meyer et aL [1936J have attempted to 
show by nKiasurements of reducing power that the bacteriolytic activity of 
lysozyme is due to splitting off jx)lysaccharid(js from glycoproteins, but it would 
seem from the prese^iit exjKTinients that the technical difficulties in foUomng 
the liberation of carbohydrates from proteins by reducing power determinations 
are very great. In the case of crystalbumin the effect of acid hydrolysis was an 
unexplained fall in th<‘ reducing j)ower to al>out half its original value. 

By digesting serum and egg proteins with pepsin and precipitation with 
acetone, peptones may readily be prepared with high carbohydrate contents, the 
highest carbohydrate content so far obB(*rved being 35 % . Such carbohydrate- 
rich pt^ptones will receive further stud 3 ^ In a n^ce'iit short note Ogston [1938J, 
using a commercial enzyme* preparation, split off rather less than half the carbo- 
h 3 "drat(* from a specimen of y)seudoglobulin, leaving one-third of the protein 
with an unchanged ultract*ntrifugal sedimentation constant. Full expfTimental 
details are lacking but it is possible that one of the constituents of the pseudo- 
globulin fraction [Tiselius, 1937; H('witt, 1934; 1938] may be preferentially" 
hydrolysed. 


Summary 

1. The glucosamine contents of pseudoglobulin, globogly^coid and sero- 
glycoid arc in rough agreement with the generally accepte*d view- that tlie i)oly- 
saccharide present in the proteins is composed of units having the compowsition 
galactose-mannose-glucosamine. Crystalbumin contains no glucosamine. 

2. The glucosamine contents of the egg wiiite proteins are in agreement 
with the view that ovomucoid contains mannose-glucosamine and that oval- 
bumin contains dimannose-glucosamine. 

3. Evidence is presented disproving the view that the polj"saccharide present 
in ovalbumin is due to the presence of ovomucoid. 

4. The reducing pow-er of proteins has been traced to the presence of various 
amino-acids such as tyrosine, tryptophan and cystine as w^ell as to carbohy drates. 

5. The reducing power of many y)roteins is not increased after acid hy"drol\'’sis 
and the course of hydroly'^sis cannot therefore bt' followed by- rt‘ducing power 
determinations. 

6. Carbohydrate-rich pi^ptones may" readily l)e y3rey>ared from j>roteins by’ 
peptic digestion followred by acetone precipitation. 

7. A few observations have been made on the effect of yx^ptic digestion on 
diphtheria antitoxin globulins. 


99—2 
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CCIII. THE PHOTOCHEMICAL DECOMPOSITION 
OF /-ASCORBIC ACID 
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(Received 28 June, 1938) 

During the last few \ears evidence has been accumulating to show that the 
oxidation of /-ascorbic acid is catalysed by visible light in the presence but not 
in the absence of certain sensitizers. Martini & Bonsignore [1934J found that 
/-ascorbic aci<l reduced metlijdene blue to its leuco base when exposed to the 
light of an ordinary el(*ctric lamp. Kon & Watson |1936] observed that on ex- 
posure to visible light of sliort wave length (blue and violet) /-ascorbic acid in 
milk was oxidized to dehydroascorbic acid. A probable explanation for this 
phenomenon is found in the observation made by Hopkins [1937: 1938] that 
lactoflavin and to a lesser extent lumichronie could act as s(msitizers in the oxi- 
dation of /-ascorbi(i acid when (‘xposed to solar radiation. 

In this communication experiments are described which show that light is 
capable of producing a chemical change in /-ascorbic acid even in the absence of 
sensitizers or catalysts. This photochemical action is, however, restricted to the 
ultraviolet region of the spectrum. It further appears that the photochemical 
change takes place not only with but also apparently without the intervention 
of oxygen. So far as cause and mechanism are concerned this reaction, therefore, 
differs from those observed by the al>ove-mentioned workers. 

Technique 

All the solutions were made up in phosphate buffer (pH 7) prepared with 
quartz-distilled water. This pH was employed in preference to pH 7-4, since it 
was more favourable to the stability of dehydroascorbic acid. The solutions 
(50 ml.) were exposed in glass or quartz round- bottomed flasks, according to the 
nature of the experiment, to a Hewittic Y 2 mercury vapour lamp at a distance 
of one foot. Control experiments carried out in the dark were kept at 37'^ since 
this w^as the temperature reached by the solutions, owing to heat emitted by the 
lamp, after one hour's exposure. In the anaerobic experiments the flasks were 
previously exhausted and filled with nitrogen three times and finally exposed in 
an atmosphere of this gas. Dehydroascorbic acid was determined by reducing 
the solutions with hydrogen sulphide at pH 3 after the addition of glacial acetic 
acid, one drop of 1 % NaCN and one drop of octyl alcohol. The hydrogen sulphide 
was removed in the usual way by a current of nitrogen. When sensitizers were 
present in solution the displacement of the hydix)gen sulphide was carried out in 
the dark. 

The behaviour of Laecorbic acid on exposure, to visible and 
ultraviolet light 

The decomposition of /-ascorbic acid by the direct action of ultraviolet light 
can be conveniently demonstrated by following up the disappearance of /-ascorbic 
acid in solutions exposed to a mercury vapour lamp in quartz and in glass vessels 
^ Member of tlm Soientic Staff, Medical Research Conneil. 
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with and without eensitizers. In the experiment to be described i-ascorbic acid 
solutions in phosphate buffer at 7 were therefore irradiated in quartz and 
glass flasks in the absence of a sensitizer and in glass flasks in the presence of 
methylene blue and of lactoflavin. In addition, a solution of Z-ascorbic acid in a 
glass flask was kept in the dark at 37° to serve as a control. At suitable intervals 
samples were removed and titrated at pH 3 with indophenol, whilst a duplicate 
of each sample was treated with hydrogen sulphide as described above. It was 
found possible to determine Z-ascorbic acid in the presence of methylene blue, 
since the latter does not interfere with the end point; a veiy slight excess of 
indophenol produces a purple coloration in the blue solution. The results in 
Table I show that in the absence of a sensitizer the Z-as(*orbici acid in the glass 

Table I. Effect of exposure of Vascorbic acid to mercury vapour Ump 

inj;. (»f /-asrorl)ic' arid per 100 n»J. 

Fi\j)os!ire of /-asrorlnr acul li> mercury vapour lauip 

111 in tlie In ghws in Hie 
presence of inetliyleno presence of lactoflavin 
In the dark In quai'tz In glass blue (O n 

Beroj-e After Before After Before AfUn* Before After Befoiv After 
Time treatment treatment treatment ti'eatinent ti'eatment treatment treatment treatment treatment tmitmeiit 


min. 

uith HjjS 

with HjH 

with 11 gS 

uilh IljS 

with llj^i 

with llgS 

uith II3S 

with II5IS 

with lljS 

with li, 

0 

4-00 

‘1-00 

4(X) 

4-00 

4-00 

4(X) 

4-(X) 

;m)5 

4(X) 

;{-88 

15 

4-00 

1-(XJ 

2>50 

3-(j0 

4()0 

400 

24XJ 

3*57 

0-8() 

2-70 

30 

3'Oti 

4-(K) 

O'tiS 

1-97 

•l-OO 

44X) 

0-(X) 

2-70 

0-(K> 

J-92 

fiO 

3«07 

4-00 

0‘(X) 

0-78 

3-80 

3*75 

O'OO 

1-20 

(KX) 

O'OO 


flask, i.e. the solution which was exposc'd to visible light only, was not decomiiosed 
to any appreciable extent after 60 min. exposure, thus resembling the Z-asourbic 
acid solution kept in the dark. In contradistinction to this tht‘ solution in the 
quartz flask which was exposed both to visible and ultraviolet light simultaneously 
showed a progressive diminution in the Z-ascorbic acid content. As was to 1 k» 
expected in the presence of motliylene blue or of lactoflavin the Z-ascorbic acid 
gradually disappeared when exposed even to visible light. It will also be noted 
that there was a formation of dehydroaseorbic acid simultaneously with the 
disappearance of the Z-ascorbic acid in each case. 

The decomposition of hascorbic acid by ultraviolet light under 
anaerobic conditions 

In the preceding experiment the exposure to the ultraviol(‘t light took place 
in the presence of air and, as was seen, there was a simultaneous formation of 
dehydroaseorbic acid in spite of the absence of a sensitizer. An experiment will 

Table II. Effect of exposure of l-ascorbic acid to mercury vapour 
lamp under anaerobic conditions 

nig. of f-ascorbic acid per 100 ml. 


Exposed to mercury 

in the dark vapour lamp 


Time 

Before 

treatment 

After 

treatment 

t — 

Before 

treatment 

After 

treatment 

min. 

with H*S 

with 

with H,IS 

with HgS 

0 

4-00 

4-00 

4-00 

4-00 

15 

4*00 

4-00 

2-20 

2-49 

30 

3-90 

4-00 

0-90 

M3 

60 

3-80 

3-85 

0-00 

027 
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now be described in which the irradiation of an Z-ascorbic acid solution took place 
in the absence of atmospheric oxygen. The method employed to ensure this 
condition has already been described. The results obtained (Table 11) leave no 
doubt that even in the presences of such traces of oxygen as may have been left 
there was a photochemical decomposition of Z-ascorbic acid. Furthermore no 
formation of dehydroascorbic acid could be demonstrated in this case. The slight 
increase in the titration aft(T treatment with hydrogen sulphide was of a similar 
order to that observed in the control solution kept in the dark. 

The fitribility of dehydrooHcorbic acid to uUravioIet light under 
anaerobic conditions 

Dehydroascorbic acid was prepared immediately before use by oxidizing 
Z-ascorbic acid with the theoretical amount of potassium iodate in the presence of 
potassium iodide and hydrochloric acid. 1 ml. of a 0-2% solution was then 
added to 49 ml. of jdiosphate buffer {pW 7*0). The solution was expos(‘d to the 
mercury vapour lamp in a quartz flask under anaerobic conditions. The determina- 
tions were carried out by titrating with indophenol the ascorbic acid formed after 
reduction wdth hydrog(m sulphide. Dehydroascorbi(^ acid is not very stable even 
under anaerobic conditions in the dark, most ])robably because of the gradual 
opening of thi‘ ring in the molecule [cf. Herbert et ah 1933J, but, as will be seen 
from Table 111, the deterioration in the exposed solution did not take place at a 

Table III. Effect of exposure of dehydroascorbic acid to mercury 
vapour lamp under anaerobic conditions 

mu. of /-asoorhic iieid per 1(K> ml. aft«*r treatmoni with HgS 

Exposed to ineroury 

Time (min.) In the dark vapour lamp 

0 3*ri« 3d)C 

15 in 2*52 

:U) M»2 1-7S 

ho 1-25 0-96 

much higher rate than in the control solution kept in the dark. It may therefore 
be concluded that ultraviolet light has no very marked deleterious effect on 
dehydroascorbic acid in the absence^ of oxygen. This r(\sult is in consonance with 
the fact that a freshly made up solution of this compound shows no selective 
absorption in the ultraviolet region [HerlxTt et ah 1933]. 

The inability of laciofiavm to sensitize decomposition of \-ascorbic 
by ultraviolet light under anaerobic conditions 

Although lactoflavin catalyses the oxidation of Z-ascorbic acid in the light it 
was nevertheless desirable to ascertain whether it influenced the anaerobic 
decomposition of the compound by ultraviolet light. The results are given in 
Tables IV and V. They suggest that in the absence of oxygen lactoflavin has 
very little, if any, influence on the rate of the decomposition of Z-ascorbic acid. 
It is true that a somewhat greater disappearance of Z-ascorbic acid was observed 
when the solutions were exposed to the mercury vapour lamp in the presence than 
in the absence of the sensitizer. This, however, was undoubtedly due to the fact 
that in spite of all the precautions taken, a certain very short exposure to light 
and oxygen could not be avoided during the removal and titration of the samples. 
In the presence of oxygen lactoflavin, as was to be expected, accelerated markedly 
the oxidation of the Z-ascorbic acid. 
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Table IV. V Ascorbic acid exposed to mercury mpour lamp tinder anaerobic 
conditions in the presence and absence of hicloflavin 
mg. of i-ascorbii* acid per 100 ml. 

In the dark Exposed to mejviiry vapour lamp 

With lactofiavin With lactoflavin 

Without lactoflavin (O-ri mg./lOO ml.) Without laetotlavin (0-5 mg./ 100 ml.) 



Before 

After 

Before 

After 

Before 

After 

Before 

After 

Time 

treatment treatment 

treatment 

ti'eatment 

treatment 

treatment 

treatment 

treatment 

min. 

with HgS 

with 11 gS 

with HjjS 

w'ith HjS 

with HjS 

with HgS 

with HjS 

with HgS 

0 

4-00 

4-00 

400 

400 

4(X> 

4(K) 

4-00 

3-89 

15 

400 

4(H) 

4(K) 

4-00 


2-56 

190 

2-40 

30 

3*90 

4-(M) 

3*90 

3*95 

M4 

1-43 

0*96 

1*30 

60 

3-80 

3-80 

3*75 

3*90 

010 

0-35 

0*(X) 

0-25 


Table V. \~ Ascorbic acid exposexl to mercury vapour lamp under aerobic 
cmditions in the presence and in the absence of lactoflavin 
mg. of I-ascorbie acid })er 1(K) ml. 


In the dark Exposed to mer(‘ury vapour lamp 



r 


With lactoflavin 

r - 

A 

With lactoflavin 


Without lactoflavin 

A 

(0-5 mg./ 100 ml.) 

K _ 

Without lactoflavin 

(0*5 mg. /UK) ml.) 


r 

Before 

After 

Before After 

Befoi’e 

After 

Before 

After 

Time 

treatment treatment 

treatment treatment 

treatment treatment 

treatment treatiiient 

min. 

with HjS 

with HjS 

with HgS with H 2 S 

with HgS 

with HgS 

with lIjS 

with HgS 

0 

400 

4-00 

4 00 4*00 

4*00 

4(H) 

4*00 

4(K) 

15 

400 

400 

400 4*00 

1*96 

3*10 

0*00 

2*70 

30 

3*90 

4(K) 

3*90 400 

0*20 

lCi8 

0*(M» 

1*67 

60 

3-80 

4-00 

3*70 3*75 

0(H> 

014 

0*(H> 

0*30 


The influence of acidity on the decomposition of l-ascofbic 



acid by ultraviolet light 

It is now well known that the atmospheric oxidation of Z-ascorbic acid in the 
presence of metallic catalysts proceeds more slowly in acid solution than in 
neutral or alkaline solution and therefore a retardation in the disappearance of 
Z-ascorbic acid when exposed to ultraviolet light in the presence of air in acid 
solution was to have been anticipated. It was, nev^ertheless, of interest to study 
the effect of pH on the anaerobic photochemical decomposition. Z-Ascorbic acid 
solutions buffered at pH 3 and pH 7 were therefore exposed to ultraviolet light 
in the presence and in the absence of air. The results (Table \T) show that not 

Table VI. The influence of acidity upon the decomposition of hascorbic 
acid exposed to mercury mpour lamp 
mg. of I-aHCorbic acid per 1(X) ml. 


Exposed to mercuiy^ va])our lamp 




t 

Anaerobic 

conditions 



Aerobic conditions 


pH 

3-0 

pH 

7-0 

pH 

3-0 

pH 7-o' 

Time 



Before 

After 

Before 

After 

Before After 

treatment 

treatment 

treatment 

treatment 

treatment 

treatment treatment treatment 

min. 

with HjS 

with HjS 

with H,S 

with HjS 

with HjS 

with HjvS 

with HgS with HjS 

0 

3*80 

3*80 

3-80 

3-82 

3-80 

3*80 

3-80 3-82 

15 

2*68 

3*44 

2-22 

2-52 

2-44 

3-47 

2-16 3-00 

30 

2*04 

3-32 

0-90 

1-28 

0-86 

2*94 

0-60 1-97 

60 

1-20 

2-84 

0-00 

0-40 

0*30 

2-07 

0-00 1-32 
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only under aerobic but also under anaerobic conditions the lower had a 
retanling influence on tlie disappearance* of the Z-ascorbic a(*id. (Jorresponding 
control solutions k<‘pt in the dark showed hardly any dcciornposition. It is of 
interest to note that after treatment with HgS there was an apy)rc(aab]e rise in the 
indophcnol-reducing capacity at 3 even under anaerobic conditions. 

Summary and conclusions 

The results reported in this communication show that 7-ascorbu; acid, but not 
dehydroascorbic acid, undergoes photochemical decomposition when exposed to 
the light of the ultraviolet region of the spc*ctrum without the intervention of 
oxygen. It may lx? argued that the disapjx^arance of the Z-ascorbic acid in the 
anacTobie experiments was due to the presence of the last traces of oxygi*n 
which were not removed after repeat(*d exhaustion. The formation of d(*hydro- 
ascorbic acid owing to its comparative stability at pH 7 (Table 111) should then 
have been detected, which as will lx* seen from Table II \cas not tht* case. 
Furthermore, we have observcxl that on exposing higher (3oncent rations of 
/-ascorbic acid under anatTobic conditions the quantities which were deconiiiosed 
w^ere flir in excess of those which could have been oxidized by any traces of 
oxygen which w'en* l(*ft in solution. The following example will illustrate the 
point. A buffered solution (pH 7) of 50 ml. containing 50 mg. of Z-ascorbic acid 
was exposed to the mercury vapour lamp anaerobically for 6 hr. under the above 
conditions.* 22 mg. of the a<*id disappeared during this period. If the disappear- 
ance of the compound were due entirely to oxidation, 1*40 ml. of oxygen would 
have been necessary — a quantity which could not possibly have been present in 
solution even without previous exhaustion. In the presence of air, however, the 
oxidation of Z-ascorbic acid is undoubtc*dly catalyzed by this light. Under both 
conditions the reactions proceed without the aid of a sensitizer. La(;tottavin 
which acts as a photocatalyst in the oxidation of Z-ascorbic acid by visible light 
has no action on the photochemical change of this compound in the absence of 
oxygen. Acidity which retards the oxidation of Z-ascorbic acid also retards, 
although to a lesser extent, its photochemical decomposition when oxygen is 
excluded. These observations taken in conjunction wdth the fact that the oxida- 
tion of Z-ascorbic acid is catalyzed by visible light bring into prominence the 
complexity of the nature of the decomposition of Z-ascorbic acid by light. 

It may be observed in this connexion that the slightly increased decomposi- 
tion of ascorbic acid recorded by Kon & Watson [193G] when milk w as exposed 
in quartz rather than in glass vessels, was presumably due to the direct action of 
ultraviolet light. The greater part of the decomposition of the acid in the quartz 
vessel was, however, brought about probably in the same way as in the glass 
vessel, namely, as suggested by Hopkins [1938], by the action of visible light 
sensitized by the lactoflavin of the milk. 

One of us (A. E. K.) is indebted to the Medical Research Council for a w^hole 
time grant. We should also like to express our thanks to Messrs Roche Products 
Ltd. for a gift of Z-ascorbic acid and lactoflavin. 
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Three xanthophylls of the formula C4oH5gO ar(i known, of which cryptoxanthin 
[Kuhn & Grundmann, 1933] is related to j8- carotene, riibixanthin [Kuhn & 
Grundmann, 1934] to y- carotenes, and lycoxanthin fZ(*ehmeiRter & Cholnoky, 
1936] to lycopene. In this paper we describe a fourth xanthophyll with one 
oxygen atom, which has been isolated from the jx^tals of (Jazania rigens, and 
which, judging from its behaviour, is related to y-carolent? and mbixanihin. 

The flowers of 0. rigens are very interesting from the biochemical standpoint 
since the great majority of its carotenoids belong to the y-carotene stories, which 
rarely occurs in other plants. The greater part of the carotenoids of this plant 
appears in the “ carbohydrate^ fraction which includes also the xanthophylls 
with one oxygen atom. This fraction contains four dilTerent carotenoids, three 
of which are present in about equal amounts, and the fourth — probably y- 
caroteme — only in much smaller quantities. All these four substances liave 
practically the same absorption spectnim as y-carotene; they can be separated 
chromatographically. 

Chromatographic analysis of the saponified lipoid extracts of Gazania flowers 
gives an upper zone of rubixanthin, which can easily be obtained in a pure 
crystalline state. The second coloured zone, separated from the first by a large 
colourless one, contains the new xanthophyll gazaniaxanthin. It is accompanied 
by another unknown carotenoid with the same absorption sp(‘ctrum, adsorbed 
closely under the zone of gazaniaxanthin, and difficult to separate? from it 
chromatographically. This substane.e has not yet been obtained crystalline. 
Below this zone, follows a small zone of y-carotene. 

Gazaniaxanthin crystallizes from a mixture of benzene-methyl alcohol (1:4) 
in brilliant rectangular leaflets of a deep rod colour, whose macroscopic and 
microscopic appearance is very similar to that of cryptoxanthin. The crystals 
contain methyl alcohol from which they can be freed only with difficulty. In 
this respect gazaniaxanthin is rather different from nibixanthin, which crystal- 
lizes without methyl alcohol, in red-brown needles of a much lighter colour. 

Gazaniaxanthin is readily soluble in benzene and light petroleum, very 
sparingly soluble in methyl alcohol. During partition between light petroleum 
and methyl alcohol, gazaniaxanthin behaves like rubixanthin. It melts at 
136-137® (uncorr., in evacuated tube). . 

The spectral behaviour of gazaniaxanthin is very similar to that of y-carotene 
and rubixanthin, the absorption maxima being slightly displaced to shorter 
wave-lengths. 
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Abaorplim maxima of gazaniaxatUhin^ 


Tn carbon diHulphide 
In light petroleum (b.p. 8(r) 
in hexane 
In benzene 

In absolute ethyl alcohol 


mp 

530 . 495 - 5 , 463 
494 , 461 , 433-5 
492 - 5 , 460 , 432 
508 , 476-5 
494 - 5 , 462-5 


Elementary analyses of gazaniaxanthin agre(' with the composition ^^40^540 
or C 40 HB 6 O. The presence* of an alcoholic hydroxyl group was demonstrated by 
the formation of an acetyl derivative with acetie anhydride in p^Tidine solution. 

Gazaniaxanthin in the crystalline state binds solvents and ash temaciously 
and in spite of rejHjated crystallizations we did not succeed in obtaining abso- 
lutely ash-free preparations. We Mievc that this fact is the causes of tlu* ease 
with which solutions and crystals of this carotenoid undergo autoxidation, 
whereby it is transformed in the course of a few days even in the cold into a 
colourless crystalline substance. 

In its chromaiograf)hic behaviour gazaniaxanthin is intermediate between 
rubixanthin and lycopene. A mixture of these three siibstances (jaii be easily 
separated in the alumina column. 

The elucidation of the chemi<‘,al structure of gazaniiixanthin will be possible 
only after further investigation. Kuhn & Gnindniann 1 19.34] have demonstrated 
that rubixanthin is a d(*rivative of y-caroteiie containing a hydroxyl group in 
the /3-ionone ring: it is suggested that gazaniaxanthin maj' b(* an isomeride of 
this having the hydroxyl group in the ali])hatie side chain, like lycoxanthin and 
lycophyll [Z(*(4imeister & Oholnoky, 1930]. The correctness of this supposition 
can lx* tested by a biological assay, as a substance of the constitution proposed 
should be active as j)rovitaniin A in contrast to rubixanthin. 


Experimental 

We are obliged to Dr Mendonya of the Botanical Institute of this University 
for the following notes about Gazania plants. 

Gazania rigens, of the family of Compositae, is native to Africa. It is culti- 
vated in Portugal in the open air, whereas in the north of Europe it can only 
live in hot houses. The plant, though abundant in flowers, does jiot fructify in 
Portugal, and the flowers used for our investigation are from a specinum brought 
to the Botanical Garden of Coimbra about a century ago, and which has since 
then reproduced only asexually by means of suckers. 

The plant flowers from March to the end of May, only a small part flowering 
at a time. We collected the flowers once a week. The i)lant contains a latex-like 
sap, which is exceptionally rich in lipoids. 

The petals (about 200 g. collected in a week), are separated and dried in 
a stream of warm air at 50"' for several hours. The dry material (40 g.) is finely 
pulverized in a mortar, and then exhaustively extracted with hot light petroleum 
(B.p. 30-50'') in an atmosphere of COg. 

The solution, on standing in the ice box, deposits crystals of free xanthophyll 
and a part of the resinous substance. After filtering, the solution is evaporated 
tn vacw at a low temperature until it begins to foam. The residue is dissolved in 
150 ml. of hot absolute ethyl alcohol. This solution, during slow refrigeration, 
precipitates a considerable quantity of colourless resinous substance, which is 

* Determined with a Hilger prism -spectroscope and a copper sulphate-ammouia filter. 
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filtered off after about half at) hour. It is important not to cool this alcoholic 
solution too much, or to k't it stand for too long, as otherwise a part of the 
carotenoid pigments also precipitates. 

The solution is filtered and 50 ml. of pure thioj)hen-free l)enzene and 5 ml. 
of saturated aqueous KOH are added and the homogeneous clear mixture is 
kept at room temperature (22'") in well filled stopjKTed bottles for 2 days. Then 
300 ml. of light petroleum and 50 ml. of water are added and the mixture is 
agitated. Nearly all the colouring matter remains in the uj)per layer. The 
alkaline alcoholic layer is discarded as it contains much resinous matter and only 
a little xanthophyll. 

The light petrol(‘um solution is thrice extracted, each time with 50 ml. of 
methyl alcohol (00%), which dissolves a quantity of xanthophyll. The solution 
is tlien washed several times with water, to remove tlie iiK'thyl alcohol, dried 
with sodium sulphate and filtered. When kept in the ice box a quantity of colour- 
less substances (various sterols) separate, which have been obtained in a pure 
state. 

It proved of special importance for the chromatographic separation of the 
carotenoids present in the light pt^troleum solution to choose an adsorbing 
substance which is not too active, as otherwise in consequence of the iiiany 
colourless substances present, and the relatively small difference's in adsorbing 
affinity of the pigment, no sufficient separation can be obtained. W(‘ have found 
that, though separation may be effected wdth calcium hydroxide*, this substance 
is not very appropriate because of its bad filtering (lualities and the indistincit 
formation of the zones. The best material for the separation of tlie carotenoids 
of Gazania flowers is alumina. We used Merck’s ordinary aluminium oxyd. 
puriss. anhydr., which, as it was still too active, was moistened with light 
petroleum and kept in the air for 1 day. 

The solution is filtered through a column 15 cm. high and 5 cm. in diameter, 
without suction, and the chromatogram is developed with a mixture of benziuie- 
light petroleum (1:3). Six zones develop. The first small, det*p red, zone still 
contains a little xanthophyll, which was recognized to be pun* luUdn. Then 
follows a deep brown-red zone 5 mm. thick, which contains rubixaiithin. The 
third zone, 3-4 cm. thick contains only colourless substances. Then comes a 
violet-red zone 4 mm. thick, immediately followed by another brown -red zone 
of double this thickness. From the former we have isolated gazaniaxanthin, while 
the latter has not yet furnished a crystalline coloured substance. The isolation 
and crystallization of gazaniaxanthin depends essentially on the sharp separation 
of the upper uncoloured and the lower coloured zones. 

At some distance from the fifth zone, follows a small yellow ring which 
passes more rapidly to the filtrate and which shows the bands of y-carotene. 
A very small first part of th(* yellow filtrate shows absorption bands of j8- 
carotene. 

Rnbixanthin. The zone of the chromatogram containing rubixanthin is 
eluted with light petroleum containing 1 % of methyl alcohol and evaporated 
in vacuo. The residue is dissolved in 10 ml. of hot light petroleum and kept for 
2 days in the ice box. Deep red crystals and a red oil separate. The precipitate 
is filtered and the crystals remaining on the filter are freed from the oil by 
washing with cold light petroleum which contains a few ml. of absolute ethyl 
alcohol. The crude crystals have m.p. 145°. They are dissolved in a mixture of 
15 ml. methyl alcohol and 10 ml. ether, and the solution evaporated on the 
wat(*r bath until crystallization begins. The solution is kept at room temperature 
for half an hour, then in the ice box overnight. The crystals obtained are once 
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more crystallized from a mixture of benzene-methyl alcohol (1 : 3). 5 mg. of fine 
red-brown needles are obtainetl with M.i*. 160" (uncorr., in evacuated tube). 
Absorption bands in 082:533*5, 498, 465 m/x; in light jK‘troleum (b.p. SO^) 
496, 461 m/x. From the mother liquors mon^ rubixanthin of m.p. 150-153^ was 
obtained. 

Oazaniaxanthin. The zone of the chromatogram whicih contains the gazania- 
xanthin is carefully se|:)arated from the other zoiujs abovfi and below and eluted 
with light pc'troleuni containing 1 % of methyl alcohol. Th(* solution is cva[)orated 
to dryness in vacuo. The residue solidifies w’ithin a few seconds. It is dissolved 
in the minimum necessary amount of hot light jx*troleum (5 ml. approximately) 
filtered and kept in the i(!e box. AfU^r half* an hour gazaniaxanthin begins to 
crystallize in brilliant orange leaflets. After 20 hr. the crystals are filtered, and 
twice crystallized from a mixture of l)enzene-methvl alcoliol (1:4). From this 
mixture the carott‘noid crystallizes in brilliant rectangular crystals of a de(*p 
red colour with strong dichroism, and birefringence. From a mixture of light 
petroleum and nw^thyl alcohol brown-red crystals of more irregular sliape are 
obtained. Both these crystals contain meth}^ alcohol, of w^hich the great(*r part 
is lost during heating in vacuo to 80- The m.p. determined in a circular bath 
of sulphuric acid was found at 13t>-137'^' (uncorr., in evacuated tube). 

During heating in high vax'uum at 80 ' the carotenoid lost 0*92, 0*89 mol. of 
methyl alcohol. 

Found (for drv and ash-free substance) : C, 87*12, 87*39 % . H, 10*75, 10*73 . 

Calculated for C40H56O: (\S6*89%: H, 10*22%. C4oHr/): C, 87*27%; H,9*90%. 

Gazaniaxanthin acxtaU. 10 mg. of gazaniaxanthin were dissolved in 23 ml. 
of pyridine and 2 ml. of acetic anhydride added. The mixture was kept for 1 day 
in a well-fill(‘d, stoppered bottle. Then 75 ml. of benzene w ere added and the 
solution .shaken many times with w^ater to remove all p^Tidinc. The solution 
was dried with sodium sulphate, filtered and concentrated in vacuo to 3 ml. 
9 lid. of absolute me^thyl alcohol were added and the mixture kept in the ice 
box. In the course of several days, the acetate crystallized. It was twice re- 
cry .stall izc‘d from a mixture of lienzene-methyl alcohol. The acetate tends to 
crystallize slowly, in the course of several days only. 

(iazaniaxanthin acetate is more soluble in benzene and light petroleum 
than the free xanthophyll. It crystallizes from a inixtim^ of benzene-rneithyl 
alcohol in thick star-shaped orange needles. PVom light pi'troleum-methjl 
alcohol fine, long, needles appear, frequently curved; M.r. 83-85* (uncorr., in 
evacuated tul>e) with strong foaming, probably losing solvent. 

The absorption spectrum is identical with that of gazaniaxanthin; in CSgi 
530, 494 m/Li, ; in benzene 508, 476, 445 m/a. 

XanthophylLs. The methyl alcohol extracts obtained after saponification are, 
after addition of 10 ml. of light petroleum, carefully diluted with w’^ater. Crystal- 
line xanthophyll precipitates. The ethereal solution of this crude xanthophyll 
gives a faint blue colour with cone. HCl, which, however, disappears after further 
crystallizations. The xanthophyll is recrystallized from a mixture of chloroform- 
light petroleum, then twice from a mixture of methyl alcohol -ether. A small 
portion of ‘deaf xanthophyll” is obtained; m.p, 204*^ (uncorr.). Absorption 
bands in CSg*. 509, 478injLL. During chromatographic adsorption of the xantho- 
phyll on to calcium carbonate, two zones are observed, the upper orange yedlow, 
the lower light yellow. We have not tried to isolate the components in a pure 
state. 

From the first zone of the chromatogram of the hydrocarbon fraction we 
obtained by elution with methyl alcohol a solution, from which after evaporation 
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in vdcm and two crystallizations from a mixture of methyl alcohol-ether, pure 
lutein was isolated. It crystallized in yellow needles, which, in contact with the 
methyl alcohol, were transformed in the course of several days into deep red 
crystals, which contained methyl alcohol, m.p. 195° (uncorr., in evacuated tube). 
Absorption bands in CSg 508, 476, 445m/i. 

SUMMABY 

1. A new xanthophyll with one oxygen atom, gazaniaxanthin, has been 
isolated from the flowers of Gazania rigpfis. Its physical and cliemical pro|)erties 
are similar to those of rubixanthin. 

2. In the flowers of Qazania rigens there occur, besides gazaniaxanthin, 
rubixanthin, lutein and ‘'leaf xanthophyll”, which were isolated in a pure crystal- 
line state, and probably y-carotene. Another carotenoid with the same absorption 
spectrum as y-carotene (ould not be isolated in the crystalline state. 

The author wishes to express his thanks to Prof. Dr A. de Morais-Sarmento, 
Director of this Laboratory, for his great interest during the course of tliis work. 
He is also indebted to Prof. Dr R. G. Couceiro da Costa, Director of the Chemical 
Laboratory for placing at his disposal the facilities of the Institute. 
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CCV. THE CARBOHYDRATE AND 
FAT METABOLISM OF YEAST 

V. THE SYNTHESIS OF FAT FROM ACETIC ACID: THE 
INFLUENCE OF METALLIC IONS ON CARBOHYDRATE 

AND FAT STORAGE 

By LESLIE DUNDONALD MACLEODi and IDA SMEDLEY-MACLEAX 
From the Biochemical DepaHmeniy the Lister Institute, London 

(Rec^eived 8 July 1938) 

When yeast is 8us])OHde<l in oxygenated water, part of its reserve carbohydrat<^ 
is transformed into lipoid : if, however, it be incubated in an oxygenated solution 
of sodium acetate, the amount of lipoid formed is greater and is indubitabh’' 
formed at tlie exjw'iise of the ae(‘tate molecuh^ [Smedley-Mack^an & Hoffert, 
192(5; Wieland & Wille, 1935). 

There apfxmred to be three |>ossible ways in which this synthesis could be 
efTected ; (1) the fatty acid chains might be built up at the expense of the acetate 
molecules ; (2) the reserve (iarbohydrato present in the cell might furnish some 
dt‘gn\dation product capable of reacting with the acetate moh'cules; (3) carbo- 
hydrate* might be formed from the acjetate and converted into fat. 

It was therefore* interesting to know whether any simple carbon compound 
formed by the eondcnisation of acetic acid could be utilized for fat formation. 
Butyric, acetoacetic and j8-hydroxy butyric acids had ah’eady been tested with 
negative* results [Smedley-Maclean & Hoffert, 1926]; succinic acid, formed in a 
yield of 10 when yeast is incubated in an oxygenated acetate solution and 
citric acid, formed from acetate in presence of Ba' ^ ions [Wi(*land & Sonder- 
hoff, 1932], have now been tested and found to be ineffective as are also fumaric 
and malic acids. Acetoin, synth(*sized by yeast in large ;vields when acetaldehyde 
is added to a fermenting sugar solution [N<*ub<*rg & Reinfurth, 1923], was also 
inactive. The results of our (*xperiinents are set forth in Table I. 

Yeast incubated in the solutions tested showed about the same fat content 
as yeast which has been incubated in oxygenated water, with three exceptions, 
diacetyl, methyl vinyl ketone and sodium sorbate, in all of which a system of 
conjugated double bonds is pn'sent; this structure apparently inhibits the trans- 
formation of reserve carbohydrate into fat normally taking place wht*n yeast is 
incubated in oxygt*nated water. 

So far, therefore, it has not been possible to find evidence that any simple 
carbon compound containing 4-6 carbon atoms, which might be regarded as a 
condensation product of acetic acid, can act as an intermediate substance in the 
synthesis of fat. 

In support of the hypothesis that fatty acids might be formed by the inter- 
action of the acetate molecule with some degradation product of carbohydrate, 
experiments carried out by Stephenson & Whetham [1922] were recalled in 
which the addition of sodium acetate to the glucose solution in which the 
Timothy grass bacillus was incubated resulted in an increase of the amount of 
fat stored. 

* Moma Macleod Research Student. 
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Table I 

Sliowing mg. of fat and carbohydrate contained in 10 g. yeast after incubation in an oxygenated 
solution of substance to be tested. The figures after incubation of 10 g. of tlie same sample of yeast 
ill oxygenated Na acetate solution are given for comparison. The phosphate present in the solution 
was 1*27% as a mixture of sodium hydrogen phosphates (i-8. CH carbohydrate; 
Lipoid - ether-soluble material. The inethodN of estimation "were those used by Smedley-Maclean 
& Hoffert, 

Veust after incubation in 


(1) Solution (3) Solution 

Oiiginul JS a acetate (2) Solution substanc^ 

yeast >V/14 substaiua* with 




( — ' 

.'s. ^ 

( — ■ 



^ ..A. 

^ 

— 

' ^ 

Sub.staTire 

o/ 

/o 

CH 

Lipoid 

CH 

Lipoid 

C'H 

Li])oid 

(U 

Lipoid 

Na salt of: 










(’itrio arid 

0-52 

— 

84 

237 

190 

250 

JI7 

— 

— 

Succinic aciil 

0-44 

— 

80 

250 

214 

377 

134 

31(» 

153 


0-22 

700 

82 

105 

123 

310 

137 

250 

144 

Fumaric acid 

(P43 

595 

83 

232 

195 

— 

— 

1 05 

153 

Maleic acid 

0*43 

— 

— 

— 



— 

200 

145 

( Votonic a<'id 

0*32 

— 

— 

302 

203 

245 

109 

— 

— 

Laevulir acid 

100 

500 

80 

185 

207 

— 


195 

128 

Ace toil! 

0-32 

637 

84 

237 

190 

— 


167 

1.34 


0-50 

842 

89 

107 

242 


— 

170 

213 


0*50 

750 

104 

180 

234 



192 

173 


0-50 

742 

84 

230 

220 

— 


222 

175 


OoO 

045 

80 

192 

198 

— 

— 

192 

141 


0-64 

850 

89 

325 

230 

280 

143 

192 

157 


0-7S 

742 

82 

345 

185 

— 

— 

197 

151 

2:3- Butylene glycol 


820 

87 

192 

23(1 

415 

128 

295 

153 

Metliylethyl ketone 

0-30 

— 

80 


173 


- 


137 


Substances containing conjugated doublt‘ 

bontla 




Diacetyl 

005 

750 

91 

185 

190 

045 

84 

385 

81 

Methylvinyl ketone 

0-40 

750 

104 

180 

234 



207 

90 

0-40 

742 

84 

230 

220 



30(» 

77 

Sodium aorbate 

1-00 

712 

87 

187 

243 

292 

74 

150 

87 


1()0 

802 

87 

212 

201 

337 

74 

187 

98 


The effect of adding sodium acetate to a pure glucose solution in which yeast 
was incubated was to i>roduce no increase in lipoid but to t)ring about a con- 
siderable lowering of the carbohydrate content. 

In Stephenson & Whetham’s expt^riraents the medium in which the Timothy 
grass bacillus was grown contained glucose, CaCJOg to neutralizt* any free acids 
produced, and inorganic salts, ammonium salts furnishing a supply of nitrogen. 
As we were concerned only with the transformation of glucose into lipoid in the 
existing cells and desired to exclude the formation of new cells a nitrogen supply 
had to be eliminated but we proceeded to examine the effect of the addition of 
CaCOg to the glucose medium in which the yeast was incubated. 

When CaCOg was added to the glucose solution in which the yeast was 
incubated the amount of lipoid fell to about two-thirds of that formed in the 
absence of CaCOg . Addition of sodium acetate to the glucose and CaCOg medium 
produced, however, a slight rise in the amount of lipoid stored (cp. Table II) ; 
the carbohydrate content showed no significant alteration. 

The addition of CaCOg to the glucose solution produced a distinct sedi- 
mentation of the yeast, and it seemed possible that this mechanical effect might 
have interfered with the formation of lipoid for which free oxygenation is 
essential. The replacement of the CaCOg by kieselguhr both in its original state 
and after washing with HCl produced fairly rapid settling of the yeast and in its 
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Table II 


Showing the effect of CaC'Oa on fat ami carbohydrate storage by yeast incubated in oxygenated 
solutions of glucose and of glucose and sodium acetate respectively. CH - carbohydrate. Figures 
represent mg./lO g. yeast 

Gliieose -r N a Glucose t- GaGO^ 4 Ka 

Original Glucose Glucose +CaC 03 acetate acetate 


4 ^ 4 1 r 


Lipoid 

CH 

LijMiid 

CH 

I^ipoid 

CH 

Lipoid 

CH 

Lipoid 

CH 

78 

655 

— 

— 

216 

667 


— 

253 

640 

115 

4<30 

452 

540 

315 

610 

— 

. — 

359 

720 

80 

— 

406 

— 


— 

381 

— 

— 

— 

98 

700 

415 

550 

— 

— 

415 

400 

— 

— 

79 

550 

415 

6CK) 

— 

— 

408 

350 

— 

— 

89 

720 

403 

660 

— 

-- 

335 

470 

— 

— 

74 

400 

326 

560 

223 

520 

— 


231 

450 

Mean: 88 

550 

402 

580 

251 

600 

385 

370 

281 

600 


original state a fall of stored lipoid similar to that produced by CaCOs- After the 
kiesolguhr had been well washed with acid, no inhibitory effect was produced 
on the lipoid formation: the washings contained Ca^*^ and removed from 

the original kieselguhr. These results suggested that Ca"^+ or Mg'^+ and not the 
sedimentation was the inhibiting factor. 


Table III 


Showing n\g. lijioid and carbohydrate stored in 10 g. yeast after incubation in oxygenated 2% 
glucose solution to wdiich kieselgubr had been added. 

After incubation in 

(^) glucose (f) 2% glucose 

(«) 2% glucose solutions It h solution with 


Original 

solution 

^ A 

kieselguhr 

A 

j.Y/14 Na acetate 

A _ 

Lipoid 

CH 

/ 

Ijipoid 

CH 

Lipoid 

CH 

4" 

i^ipoid 

CH 




(1) I'nwashed 




89 

670 

309 

745 

239 

862 

:105 

— 

96 

672 

392 

580 

282 

5()0 

396 

457 




(2) Washed with HC3 




88 

680 

371 

6r>2 

345 

5()5 

313 

600 

80 

642 

415 

457 

400 

565 

391 

402 


Table IV 


Showing mg. lipoid in 10 g. yeast after suspension in oxygenated solutions of 2% glucose to 
which had been added (b) CaCOj, (c) stKliura acetate +CaCX) 3 , (d) sodium gb'collate-r CaCOj, 


(e) sodium succinate + CaCOj . 


Original 

yeast 

(a) Glucose 

(b) Giucoso 
+ CaC0, 

Lipoid 

Lipoid 

Lipoid 

102 



227 

79 



829 

78 

— 

216 

84 

— 

195 

115 

452 

315 

74 

326 

223 


Bioobem. 1938 xxxn 


(c) Glucose, 

(d) Glucose, 

(e) Glucose, 

CaCOs and 

CaCO, 

CaCO, and 

A714 Na 

A/14 Nil 

A7'14 Na 

acetate 

glycollate 

succinate 

LijKiid 

Lipoid 

Lipoid 

— 

381 

— 

— 

397 

— 

253 

276 

— 

— 

256 

278 

359 

— 

— 

231 

— 

— 


100 
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The increase of lipoid produced by the addition of sodium acetate to the 
glucose-CaCOg medium was not specific for the acetate but was produced by 
the addition of other organic Na salts to the medium, and probably indicated an 
antagonistic effect of the Na+ and Ca^+ ions. 

The inhibitory effects produced on lipoid storage by the addition of NaCl, 
CaClg and MgCl 2 respectively to the glucose medium are set forth in Table V. 

Table V 

Showing the lipoid and carbohydrate (CH) content in mg. per 10 g. yeast after incubation in 
2 % glucose solution with and without the addition of chlorides. Medium oxygenated for 24 hr. 

Medium- 


Original (a) 2% (b) 2% (c) 2% (d) 2% 

yeast glucose glucose + NaCi glucose -f- C^aC'lj glucose -f-MgClj 


, ^ 

Lipoid 

ch' 

Lipoid 

~CH 

" NaCl 

. . 

Lipoid 


' CaClg 

Lipoid 

(^H 

' MgCl, 



Lipoid 

Th 

KM) 

590 

404 

580 

A’/ 14 

400 

420 

A714 

272 

500 

A/14 

201 

580 

KM) 

380 

392 

470 

A7I4 

400 

340 

AV14 

242 

330 

y/u 

244 

370 

92 

000 

443 

747 

— 

— 

. — 

A/350 

280 

727 

— 

— 

— 

9.5 

010 

401 

060 

— 

— 

— 

— 

~- 


— 

. — 

— - 

— 

740 

429 

630 

— 

— 

— 

A7350 

275 

040 

A/14 

277 

410 








A7700 

333 

7(M) 

Ay 140 

298 

5.50 








A7140 

242 

030 

A/1400 

371 

580 

98 

740 

432 

010 

— 

— 

— 

A714 

228 

4.50 

— 

— 

— 








A/140 

2.32 

000 

— 

— 

— 








A71400 

3.58 


— 

— 

“ 


The pH of the medium at the end of these f^xjMTiments was in each case 
approximately between 3 and 5. The variation in pH seemed to have little effect 
on the power of lipoid synthesis. 

These experiments brought home to us the fact that the nature of the 
metallic ions present in the medium exercised a considerable influence* on the 
lipoid storage. Further investigation of the comparative effects of the ions, 
K+, Na^, Ca++ and confirmed that both Ca+^ and Mg^ ^ exorcise a very 

marked inhibition on the formation of lipoid material from glucose, Na^ being 
almost without action; on the other hand, the presence of Na^, Ca++ or Mg”* 
reduced, to some extent, the carbohy’^drate content. 

An instance of the marked inhibitory effect of Ca ^ ^ and Mg'* + was provided 
by some experiments in which yeast was incubated in media consisting re- 
spectively of glucose and commercial fructose solutions. The yeast incubated in 
the fructose solution had a very low lipoid content which showed no diminution 
when CaCOg was added to the medium and was much lower than the values 
previously recorded in similar experiments [Smedley-Maclean & Hoffert, 1923]. 
The sample of commercial fructose gave a good reaction for Ca and Mg but the 
purified fructose behaved similarly to the glucose. 

The effects of K+, Na+, Ca'*'+ and Mg+'*’, were then compared by incubating 
yeast in glucose solutions to which their acetates had been separately added. 
The results are shown in Table VI. 

Here also little effect was produced on the amount of fat stored by the 
presence of K+ and Na+, but Ca+'*’ and Mg'*'^ produced marked diminutions, 
Mg ' + apparently having the greatest influence. The inhibitory effect on lipoid 
storage appeared to be greater in the presence of the chlorides than of the 
acetates, a result consistent with the view that the inhibition brought about by 
Ca*'+ and Mg-‘"+ might be to some extent compensated by the additional lipoid 
formed from the acetate ions. 
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Table VI 


Showing mg. lifioid and carbohydrate (CH) in 10 g. yeast after incubation for 24 hr. in an 
oxygenated solution of 2% glucose with -^/14 acetate (0*72%). 


Original 

y«ast 

< 

Glucose 

oo/ 

/o 

Gluco.se 2% 

-f- K acetate 

> 

Glucose 2 % 

+ Na acetate 

Glucose 2 % 

+ Ca acetate 

Glucose 2 % 
+Mg acetate 

.A 

r 

Lipoid 




f ' 




— 

t 


CH 

Lipoid 

CH 

Lipoid CH 

i^ipoid 

CH 

Lipoid 

CH 

Lipoid 

CH 

80 

710 

.398 

585 

— — 

381 

395 

311 

— 

— 

. _ 

82 

760 

370 

730 

— — 


— 

317 

550 

287 

780 

70 

550 

41.5 

»*>00 

— — 

408 

350 

342 

460 

309 

380 

89 

722 

403 

660 

— 

335 

470 

309 

520 

289 

570 

98 

7(X) 

41.5 

550 

. . — 

415 

400 

402 

370 

325 

370 

97 

r);i() 

— 

550 

— 

— 

— 

297 

440 


— 

91 

— 

436 

— 

— 

422 

— 

388 

— 

399 

— 

82 

420 

364 

560 

392 670 

374 

440 

— 

— 

306 

537 

The carbohydrate content of the yeast was also less in the presence of Na+. 


Ca+ ^ and Mg+^, Na+ being on the whole the most effective inhibitor of the three. 


Estimations of the residual sugar showed that in the presence of Ca++ the 
amount of residual sugar was higher, the utilization of the sugar having been k^ss 
effective: Na^ and Mg^^ had no perceptible effect. 

When yeast was incubated in oxygenatc^d solutions of the pure acetates, 
the influence of th<* ions was closely similar to that produced in the glucose- 
acetatc' solutions. The j^resence of was most favourable for the storage of 
both lipoid and carbohydrate; unlike Mg^ Na^ left the lipoid content almost 
unaffected but like it produced a decrease in the amount of carbohydrate; 

Ca^+ caused a marked lowering of both lipoid and carbohydrate (‘ontents. 


Incubation of yeaM in oxygenated solutions of acetates (N/ii) 

Table Ml 

tihowing mg. lipoid and carbohydrate stored in 10 g. yeast after 24 hr. incubation in acetate 
solutions, xY/14. 

After incubation in 

Original , " ^ 

yeast (1) Water (2) K acetate (3) Na acetate (4) Ca acetate (5) Mg acetate 


Lifioid 

(‘H 

f 

Lipoid 


Lipoid 

CH 

f 

LiiK»id 

CH 

Lipoid 

CH 

Lipoid 

CH 

87 

7(K> 

— 

— 

227 

343 

230 

248 

— 

— 

185 

262 

89 

843 

— 

— 

26(i 

263 

242 

168 

— 

— 

— 

— 

92 

825 

— 

— 

266 

232 

245 

230 

— 

— 


— 

95 

523 

— 

— 

231 

2<M) 

198 

180 

— 

— 

— 

— 

85 

6.50 

— 

— 





213 

240 

170 

2.50 

— 

_ . 

87 

620 

139 

220 




237 

280 

150 

180 

191 

280 

93 

7(K) 

134 

230 

. — 


225 

260 

206 

230 

199 

280 

87 

790 

125 

300 


— 

241 

340 

185 

220 

193 

300 

89 

740 

128 

340 





257 

3.50 

166 

2,50 


““ 

89 

670 

111 

300 

— 

— 

240 

320 

181 

240 

— 

— 


The effect of increasing the concentration of acetate in the medium on the 
storage products was determined in solutions of the K salt. No further increase 
was obtained by raising the perwntage of acetate from 0*29 to 1*15%. 

The effects of the ions upon yeast with low and high reserves of carbohydrate 
were then compared. Samples of a yeast with a high carbohydrate content were 
suspended for 24 hr. in oxygenated water, and in oxygenated solutions of Ca 
and Na acetates respectively. The yeast from the oxygenated water was then 

100-2 
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Table VUa 


Showing lipoid and carbohydrate contentR in mg./lOg. yeast after incubation in K acetate 


solution. 


Original yeast 

Yeast alter incubation in: 

0-(J3 % acetic acid as K salt 
0-06% 

0-29% 

0*58% 

M5% 


Lipoid 

Cll 

92 

5:50 

122 

250 

158 

290 

209 

:140 

(219 

310 

1191 

320 

208 

270 


transferred to the acetate solutions and the effects on carbohydrate and fat 
storage compared with those in the yeast which had been at once placed in the 
acetate solutions. 

Table VIII 

Showing lii:)oid content in mg. when 10 g. original yeast from brewery were incubated in 
oxygenated acetate solutions before and after suspension in oxygenated water. (“Hun-dovn” 
yeast =:=yeast after suspension in water.) 

Yeast after incubation in 

Yeast before incubation r ^ 

in acetate solution Na acetate solution Ca acetate solution 



t 

> 

/ 




Exp. 1 

Lipoid 

CH 

LijKud 

CH 

Lipoid 

(^H 

Original 

89 

735 

257 

350 

166 

255 

Run down 

127 

480 

261 

320 

215 

280 

Difference 

+ 38 


+ 4 


+ 49 


Exp, II 







Original 

89 

870 

240 

317 

181 

245 

Run down 

111 

432 

236 

305 

200 

265 

Difference 

+ 22 


-4 


Ti9 



The yeast made substantially the same amount of fat whether it was at once 
incubated in the Na acetate solution or whether it was first incubated in oxy- 
genated W'ater, and then transferred to the Na acetate solution. On the other 
hand, the yeast which had been at once added to the Ca acetate solution had a 
lower fat content than the yeast transferred to the Ca acetate solution aft^er 
incubation in oxygenated water. A possible explanation was that the Ca, whilst 
reducing the amount of lipoid formed from acetate, almost entirely inhibited 
the formation of fat from the reserve carbohydrate. This was, however, not 
confirmed since yeast incubated in solutions of CaClg , with and without CaCOg , 
formed fat just as well as when incubated in oxygenated water. Possibly some 
product formed from the Ca acetate exercised an inhibitory effect. 

Estirmtion of the residual CLcetaie in the media. Determination of the acetate 
in the residual media showed that more acetate had disappeared from the Ca 
(30 %) than from the Na acetate solution (19*5 %). In both cases about twice as 
much acetate disappeared when the yeast used had already been incubated in 
water and contained a low carbohydrate reserve (Na acetate, 47-6 % ; Ca acetate, 
74-3%). 

The effect of 'phosphate on lipoid fbrmation from acetate. The mean lipoid 
contc3nt in 8 experiments in which 10 g. yeast were incubated in 0-6% Na 
acetate solution was 0*218 g.; in 16 experiments in which yeast was incubated 
in 0*6% Na acetate solution containing 1*27% phosphate (as mixed sodium 
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hydrogen phosphates = the mean lipoid content was 0-222 g. The 
addition of phosphate to the acetate solution therefore j)roduced no significant 
result. 

The composition of the lipoid substance collected from a series of parallel 
experiments in which samples of the same yeast had been incubated in the 
various media, is shown in Table IX. 


Table IX 



Lipoid 

P- 

Saponifi- 

cation 

value 

Unsaponifiable 

Fatty acids 

.j. 

Medium 

Wt. g. 

o/ 

/o 

'wt. g. 

/o 

{a) Original ycasl 

1-364 

148-S 

0-464 

34-0 

0-860 

63-0 

2% glucose 

2-319 

160-4 

0-.’)9r) 

25-6 

1-588 

68-5 

0*0% Na acetate 

1-757 

160-4 

0-453 

25-8 

1-292 

73-5 

(fj) Olucosc 

1-277 

180-7 

0-236 

18-5 

0-946 

74-1 

(ilucoHo with Na acetate 

l-2CKi 

208-9 

0-J19 

9-9 

0-921 

76-4 

Cflucose with .Mg acetate 

0-963 

217-8 

0-087 

9-6 

0-768 

79-7 

Olucose with Ca acetate 

1-092 

208-7 

()099 

9-1 

0-880 

SO-6 

(c) Glucose 

0-727 

168-0 

0-198 

27-3 

0 rm 

68-9 

Glucose uith K acetate 

0-784 

ir».*)-8 

0-226 

28-7 

0-530 

67-6 

Glucose with Na acetate 

(»-748 

161-4 

01 98 

27-1 

0-530 

70-8 

Glucose with Mg acetate 

0-612 

172-9 

0-166 

26-4 

U-432 

70-6 


In Exp. (b) the addition of the acetate to th(* glucose medium produced a fall 
in the unsaponifiable from 18-9 to between 9 and 10 this result was not 
confirmed in other experiments. The addition of Na+, Mg^+ and Ca+'’- showed, 
liowever, a tendency to raise the proportion of fatty acids to unsaponifiable 
matter. 


Deffction of pyruvic acid and of acetaldehyde in the residual media on 
addition of Na^\ and to the glucose solution 

When 2:4-dinitrophenylh ydrazine reagent was added to the residual glucose 
and glucose-acetate solutions, a marked difference was observe^d in the amounts 
of precipitate which separated immediat(dy at ordinary temperature. 

Whereas the residual glucose solution generally remained clear or showed 
only a slight cloudiness, the glucose solutions to which K, Na, Ca or Mg acetates 
had been added gave quite copious precipitates, usually most marked in the case 
of tlui glucose-Mg acetate medium. Replacement of the acetate solutions by 
chlorides produced somewhat similar precipitati's and the accumulation of 
carbonyl compounds thus appi'ars to be promoted by the presence of K+, Na ^ ,* 
Ca++ and Mg^^. 

Quantitative experiments were carried out in whic^li 40 g. of yeast were 
incubated in 2 1. of an oxygenated 2 % glucose solution to which Na, Ca and Mg 
acetates were respectiveiy added (A714). To the resulting filtrates excess of 
2:4-dinitrophenylhydra2ino n^agent was added and the resulting precipitates, 
formed after 10 min. stirring, filtered, dried at 37° and weighed. These w'ere 
then extracted with NagCOa solution and the weights of acid and neutral fractions 
dete Alined. 


Wt. total ppt. g. 

Wt. neutral fraction 
Wt. acid fraction 

♦ By difference. 


2% glucose 

0-22 

017 

005* 


2% glucose 
+ Na acetate 

1-93 

1*45 

0-43 


2% glucose 
+ Ca acetate 

1-82 

0-95 

0-83 


2 % glucose 
-t-ilg acetate 

1*71 

0-90 

0-71 
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The greater part of the neutral fraction consisted of acetaldehyde dinitro 
phenylhydrazone ; the acid fraction consisted mainly of the j)yruvic acid de- 
rivative identified by the melting point of its ethyl ester. 

A number of comparative experiments were carried out in which portions 
of 1 g. yeast were incubated in oxygenated glucose solutions to which were added 
the acetate or chloride of K, Na, Ca or Mg; in some cases Mg or Ca carbonate 
was added to the respective chloride solution to prevent the development of 
acidity. The results showed considerable variation but the glucose medium to 
which K, Mg, Ca or Na acetate or chloride had been added always gave a 
precipitate with the hydrazine reagent. The glucose-acetate (K, Na and Mg) 
solutions, when tested with sodium nitroprusside, acetic acid and ammonia, 
usually developed a blue colour showing the presence of pj^nivic acid in the 
solution. The precipitates and pyruvic acid reaction were only marked in media 
which had been well oxygenated. The glucose-chloride solutions, like the glucose 
solution, were strongly acid in contrast to the glucose-acetate solutions, the pH 
of which was usually 5-6. 


Discussion of results 

Injluence of rnetallic ions on fat and carbohydrate metabolism 

Evidence already exists that the nature of the ions in the medium exercises 
an important influence on the fermentation process. Harden [1917] showed that 
washed zymin was readily activated by acetaldehyde in the presence of K but 
not of Na phosphate. When glucose is fermented with yeast juice, the rate of 
fermentation is delayed if the concentration ol‘ sodium phospluite (‘xceeds a 
certain minimum. Meyerhof [1918] pointed out that NaCl and otlu'r salts dc^press 
both the rate of attainment of the maximum rate of fermentation and the 
maximum rate attained; Harden & Henley [1921] found that the chlorides and 
sulphafrs of Na and K diminished the maximum rate of fermentation of glucose 
and fructose by zymin and also the rate of attainment of this maximum, an 
effect not appreciably modified by the addition of acetaldehyde. The rate of 
decomposition of pyruvic acid was, however, uninfluenced. An inhibitory action 
of Na+ on the phosphorylating coenzymes is described in recent work by 
Ohlmeyer & Ochoa [1937] ; the activities of cozymase and adenylic acid as phos- 
phorylating agents in a medium containing Na 2 HP 04 were 1 : fiO, but after the 
addition of a trace of Mn****^ to the medium the activities of both increased to 
200 : 300. Cozymase was much more sensitive to the inhibitory action of Na+ 
than was adenylic acid; the ratio of the concentrations of Mn++, Mg+ K+ and 
NH 4 +, which removed the inhibitory influence of the Na+, was 1 : 50 : 1000 : 2000. 
Our loiowledge of the inhibitory action of Ca+-^ seems to rest chiefly on the work 
of Fernbach & Schoen [1913; 1914; 1920] who found that considerable quantities 
of pyruvic acid could be isolated from glucose fermented by various yeasts, 
notably Mycdkvure Duclaux in the presence of CaCOg . They ascribed the effect 
not only to the reaction of the medium, since when beer wort was used as the 
medium no pyruvic acid could be isolated even after the addition of chalk. 

In Neuberg’s laboratory, pyruvic acid was isolated from the action of yeast 
juice on Mg hexosediphosphate solution, glycerol being also formed [Kobel &; 
Scheuer, 1930]. The addition of MgHP 04 , MgO or Na 2 HP 04 to a 10 % glucose 
solution in which fresh yeast was fermenting produced similar results. Neuberg 
& Kolnd [1930] concluded that the phosphate ions were not concerned since 
MgO produced the same effect, and that Mg ions were not essential since Na 2 HP 04 
produced a similar result. 
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The influence, of metallic ions on the storage of fat and carbohydrate by yeast 
in oxygenated glucose media 

In our experiments the addition of CaClg or MgClg to the oxygenated glucose 
solution, in which yeast was suspended, produced: [a) some diminution of 
carbohydrate storage, rather varying in amount, the effect increasing with the 
concentration of the salt (Table A') ; (b) marked diminution in th(^ amount of fat 
stored; (c) accumulation of carbonyl compounds in the media to a varying 
extent. 

Similar results wen' obtained when the acetates of Ca or Mg were added to 
the glucost' solution, less diminution in lipoid storage being produced than by 
CaClg and MgC’lg*, possibly the acetate' had contributed to the fat formation. 

The addition of NaCl or Na acetate to the glucose solution markedly in- 
hibited the carbohydrate storage, but unlike Ca+'^ or Mg++, Na+ only produced 
a very slight inhibition of lipoid storage. Carbonyl compounds w(^re also 
detf'Oted in the medium. 

The reaction of the medium did not appear to exercise a very important 
influence on the storage phenomena. The fat and carbohydrate contents were 
similar in the talkaline Na acetate -glucose and the acid NaCl-glucose media. 

Ca^ ^ and Mg^ ^ exert a strong inhibitory influence on both fat and carbo- 
hydrate synthesis from glucose whereas Na inhibits mainly the carbohydrate 
synthesis. 

The introduction of these three ions especially of Na^ or Mg^ also produced 
an a<*cumulation of carbonyl compounds in the oxygenated medium. It seems 
possible, therefore, that this accumulation may have been connected with the 
diminution of ]>ower to store carbohydrate whether by inhibiting its synthesis 
or promoting its breakdown. 

The presence of metallic ions in the solution appears to exercise an important 
influence on the reactions of the cell which has hitherto not been sufficiently 
n'cognized. 

The formation of fat from acetates (cf. Table VII) 

The influence of K’“, Na+, Mg++ and Ca^ ^ on the formation of fat from 
acetaUi in the absencij of sugar is very similar to their effect on the formation of 
fat from sugar. The average increases in the fat content of a sample of yeast 
after incubation respectively in oxygenated solutions of NjlA acetates and water 
were : 

Acetate of 


Water K Na Mg Ca 

41 % 180 % 100 % 118 % 100 % 

Since the 41 % increase after incubation in water represents the fat forinetl 
from reserve carbohydrate, it is clear that fat was formed from acetates and that 
the inhibitory influence of Ca+ ^ and Mg^ on the process was considerable. The 
carbohydrate content of the acetate yeasts was only slightly greater than that 
of the yeast incubated in water, and sinw the amount of acetate oxidized was 
greater in the “nin-down’^ yeast it is probable that the acetate exercised a 
carbohydrate-sparing action. The level of carbohydrate in the yeast from the 
acetate solutions and from water was much lower than in the original yeast. We 
can find no convincing evidence that hydrolysable carbohydrate is formed from 
acetates. Wieland & Wille [1935] found in a yeast incubated in sodium acetate 
solution an increase of 6 % of lipoid and of 6*03 % hydrolysable carbohydrate 
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reckoned on the dry weight of yeast, the latter variation being probably within 
the limits of accuracy of the experiment. This result is in striking contrast to 
those obtained by incubating yeast in solutions of alcohol when large increases 
in the storage of hydrolysable carbohydrate took place. It is therefore possible 
that when fat is formed from alcohol it passes through the stage of storage 
carbohydrate and that no direct condensation of alcohol to fatty acid takes 
place. 

The conclusion that fatty acid is S 3 mthcsized from acetate without going 
through the intermediate stage of hydrolysable carbohydrate is supported by 
the work of Sonderhoif & Thomas [1937] on the composition of yeast grown in 
a solution of trideuteracetaie. These workers found that under the conditions of 
their experiment, no exchange of light and heavy hydrogen took place between 
the trideuteracetate and the water in which it was dissolved. The absorptions 
of oxygen by yeast were practically equal in acetate or trideuteracetate solutions 
when tested in the Warburg-Barcroft apparatus . After shaking in the ox ygenated 
trideuteracetate solution, the deuU^rium contents of the dried yeast and of its 
lipoid and carbohydrate were respectively determined. The acetate was proved 
to have taken part in the synthesis of lipoid since 14’7 % of the total lipoid 
hydrogen consisted of deuterium ; the percentage of deuterium in the unsaponifi- 
able material was 31*6. Since, in our experiments, incubation in an acetate 
solution approximately doubled the amount of lipoid originally pn^sent, and 
since the original lipoid did not contain deuterium, about 30% of the newly 
formed lijx)id hydrogen and 63 % of that of the newly formed unsaix)nifiable 
matter must have come from the trideuteracetate. Our determinations of the 
constituents of the lipoid formed after a brewery yeast had been incubated in 
Na acetate solutions, showed that the ratio of unsaponifiable to fatty acid was 
approximately 1 : 3, the same as in the original yeast before incubation. 

If a similar relation holds in trideuteracetate solutions, approximately 20% 
of the hydrogen of the newly formed fatty acid consistc^d of deuterium derived 
from the trideuteracetate. This is in agreement with our findings that the lipoid 
is formed by condensation of the acetate molecules. 

The yeast carbohydrate (prepared by the method of Sevag & Cattaneo [1936] 
contained only 1*6% of its total hydrogen as deuterium. 

Although the calculation of the proportions of deuterium in the fatty acid 
and sterol sjnithesized from the trideuteracetate can only lx* a rough approxi- 
mation, the very marked difference in the proportion of douterated hydrogen in 
the unsaponifiable matter (63%) and in the fatty acid (20%) would seem to 
signify a different manner of condensation of the trideuteracetate. The com- 
paratively small proportion of deuterium nuiiaining in the fatty acid may signify 
that deuterated water is split off from tht* condensed molecules which would 
then be reduced to saturated chains by hydrogen atoms. 

In the sterol synthesis, two out of three of its total hydrogen atoms must 
have been derived from the trideuteracetate. 

The influence of phosphates on the formation of fat frotn 
acetate and from hexose 

The mean lipoid content of yeast incubated in a 0*6 % solution of Na acetate 
was found to be unaffected by the addition*of Na 2 HP 04 to the medium. Increasing 
the concentration of the acetate above 0*6 % diminished or failed to increase the 
fat content of the yeast and we could therefore only examine the influence of 
phosphate in dilute solutions. It is interesting that Katagiri [1026] found that 
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increasing the concentration of acetic acid in a glucose solution, buffered with 
Na acetate-acetic acid mixture, exercised an inhibitory eff(»ct on fermentation 
which could not be wholly ascribed to the 

When fat is formed from hexosc, the effect of phosphate is much more 
obvious in concentrated than in dilute sugar solutions. Smedley-MacLean & 
Hoffert [1924, Table III] incubated yeast in oxj^genated 4% fructose solutions, 
the medium being changed every 48 hr. ; their results show the close relationship 
that exists between the stored carbohydrate and lipoid when alkali phosphate 
is added to the fructose medium. 

Consideration of the evidence at present avmlabU*, secerns perhay^s to be most 
consistent with the view tliat when yeast is incubated in an oxygenated sugar 
solution, the formation of fat runs parallel with the storage of sugar and phos- 
phate and is probably connected with some stage of tlu* triosephosphatf^ break- 
down, pyruvic acid possibly f)roviding the necessary starting material. This 
process is largely inhibited by the p^esen(^e of or Mg^ in the medium. 

When fat is formed from acetate there is no indication that the hcxose- 
phosphate path is followed ; there seems to be a mechanism by which acetate 
molecules can be directly condensed to form fatty acids; this process is also 
adversely affected by the presence of + or Mg++. There seems to us to be no 
indication of the nature of the intermediate stages of this condensation. 
Wieland & Willc have suggested that acetic acid may be first cx)iiverted into an 
“ activated form of succinic acid and that this may pass through oxaloacetic 
to p^^Tuvic acid. This hypothesis though attractive lacks experimental basis. 

Both in the formation of fat from hexose and from acetate, plentiful oxy- 
genation is an essential condition. 


Summary 

1. When yeast was incubated in an oxygenated solution of any of the 
follovdng .substances, no increase of lipoid over that produced on incubation 
in oxygenated water was obstTved; acetoin, 2:3-butyleneglycoh methylethyl 
ketone, sodium salts of citric, succinic, maleic, fumaric, crotonic, laevuhc or 
gluconic acids. 

2. Solutions of substances containing two conjugated double bonds, in- 
hibited the lipoid increase normally found on incubating in oxygenated water. 

3. Addition of Ca++ or Mg^ to oxygenated glucose solutions in which yeast 
was incubated markedly diminished the amount of lipoid normally stored. 
Addition of Ca^ Mg'^+ or Na'^ to oxygt'iiated glu(*ose solutions in which yeast 
was incubated lowered the carbohydrate content whether added as chloride or 
acetate. 

4. When yeast was incubated in ox 5 ^genated acetate solutions, Ca++ or 
Mg++ lowered the amount of lipoid normally formed from the acetate. 

6. Addition of phosphate failed to increase tlu* amount of lipoid formed from 
acetate when yeast W’as incubated in sodium acetate solutions (0*6%). 

6. Addition of K+, Na+, Ca+’^ or Mg++ to a glucose solution in which yeast 
was incubated, increased the amount of carbonyl substances })resent in the 
medium. In experiments in which the acetates of these metals were added to the 
medium, pyruvic acid and acetaldehyde were identified. 
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CCVI. FACTORS INFLUENCING BACTERIAL 
DEAMINATION 

III. ASPARTASE 11: ITS OCCURRENCE IN AND 
EXTRACTION FROM BACTERIUM COLI AND ITS 
ACTIVATION BY ADENOSINE AND RELATED 

COMPOUNDS 

By ERNEST FREDERICK GALE 
From the Biochemical Laboratory^ Cambridge 

{Received 23 July 1938) 

The bacterial deaminases of Bact,coU, previously studied, fall into two groups: the 
first consisting of the dt',aminasos of glycine, dZ-alanine and Z-(-f)glutamic acid, 
and the second of the deaminases of d/-serine and /-(~)asy3artio acid. In these 
investigations d(^aminase activity has been measured in (/xg. NHa-X liberated 
j)(*r mg. drj’' wt. bact<Tia per hr.). The dc*aminas(*R of the' first group [Stephenson & 
Gale, 1937J carry out only oxidative deamination and have an activity of the order 
= which remains constant throughout the growth period of the organism. 
Those of the second group [Gale & Stephenson, 193S] carry out both aerobic and 
anaerobic deaminations and have an activity of a much higher order — values of 
1000 for rf/-serinc and 5(X) for i-(— )aspartie acid have been recorded — ^and this 
activity varies greatly with the age of the culture. 

In the study of di-serine deaminase, it was shown that the washed suspension 
of the organism in water lost activity on standing. Investigation of this loss and 
its subsequent recovery led us to postulate the existence of a diffusible coenzyme 
for serine deamintisc. The loss of activity could be jirevented by incubation with 
a reducing agtuit in the presence of phosphate, or with a trace of adenylic acid. 
Also, if the activity were allowed to fall, then the lost activity could be recovered 
by incubation for 1~2 hr. wth a reducing agent and phosphate — neither being 
effective alone. From this evidence, we deduced that the coenzyme could exist 
in a reduced or oxidized form and in a phosphorylated or non-pliosphorylated 
form, the reduced and phosphorylated form being the active substance. 

Since this work was published, it has been demonstrated that tlu^ alanine 
oxidase preparation from kidney requires a coenzyme [Das, 1936; Warburg & 
Christian, 1938, 1; Straub, 1938J and that this coenzyine contains adenine, 
phosphate and flavin [Warburg & Christian, 1938, 2]. 

Harden [1901] showed that a culture of Baci. coli growm in glucose broth 
would deaminate aspartic acid with the formation of succinic acid. Quastel & 
Woolf [1926] showed that this reaction took place anaerobically in the absence of 
inhibitors but that in the presence of an inhibitor such as toluene, an equilibrium 
was set up corresponding to 

Aspartic acid Fumaric acidH-NHg, 

the action of the toluene being to stop the later reduction of fumaric acid to 
succinic acid. Woolf [1929] showed that the fumarase of the organism produced 
malic acid from the fumaric acid so that the final equilibrium was really an 

( 1583 ) 
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aspartic-fumaric-malic-NHa system. He gave the name “aspartase"’ to the 
enzyme responsible for the formation of fumaric acid from aspartic acid. These 
workers used anaerobic conditions for all their experiments and showed that the 
effect of toluene was to inhibit the reduction of fumaric acid but, since the 
evolution of NHg from aspartic acid in the initial stage of the experiment was 
independent of the presence of toluene, this inliibitor can have no action on the 
aspartase enzyme itself. 

Part of this paper will be devoted to showing that there is, in Bad, coli, an 
enzyme, other than the “aspartase’’ of Woolf, which is responsible for the 
deamination of aspartic acid but which requires for its action the presence of a 
coenzyme which is destroyed by the method used by previous workers for the 
preparation of the bacterial suspension. 

Methods. The strains of Bad. coli used, methods of growth, preparation and 
measurement of bacterial suspensions and the determination of NH3 liberated 
have already been described [Gale & Stephenson, 1938]. Since the results 
obtained with the two strains do not dilBFer significantly, only those obtained with 
strain I are presented here. Fig. 1 shows the effect of pH on deamination of 
Z-(—)aspartic acid by this strain. 

The adenosine used in part of this work was obtained from Dr George Henning 
of Berlin-Tempelhof. 




Fig. 1. Effect of pH on the rate of deamination of l-( ~ )asparti(; acid by Bac/, colt (J). 

Fig. 2. Variation of deaminase activity with “age” of culture and conditions of growth: 

1, in Nj; 2, in air; 3, in 2 % glucose broth in Ng (strain I). 

VaHation of deaminase adivity with ^^age^' of culture and conditions of growth. 
Fig. 2 shows the variation due to culture time and conditions of aeration. In 
curve 1 the culture was grown anaerobically in Ng for varying periods ; in curve 2 
the growth was carried out aerobically in liquid medium in Roux bottles; in 
curve 3 the organism was grown in 2% glucose broth with chalk and bubbled 
continuously with N2. In the last case samples were taken at intervals with 
sterile precautions, the chalk removed by centrifuging for 2 min. at 3000 r.p.m. 
and pouring off the supernatant liquid from which the organisms could then be 
removed by centrifuging in the usual way. The activities in each case were 
determined aerobically. 

The presence of glucose in the growth medium inhibits deaminase activity, a 
result which has been shown with all the deaminases so far studied. The low 
activity obtained under such conditions remains constant with age. With curve 2, 
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however, there is a steadily increasing activity for the first 14 hr. of growth, 
after which the activity falls again, reaching the initial low value after about 
24 hi*. When the culture is grown anaerobically, there is a sharp rise in activity 
between the 8th and 10th hr. of growth and the high activity then attained does 
not decrease appreciably up to the 24th hr. of growth. 

Fig. 3 shows how this variation of activity in an anfiorobic culture is reflated 
to the growth curve and also to the of the nunlium detcTinined with the calomel 
electrode. The increase in activity reaches a maximum value at about the same 
time as active cell division ceasc^s and the Ef^ reaches a steady value. It seemed 
likely that the increase in activity between the 8th and 10th hr. was dut* to a 
change in the medium consequent upon the metabolic activity of the ceils. To 
investigate this point 900 ml. of liquid medium were inoculated with a 12 hr. 



Fig. 3. 



Hr. of grow th 
Fig. 4. 


Fig, 3. 1, V'ariation of cleaniiiiaKo activity; 2. growth in dry wt.; 3, of 
medium, with “age" of culture. Anaerobic culture (strain 1). 

Fig. 4. 1, Variation of deaminase activity; 2, growth curve for culture grown 
aerobically in inorganic medium + 2 lactato -f 2 aspartate (strain J). 


culture of the organism and ineubated anaerobically for 10 hr., by which time the 
activity of the culture was approaching its maximum. Tlu‘ greater part of the 
organism was then centrifuged oflF and the medium sterilized by passage through 
a Seitz filter. This semi-exhausted medium was then re-inoculated with a 12 hr. 
culture, bubbled with Ng and incubated, A turbidity was visible after 5 hr. and 
the organisms were spun off after 6 hr. The results of three determinations of the 
activity are set out in Table I. The earliest obtainable culture in the semi- 

Table I. Activity of early cultures grown anaerobically in 
ssmi-exhatistsd'^ medium 


Exp. 

Hr. of 
growth 

Activity 

<?N 

Activity of control 
grown in normal 
medium (Q^^) 

142 

C 

376 

35 

143 

7 

296 

42 

153 

6 

378 

75 


In exp. 153, 1 % sodium aspartatg was added to the semi-exhausted medium before the 2nd 
inoculation. 
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exhausted medium has an activity equal to the maximum activity attained by 
a culture grown normally for 14 hr. This indicates that variation in activity 
is dependent upon an alteration in the chemical constitution of the growth 
medium. 

Fig. 4 shows that a culture grown in S3nathetie inorganic medium [Stephenson, 
1930] with the addition of 2 % Na aspartate and 2 % Na lactate, shows an increase 
in activity before growth stops. If the increase in activity is due to the formation 
in the medium of some substance, then the organism is able to synthesize that 
substance from the constituents of this synthetic medium and, presumably, if 
that substance were added to the medium in the first place, then the earliest 
obtainable cultures would possess maximum activity. Accordingly 6 hr. cultures 
have been grown in liquid medium with the following additions and, in each case, 
the activity of the washed suspension determined: 

1 % Na fumarate; 1 % Na succinate; 1% Na pyruvate; 0-5% Na formate; 
0*5% alanine; 0-05% adenosine; excess COg. 

In no case has a significant increase of actmty over the control been 
obtained. 

Loss and recovery of activity. The greater part of the work to be presente^d was 
carried out with cultures grown anaerobically for 15 hr. and having a (aerobic) 
of approximately 300 after preparation of the washed suspension. As in the case 
of serine deaminase, it was found that the activity of the washed suspension 
“decayed” on standing whether at O'* or on incubation. Table 11 shows that if 
suspensions of different strengths are incubated in vacuo for 3 hr. at 37 ' there is 
a loss of activity which increases with dilution of the suspension, being 28 % for 
a suspension of 3-7 mg./ml. and 78% for a 0*37 mg./ml. suspt‘nsion. 


Table II, Effect of dilution with water during incubation 
for 3 hr. at 37'^ 


Suspension of 
bacteria 
incubated 
(rng./ml.) 

Dilution 

Suspension of 
bacteria for 
estimation 
(mg./ml.) 

(initial -338) 

Loss of 
activity 
?/o 

3-70 

— 

0-37 

244 

28 

0-75 

1/5 

037 

177 

48 

0-37 

1/10 

0-37 

75 

78 



Fig. 5. Effect of “age” of (anaerobic) culture on: 1, activity 2, % loss of that 
activity during 3 hr. subsequent incubation at 37^'. 
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With serine deaminase, it was found that the % loss of activity over any 
given period depended upon the “ago’’ of the culture: an effect which was 
provisionally explained by differences in the permeability of the organism. Fig. 5 
shows the relation between the “age ” of the culture and its activity with asjjartic 
acid (curve 1) and the % loss of activity over 3 hr. incubation in vacm at 37° 
(curve 2). With serine deaminase, a maximum “permeability” was obtained 
between the 10th and 12th hr. of growth and the rate of loss of activity fell off 
rapidly on either side of this jxiriod: with aspartic dciaminase, the rate of loss of 
activity remains approximately constant from the 12th to the 20th hr. of growth. 
The marked differences between the activity and the “permeability” curves for 
the two deaminases indicate that we are dealing w^ith different systems in each 
case. 

With serine deaminase, it was shown that the lost activity could be recovered 
.again by incubating the bacterial suspension for 1-2 hr. with glutathione (GSH) 
or more negative reducing s^^stems in the presence of phosphate. Similar ex])eri- 
monts have been carried out with the aspartic deaminase and the results are 
set out in Fig. G. A culture was grown anaerobically for 15 hr. and the aerobic 
activity of the washed susj)ension was determined immc?diately after its prepara- 



tion (“initial (i>j^” = 306). The suspension w^as then left at 0° for 3 hr. in vacuo, 
w'hen its activity had fallen to 186. The activity of the “decayed ” suspension was 
then redetermined aerobically in the presence of borate buffer at 7*5 to which 
the following systems had been added: (1) water; (2) boiled bacteria in water; 
(3) boiled bacteria in 0-01 M phosphate buffer at pH 7-5; (4) formate, 0*005 Jf ; 
(5) formate, 0*005 Jf, and phosphate, 0*01 M; (6) glutathione, xl//30,000 GSH; 
(7) Jf/30,000 GSH and 0*01 Jf phosphate ; (8) lactate 0*005 Jf ; (9) 0 005 Jf lactate 
and 0*01 M phosphate (final concentrations). The results show the following 
marked differences from those obtained with similar experiments carried out 
with serine deaminase. 

1. With certain additions an immediate recovery of activity is obtained 
without incubation. 

2. GSH, with or without phosphate, has no effect either before or after 
incubation. 

3. Boiled bacteria or formate produce an immediate reactivation with or 
without phosphate and, in certain cases, this reactivation proceeds to a point 
above the “initial” value. 
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Fig. 7 shows the effect of adding certain of these substances to the washed 
suspension immediately after its preparation. Boiled bacteria and certain 
reducing systems again produce an activation of the suspension. The preparation 
of the bacterial suspension takes about 1| hr. and it can bo shown that there is 
a loss of activity during this period and that it is this lost activity which is 
recovered in Fig, 7. The reactivation obtained with lactate is not satisfactorily 
reproducible while that obtained with formate is consistent so that it seems that 
a reducing system is required w’hich is rather more negative than the lactate- 
lactic dehydrogenase system. 

490 


460 


430 


Fig. 7. Immodiate activation produced by boiled organism or reducing systems. 

The immediate reactivation effect of boiled bacteria suggests that they form 
a source of some essential factor which is lost on standing and a search for a 
coenzyme of Z-(— )a8partic deaminase was next undertaken. 

Nature of the coenzyme, A culture was grown anaerobically for 1 5 hr. and the 
initial aerobic activity of the washed suspension determined (^^^ = 251). After 
3 hr, at 0° in vacuo its activity had fallen to ©^^^ = 84. The activity was then 
redetermined in the presence of (1) boiled cell-free liver extract; (2) boiled cell- 
free yeast extract; (3) a suspension of boiled bacteria; (4) a cozymase preparation 
in solution containing approximately 0-1% coenzyine 1; (5) a solution freshly 
prepared from a separate dry cozymasc preparation containing 1 mg. of the dry 
mate'rial in 10 ml. The results are shovm in Table 111 and a n^aetivation is 
obtained with the first four additions but not with the second of the cozymasc^ 
preparations. 

Table III. Sources of coenzyme 

Initial activity of washed suspension — 251 

Activity after 3 hr. at 0° in vaevo Qjf — 84 


Addition to suspending 

Kestiltant 

activity 

Increase in 

medium 

Cn 

Qji 

Boiled liver ext. 

227 

143 

Boiled yeast ext. 

161 

77 

Boiled bacteria 

229 

148 

Oozymase prep. A 

202 

118 

Cozymase prep. B 

88 

4 


To confirm that the deaminase factor was not coenzyme I, the cozymase 
preparation which had proved active in the last experiment was treated in the 
various ways set out in Table IV. Coenzyme I is destroyed by boiling at jpH 12 
for 2 min. but is stable to boiling at 1 for 5-10 min. If, however, the 
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coenzyme is first reduced with Na 2 S 204 then these relations are reversed, the 
reduced form being stable to alkali and unstable to acid [Green & Brostcaiix, 
1936]. Excess NagSgO^ was oxidized by aeratif)n. The form of the experiment was 
similar to those already described and it is obvious that the deaminase factor 
bears no relation to the activity of coenzyrne 1 but would appear to increase 
slightly during alkaline hydrolysis and to decrease during acid hydrolysis. The 
factor is then, presumably, either an impurity in the cozyniase preparation or a 
breakdown product of coenzyme 1. The known impurities in the active cozymase 
preparation were then tested and are also listed in I'able IV where it is seen that 
adenyli(? acid possesst^s a definite reactivation effect but of a rather low order. 

Table 1 V. Nature of active factor in cozymase prep, A 


Initial aotivify of waf»}io«l suspension 

Activity after lir. at U in vacuo - 20S 


Addition in hum pending 
medium 

Previous 
treatment. 
Boiled for 

5 min. at pH 

(’oenzyme 1 

Resultant 

activity 

(?s 

increase 

Factor 

(’ozyinuHe prep. A 

— 

Active 

297 

91 



12 

Inactive 

.‘124 

118 

+ 

99 

1 

Aetiv e 

304 

98 


(\)zymti-se redu<*e<J 

12 

Active 

277 

71 

-f 

1 

Inactive 

2t>6 

60 

T 

CozymaHe prep. U 

— 

Actix e 

200 

— 


Klavine 

— 

— 

196 

— 


Adonylio acid (01 mg. ml.) 

— 

— 

246 

40 

4- 

Nicotinamide (0*1 mg. ml.) 



2or» 

— 

— 

Hoilu<l bacteria 

— 

— 

290 

84 

-r 


It has been shown that adeniiu* compounds are r(»adily attacked by Bad. roU^ 
the probable course being as follows fLutwak-Mann, 1936]: 

Adenylic acid ^adenosine ->inosine -diypoxauthine + ribose 
Inosiuic acid -^inosine -^hypoxanthine 4- ribose 

For this reason adenylic atud and its d(‘Coniposition products were tested for 
th(‘ir activating effect as follows: the activity of a washed suspension from a 
15 hr. anaerobic culture was determined aerobically immediately after it.s 
preparation in the usual way with 0*03 J/ phosphate buffer and A//250 /-aspartate 
and then also in the presence of (1) adenylic acid: (2) inosiuic acid : (3) adenosine ; 
(4) inosine; (5) adenine; (6) hypoxantliine ; (7) ribose; (8) boiled bacteria. The 
final concentration in all cases, with the exception of (8), was 1 mg./lOO ml. The 
results are shown in the top portion of Fig. 8 as “initial recovery". The suspen- 
sion was then allowed to stand in water at 0° for 3 hr. by which time its activity 
had fallen to ^j^jsslOO and the whole experiment then repe^ated with this 
‘‘decayed’' suspension: the results obtained are sho\Mi in the lower portion and 
overlapping the upper portion of Fig. 8. The most effective substance is adenosine, 
having an activation effect greater than that produced by the boiled bacteria. 
It is closely followed by inosine and inosinic acid. The further bre^akdown products 
of adenosine — adenine, hypoxanthine and ribose — produce a small reactivation 
in the second half of the experiment but their effect is generally rather less than 
in the example quoted. 

These results suggest that adenosine is the activating substance replaceable 
by inosine or inosinic acid, possibly in virtue of their interchangeability under the 
action of the-organism [Stephenson & Trim, unpublished]. The lower but still 

Bioohem. 1938 xxxn 
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marked activity of the other decomposition products of adenosine may be duo 
to the synthesis from them of one of the three more active compounds. Until the 
mode of action of the adenosine etc. is explained, speculation on this point is 
useless. At first sight it might bo thought that adenosine and inosine act as an 



Fig. 8. Recovery in the presence of breakdown products of adenylic acid, 

NHg-carrier system, the inosine reacting with aspartic acid to form adenosine 
and the latter then being deaminated to inosine again. That this cannot be. the 
case is seen from a consideration of the rates of deamination of aspartic acid and 


adenosine respectively : 

Bate of deamination of {-aspartic acid: 

(а) Aerobically in presence of adenosine = 

(б) Anaerobically in presence of adenosine Q^==50i 

Bate of deamination of adenosine : 

(а) Aerobically Qjj = 122 

(б) Anaerobically = 120 


The effect of adenosine on the deamination of l-{—)a8partic acid. It was next 
necessary to determine whether this co-deaminase effect of adenosine would work 
anaerobically. 

Fig. 9 shows the effect of adding an initial concentration of 0-67 mg. 
adenosine/ml. on the deamination and Fig. 10 the corresponding effects with 
one-quarter this quantity of adenosine. In the absence of adenosine there is a 
much slower rate of evolution of NHg anaerobically than aerobically. The effect 
of the addition of the adenosine is to increase the rate both aerobically and 
anaerobically but, whereas the aerobic rate is incresused by a constant anaerobically 
the initial acceleration is much greater but rapidly falls off until the rate is back 
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to that of the control. That this is not due to the attainment of an equilibrium can 
be demonstrated by the addition of further adenosim*, when the rate will again be 
temporarily accelerated. 



Fig. 9. Fig. 10. 

Fig. 9. Effect of adenobine {l/15m^./ml.) on evolution of NHg from 
l‘{ - )aspartic acid in presence of hart, colt (0*1 mg. dry wt./ml.). 

Fig, 10. Effect of smaller concentration of adenosine (I/(i0 mg.,,ml.) 
on evolution of XH3 (of. J^'ig. 9). 

Fig. 1 1 shows the result of adding increasing concentrations of adenosine upon 
the Q^, Since the accelerated rate is constant aerobically (Figs. 9 and 10) we can 
determine a true rate under such conditions but anaerobically this is not possible 
and the points on the anaerobic curve of Fig. 11 represent the rate for the first 
30 min. after the addition of the adenosine. We have seen from Figs. 9 and 10 that 
a given amount of adtuiosine produces a more marked increase in the anaerobic 
than the aerobic rate and this may mean that the total activity obtained aero- 
bically is due to an anaerobic process. In the absence of adenosine and with 
freshly prepared suspensions, the aerobic rate of deamination is greater than the 
anatirobic but this difference in the two rates disappt^ars on incubation of the 
suspension for half-an-hour. Mesrobianu [1936] has shown that BacL coli contains 
ail appreciable amount of adenosine and this <lifference in anaerobic and aerobic 
activities of fresh cultures may be due either to a labile oxidative deaminase or 
to the natural adenosine of the bacterium having an effect which is obvious 
aerobically but falls off so rapidly anaerobicall}’^ (cf. Fig. 9) as not to be de- 
monstrable. 



Fig, 11. Effect of adenosine concentration on rateW deamination by strain I. 

Pig, 12. Variation of critical concentration of adenosine with oonceutration 
of i-( - jaspartate. 

101—2 




1592 


E. R GALE 


From Fig. 11 it is also seen that, aerobically, the rate of deamination reaches 
a maximum in the presence of a final concentration of adenosine greater than the 
critical concentration of Jf /7500. The final concentration of aspartic acid in this 
case is Jf/250 so that a maximum rate of deamination is obtained when there is 
one rnol. adenosine present to every 30 mol. aspartic acid. Fig. 12 shows that if 
the final concentration of /.-(—) aspartic acid is doubled then the critical concentra- 
tion of adenosine is also approximately doubled. 

Deamination of \'‘(—)asjHirtio acid by cAl-free coli-juice.. At this point in the 
research the wct-crushing mill of Booth & Green [193S] became available and it 
was decided to test these findings with a cell-free juice obtained by crushing Bact. 
coli. 25 Roux bottles containing broth-agar with the addition of 0*5 % Na lactate 
were sown with the organism and incubated for 2i hr., the culture then washed 
off and centrifuged, washed once in water and then made up into a thick cream 
(c. 35 ml.). This was poured into the mill and ground for 2 hr. by which time most 
of the cells had been disintegrated. The resulting juicti was then centrifuged until 
microscopic examination showed it to be free from whole cells. 

The juice was then tested for activity as aspartic deaminase and the results 
obtained arci shown in Table V, 1 ml. each of the juice, 33//250 ?-(— )aspartate 
and M/IO phosphate buffer at pH 7*5 were shaken aerobicall}^ in a bath at 40'’. 
The figures given are corrected for the blank of the juice. The activity was then 
redetermined in the presence of adenosine and also after dialysis with and 
without adenosine. It appears that neither dialysis nor the addition of adenosiiut 
has any appreciable effect on the activity. This may bo duo to the fact that the 
juice contains the optimal activating amount of adenosine already. Also, since 


Table V. Deamination of \-aspartaie by cell-free ooM-juice 


jitg. NH 3 -M liberated/ 
hr./ml. juice 


{a) Juice 4 il//'250 aspartate 97 

(ft) Juice 4 - ^U/2o() aspartate -f- 0*07 mg. adenosine 120 

(c) Juice 4- 0-05 mg. adenosine 1 8 

{by{c) 108 

{d) Dialysed juice 4 J//250 aspartate 192 

(e) Dialysed juice 4- M /2J0 aspartate 4 0-07 mg. adenosine 107 

If) Dialysed juice 4 0-07 mg. adenosine 18 

(«)-(/) S» 


Table VT. Scheme, of fraclionation of coli-juice 


Cell-free co/i-juice 

I 

^-sat. amiuon. sulph. 


I 

Precipitate 

Dissolve in water 

I-sat. ammon. sulph. 


Precipitate Centrifugate 

I (discard) 

Fraction A 

I 

Precipitate 
Fraction B 


Centrifugate 
Saturate ammon. sulph. 


Precipitate 
Dissolve in water 
|-8at. ammon. sulph. 


Centrifugate 


Centrifugate 
Saturate ammon. sulph. 


Precipitate 

^ • n 

Fraction C 


Centrifugate 

(discard) 
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the bacteria had been grown in a manner different from that used for the 
organisms used in the first part of the work, it was possible that the juice con- 
tained other enzymes capable of deaminating aspartic acid. 

Hence an attempt was made to fractionate the juice (Table VI). 

Separation of aspartase / and aspartase II from cell-free ooU-juice. The scheme 
provides three precipitates. Each of these was dissolved in water and then 
dialysed against distilled water until a blank of 10-20 ^tg. NHg-N/ral. of prepara- 
tion, was obtained. Each of the tested for deaminase 

activity with Z-(— )a8partic acid, the activity redetermined in the presence of 
adenosine at a final concentration of l/lOmg./ml. and, finally, the prc^paration 
was incubated with toluene for 2 hr. and its activity then determined in the 
presence* of adenosine (1/10 mg./ml.). The results of one such set of experiments 
is given in Table VI I whore the activities an* expressed as /xg. NHg-N liberated 
per hr. x)er 100 mg. flry w^t. of })reparation. Fraction A has a small blank 
activity which is increased some 500% by the pn\sence of adenosine and its 
activity is completely abolished by incubation with toluene ; fraction B appears 
to have no activity towards /-aspartic acid under any of the circumstances tested. 
I^Yaction C has an activity which is unaffected by added adenosine and is com- 
pletely iinalter(*d by toluene treatment. These experiments were carried out 
anaerobically. The course of deamination by fraction A under various conditions 
is set out more fully in Fig. 13. 


Table VII. Analysis of fractions fratn coW-jnice 


(«) A//250 asjiartato 
{h) Jf/250 aHjuirtate 4-e-l mg. adenosine 
(c) 0-1 mg. adenosine 
(AHr) 

{d) Fraction (after 2 hr. with toluene at 
37 ) J//2o0 aspartate + 0*1 mg. 
adenosine 


/ig. XHj-N/hr./lOO mg. dry wt. 
Fraction A Fraction B Fraction C 


110 0 90 

GoO 0 75 

70 0 0 

580 0 75 

0 0 85 



Fig. 13. Deamination of Jf/250 aspartate by fraction A: 1, + adenosine 0*1 mg. ml.; 2, + adeno- 
sine 0*03 rag./ml. ; 3, no addition; 4, adenosine alone 0* 1 mg./ml. ; r>, same as 1 . with toluene- 
treated fraction. 


This fractionation leads to the separation of two distinct enzyme systems 
which deaminate /-(— )aspartic acid anaerobically. The enzjmie of fraction C is 
unaffected by toluene or adenosine and must therefore be the one studied by 
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previous workers and called “ aspartase by Woolf [1929]. It is proposed that, in 
future, this enzyme should be called “aspartase I” and the enzyme present in 
fraction A whose activity dej)end8 upon the presence of adenosine and is 
completely inhibited by toluene treatment, “aspartase IV \ The enzyme sepa- 
rated from Bact.fluoresc. liquefaciens [Vktanen & Tamanen, 1932] was probably, 
since toluene was used in the extraction, aspartase I. 

Distribution of aspartase I and II in Bact. coli. It has been possible to 
demonstrate the pres(‘noe of aspartase II in cultures of Bact, coli of both strains 
used in this laboratory and grown in the various conditions set out in Table VIII. 
Toluene treatment of the bacterial suspension completely inhibits aspartase II 
but, according to the work of Quastel & Woolf [1926], has no effect on aspartase 1. 
Hence the determined after such treatment ami measured during the initial 
stages of the deamination while the evolution of NHg is linear, gives a measure of 
aspartase I activity. From Fig. 11 we see that the rate of deamination is constant 
aerobically in the presence of a concentration of adenosine greatc^r than the 
critical value and we can take tliis rate as a measure of the total activity. 
Assuming for the present that this total activity is the sum of the activities of 
aspartase I and II, we obtain that of aspartase II by difference. All the relevant 
figures are set out in Table VIII. The ratio of aspartase Il/aspartase 1 shows that 
quantitatively the aspartase II is the more important enzyme in ail cases. With 
strain I, aspartase I is negligible in the anaerobic cultures and it is with this 
strain that the greater part of the work has been carried out. Strain II shows 
approximately the same total activities for each type of culture as strain I but 
contains, in every case, a higher degree of activity due to aspartase I so that the 
ratios are of a lower order tlboughout. 


Table VIII. Analysis of deaminase activity and distribution 
of aspartase I and II in Bact. coli 


Aerobic deamination 
On 

A 

Toluene 

treated 


Adenosine _ 4 - - 4 . 

Conditions of growth 


Strain 1 : 


Anaerobic in broth 

138 

364 

8 

7 

32 

Broth in flask 

150 

250 

23 

6 

32 

Aerobic in broth 

106 

.331 

28 

30 

27 

Aerobic on agar 

96 

121 

6 

6 

17 

2% glucose broth 

34 

75 

12 

15 

26 

Strain II: 

Anaerobic in broth 

75 

449 

36 

36 

77 

Aerobic in broth 

312 

437 

70 

48 

114 

2% glucose broth 

54 

95 

32 

32 

40 


Anaerobic deamination 
On 

A 


+ 

Tol. 

treat. 

+ 

Total 

activity 

Aspar- 
tase I 

Aapar* 
tase II 

Ratio 

II/I 

401 

7 

364 

7 

357 

51 

114 

4 

250 

4 

246 

62 

.348 

50 

331 

50 

281 

4 

127 

9 

124 

9 

115 

13 

83 

20 

75 

20 

55 

3 

395 

80 

449 

80 

369 

4-6 

400 

60 

437 

60 

377 

6 

106 

32 

95 

32 

63 

2 


It can now be seen why previous workers should have overlooked the existence 
of aspartase II. Woolf [1929] grew his cultures in broth in Roux bottles and so 
would have obtained the highest content of aspartase I. Growth was allowed to 
continue for 48 hr. by which time, as can be seen from Fig. 2, the total activity 
would have fallen to a low figure. The organisms were washed 3 times and the 
suspensions then aerated for 1 hr. so that a considerable “decay '' of aspartase II 
activity would occur. The suspension was kept for use up to a fortnight and it is 
stated that the activity remained constant for 2 months whereas aspartase II 



fjig. XHTNIiljeratcfl ’nil. baotorial 
susp(*ii8ion (=0*2 mg. dry wt.) 
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activity decays to zero within 12-24 hr. Finally, the actual exj^eriinents were 
carried out anaerobically when the email amounts of adenosine present would 
have no significant effect and also after toluene treatment which inhibits the 
action of aspartase IT. 

Effect of formate on deumination of l-aspartic acid by Bact. coli. In the early 
experiments of this series, a reactivation of a “decayed” suspension was ob- 
tained with boiled bacteria or with formate. The action of the boiled bacjteria (!an 
now be explained since Mesrobianu [1936] has shown that Bact. coli contains an 
appreciable amount of adenosine and is a plentiful source of its precursors. The 
effect of formate remains to be investigated. 

Figs. 14 and 15 show the effects on the anaerobic and aerobic deaminations 
of the addition of the critical amount of adenosine (1), ^1//120 formate (2), and of 
the two together (3). Aerobically, the formate has the same accelerating cfl’ect as 
adenosine but anaerobically, after a }>rief marked acceleration of the rate, the 
effect of formate is scarcely significant. 



Fig. 14, Fig. l.>. 

I’ig. 14. Anaorobii' lil)oration of NHj from /-( - )aspartate by Bnrt. coh (I) in presence of: 1, adeno- 
Hiiio 0*03 ing./in].; 2, J// 1 20 formate; 3, iV '120 formate + adoiiosino ()-U3 mg. /ml.; 4, alono. 

Fig. 15. Acirobic liberation of NH^from /-( - )a8partato by Bact. coh (I) in preHcnco of: 1, adenosino 
0-03 ing./nil.; 2, M/120 formate; 3, M/120 formate + adenosino 0*03mg./ral.; 4, alone. 

Fig. 16 shows the effect of increasing formate concentration on the aerobic 
Q^. For comparison the effects of similar concentrations of adenosine are marked 
with a dotted line and it is seen that, to attain a maximum rate, a much higher 
concentration of formate than of adenosine is required but that the maximum 
rate reached is the same in both cases. With strain I, the critical concentration of 
formate would appear to be slightly greater than J//15(X). 

Fig. 17 shows the results obtained in an experiment with the aspartase II 
fraction of coJi-juice in which the rate of deamination measured in /xg. NH3-N 
liberated per 30 min. per ml. of preparation is determined in the presence of 
various concentrations of adenosine (1). The deamination is followed aerobically 
and a maximum rate is obtained with a concentration of 0T25 mg./ml. adenosine. 
The experiment was then repeated in the presence of 31/6000 formate (2) with 
the result that the maximum rate of deamination was reached in the presence of 
0*0625 mg./ml. adenosine, so that the critical concentration of adenosine is 
halved by the presence of the formate. In the absence of adenosine, formate 
alone has no consistent or appreciable effect on deamination by the fraction. 



1596 


E. F. GALE 


Fig. 18 shows the results of an experiment similar to the last, carried out on 
a suspension of the bacteria. The critical concentration of adenosine for maximum 
rate of deamination was determined and gave the usual value of 1/30 mg./nd. 
The experiment was then repeated in the presence of if/6000 formate and again 



0 123456789 10 100 

Concentration of formate ( x 3f/12,000) 


Fig. 16. Effect of formate (and adenosine) on aerobic deaminat ion. 



Cone, of adenosine (mg./ml.) Adenosine (ing./ml.) 

Fig. 17. Fig. 18. 


Fig. 17. Rato of deamination of /-( - )a8partate by fraction A of ro/if-juico in prosenw^ of: 1, varying 
concentrations of adenosine; 2, varying concentrations of adenosine + 3f/C0U0 formate. 

Fig. 18. Rate of deamination of f-( - )aspartat/e by Boot, coli in presemee of: 1, varying concentra- 
tions of adenosine; 2, varying concentrations of adenosine* -f 31/6000 formate. 

the optimal concentration of adenosine was approximately halved b}" this 
concentration of formate. Reference to Fig. 16 shows that ji//6000 formate is 
much less than the critical concentration of formate required by straih I to give 
the maximum • 

Since the presence of JI!f/6000 formate halves the amount of adenosine that 
must be added to give a maximum and M/1500 formate will give this maxi- 
mum in the absence of added adenosine while the organism already contains 
a certain amount of adenosine, it is suggested that the presence of sufficient 
formate decreases the amount of adenosine required until the system is 
maximally activated by the natural adenosine of the organism. 

Products of the action of aspartase II on h{-’)a^partic acid, A preparation of 
aspartase II was made according to the scheme set out above and the fraction 
dissolved in water and dialysed overnight. In this way 40 ml. of a solution of 
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aspartase II were obtained. This was set up in a large Thunberg tube with 25 ml. 
Na aspartate equiv. to 1 g. Z-{~-) aspartic acid ; 59 mg. adenosine dissolved in 15 ml. 
water, and 20 ml. M/5 phosphate biiflfer at pH 7*5. The tulx? was evacuated and 
placed in a bath at 40“ ; 0-2 ml. of the contents was withdrawn every 30 min. and 
the NH 3 -N determined to follow the course of the reaction. After 5 hr. when the 
deamination had almost stopped at c. 50% completion the reaction was stopped 
by acidifying with H 2 SO 4 . 

In a preliminary experiment, acid was added to a concentration of 10 % and 
the solution extracted with ether in a separating funnel. Th(‘ ether extract was 
evaporated to dryness, the residue taken up in water and prc'cipitated with 
eonc. AgNO^. Th(? white precipitate* obtained was filtered off, r(*suspended in 
water and decomposed with HgS, the AgjjS filtered off' and the clear filtrate* 
evaporated to small bulk. On standing about 20 mg. of colourless crystals were 
obtained. A portion of these, dissolv’^ed in water, gave a w'hite precipitate w'ith 
AgNOg, decolorized KMn 04 and Br water and gave the reactions typical of 
fii marie acid. m.p. (dec.) 200“ in open tube with sublimation, m.p. 240“ in scaled 
tube, which is coiLsiderablj'^ lower than the m.p. (287^) of pure fumaric acid. Thus 
tlj(* product w'a.s impure and represented a very low yield. 

Accordingly the exp. was repeat(*d. After 5 hr. incubation the reaction 
w'as stopped by acidifying slightly with H 2 SO 4 and boiling to precipitate the 
protein whicli w'as t hen filtered off. The filtrate was neutralized and evaporated 
to 15 ml. and then extracted continuously with ether in a liquid extractor for 
6 hr. Th(* ether extract was then evaporatt*d to dr>mess and the residue dissolved 
in 25 ml. of w’^ater. 

The water solution W'as analysed for fumaric, succinic and malic acids 
according to the metliod of Needham [1927]. 1 ml . of the solution was neutralized 
with sat. Ba( 0 H )2 to remove sulphate and phosphate; the precipitate was 
filtered off immediately and washed with water. 

97 % alcohol was then added to a final concentration of 30 % and the pH 
adjusted to 7’0. 2ml. cone. AgNOQ were then added and the precipitate was 
filtered off on a Gooch (Tucible. After thorough w ashing with 00 % alcohol, the 
pr(*cipitate was redissolved in dil. H, 2 S 04 and the* total Ag estimated by titration in 
the cold against 0-01 X KGNS using iron alum as external indicator. The AgSCN 
w'as filtered off and the filtrate analysed for the above acids. 

Malic acid was estimated by the method of Auerbach & Kruger [1923] and 
it w'as shown that, under the conditions of the exiK*riment, fumaric acid could 
be estimated by titration at 40 ’ in the presence of H 2 SO 4 against 0*01 A" KMn 04 
(1 ml. 0*1 A’ KMn 04 =l *27 mg. fumaric acid). 


Table IX. Arualysis of residue from ether extruction 


KcHidue dissolved in 25 ml. water 
Total Ag obtained from 1 ml. 

Fumaric acid ml. estimated against N/lOO K]nn04 
Malic acid/ml. estimated polarimetrioally 
Total silver ml. due to known acids 

Total malic acid in residue 

Total fumaric acid in residue 

Total aspartic acid cquivalenc'c of residue 

Total aspartic acid disappean^ (from NH3 determinations) 


-- J 1 *8 mg. 

2-47 mg. =4*7 mg. Ag 
-- 41 mg. =<»•<> mg. Ag 
~ 11-3 mg. 


- U)2-5 mg- 
61 *8 mg, 
= l72mg.( 
-348 mg.) 


.:^102 mg. aspartic acid 
. 70 mg. aspartic acid 

49 ^}o recovery 


From Table IX it can be seen that the total acids of the extract as determined 
by the Ag salts can be accounted for as malic and fumaric acids. However, the 
total yield of these acids will accoimt for only 50 % of the aspartic acid that has 
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disappeared but Needham [1927] showed that malic acid cannot be extracted 
quantitatively from water solution owing to its unfavourable partition coefficient. 
Since it would appear that only malic and fumaric acids are produced, these can 
both be estimated accurately in the actual reaction mixture if this is first 
deproteinized and evaporated to a small bulk. Table X gives the results of such an 
experiment and it can be seen that the aspartic acid disappearing is satisfactorily 
ac(^ounted for by the malic and fumaric acids appearing. 

Table X. Products of aspartase II action 

Total aspartio aoid disappeared— 28.5 mg. 

Total malic acid formed — 162*5 mg. = 162 mg. aspartic acid 

Total fumaric acid formed 1 16*0 mg. =13.3 mg. aspartic acid 

Equivalent total a8i)artic acid —295 mg. 

Thus the action of the fraction A obtained from co/t- juice upon Z-(— )aspartic 
acid is to produce NHj together with fumaric and malii; acids. In the extract, 
the sum of the fumaric and malic acids does not account for the aspartic acid dis- 
appearing, but if these are estimated in the reaction mixture itself, then complete 
equivalence is obtained. 

The. presence, of fumarase in fraction A . The formation of both malic and 
fumaric acids in the last experiment suggests that the fraction A obtained from 
coZi-juice contains fumarase in addition to aspartase 11. This was shown to be the 
case by the following experiment. 

40 ml. of a preparation of fraction A were incubated in vacuo with 20 ml. 
phosphate buffer at pS. 7-t5 and 500 mg. fumaric acid made up into 20 ml. of 
neutral solution. At intervals of 1, 2, 4, fi and 24 hr. a 5 ml. sample was 
withdrawn and added to 10 ml. of 14-2% ammonium molybdate solution. A 
similar sample was added to 11 ml, of 6% trichloroacetic acid. 1 ml. of glacial* 
acetic acid was then added to the first mixture and both samples were left in the 
dark for 3—4 hr. The protein was precipitated by both sets of reagents and was 
filtered off before the final estimation. The filtrate was made up in each ease to 
22 ml. for convenience and the malic acid estimated by the difference in rotation 
of the two samples [Auerbach & Kruger, 1923]. 

Table XI shows the formation of malic acid from fumaric acid in this experi- 
ment and thus demonstrates the presence of fumarase in the fraction. 

Table XI. Presence of fumarase infraction A of coh- juice 

Initial concentration of fumaric acid = 6*2.5 mg./ml. 

Increase in rotation (Hg green) in presence of molybdic acid due to 10 mg. malic acid under 
experimental conditions = +0*80“, 


Time 

Increase in rotation 
in presence of 
molybdic acid 

Malic acid 
mg./5 ml. 
sample 

Malic acid 
mg./ml. 

0 

0 

0 

0 

30 min. 

+ 0*47“ 

6*25 

1*05 

1 hr. 

+0*87 

10-9 

2*2 

2 hr. 

+ 1*35 

16*9 

3*4 

4 hr. 

+ 2-09 

26*1 

6*2 

6 hr. 

+ 2*11 

26*4 

6*3 


SUMMABY 

1. The deaminating activity of Boot, coli towards Z-(— )aspartic acid varies 
(a) with the conditions of growth of the organism, and (6) with the age of the 
culture. The latter variation can be shown to be due to an alteration in the 
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chemical constitution of the growth medium consequent upon tlie metabolic 
activity of the cells. 

2. Washed suspensions lose their activity upon standing and the rate of loss 
depends upon the dilution of the suspension. 

3. The lost activity can be immediately recovered by the addition of boiled 
bacteria or formate to the suspension. 

4. The recovery obtained with boiled bacteria resembles a coenzyme effect. 

5. The coenzyme can be replaced by adenylic acid and its breakdown products, 
the most active being adenosine. 

6. The addition of adenosine to the bacterial suspension results in a greatly 
increased rate of deamination aerobically or anaerobically. 

7. A cell-free juice obtained by crushing and centrifuging Bact. coli will 
dcarninate Z-(— )aspartic acid. 

8. A scheme for fractionation of the juice with (NH4)28 04 is given: this 
scheme results in the separation of two enzymes capable of deaminating 
i-(— )aspartic acid anaerobically. These enzymes are provisionally named: 

Aspartase 1 which is unaffected by toluene and/or adenosine. 

Aspartase II which is completely inhibited by toluene treatment, requires 
the presence of a coenzyme for its a(‘tion, and is activated in vitro by adenosine. 

9. The distribution of aspartase 1 and II in cultures of Bact, coli (two 
strains) grown under varying conditions has been determined. 

10. Formate produces an activation of aspartase II aerobically but not 
significantly anaerobically, 

11. Formate apptjars to reduce the amount of adenosine required to activate 
aspartase II. 

12. The action of the aspartase ll-fraction of co/e-juice on ?-(— )aspartic acid is 
to produce NH3 and fumaric and malic acids. 

13. The aspartase Il-fraction of co/t-juice also contains fumarase. 

The author wishes to thank Prof. Sir F. Gowdand Hopkins fur his continued 
inter(?8t in this work, and Dr M. Stephenson for her encouragement and help. 
He is indebted to Dr D. E. Green and Dr D. D. Woods for valuable criticism, and 
to the Medical Research Council for a pcirsonal grant. 
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Woods [1935, 1] has studied the conversion of tryptophan into indole by washed 
suspensions of Bad. coli. He found that the process was an oxidation requiring 
5 atoms 0 per mol. tryptophan. The conversion of tryptophan to indole was 
complete and the rat(‘ of disappearance of tryptophan was the same as the rate 
of formation of indole. The coli suspensions used hy Woods were jirepared from 
growths on trypsin -digested casein solidified with agar, and thus had always 
been produced in the presence of tryq)tophan. Happold & Hoyle [1935] also 
studied the oxidation of tryptophan and found on two out of three occasions 
that shght activity was present in suspensions grown in the sup|X)sed absence of 
tryptophan on Fraenkcl’s synthetic medium. Since this medium, however, 
contained natural asparagine [Dr Happold, private communication] it is possible 
that tryptophan might have been present as an impurity in biologically 
significant amounts. It was therefore decided to test the production of the 
enzyme under conditions in which tryptophan was (certainly absent. 

Technique 

(1) Medium used for growth of the suspensions. 


KH,P04 

4-5 g. 

(NHAS04 ... 

O-.'ig. 

NH4CI 

0-5 g. 

Af/2 Ka lactate 

... 60 ml. 

A'NaOH 

... 20 ml. 

Water to 

... 950 ml. 


This mixture was adjusted to pH 7*6, distributed in 9*5 ml. volumes in tubes 
and autoclaved. 

The following solutions were prepared separately: MgS04, ’7H2O, 0*4% 
(autoclaved): ferrous ammonium sulphate ilf/500 in iV/50 HCl (filtered); Na 
dithiodiacetate ilf/200 (filtered). 

These were mixed in the jjroportions Mg 1*0, Fe 2*5, dithioacetate 2*0, and 
0*5 ml. added per tube. The dithiodiacetic acid was prepared as stated by Fildcs 
& Richardson [1937], Na lactate was prepared from three times recrystallized Zn 
lactate. 

The mixtures, having been prepared in the test tubes and inoculated were 
poured into 50 ml. Erlenmcyer flasks and incubated at 37® in air -f 5 % COg. 

All apparatus was treated in the usual way for excluding the presence of 
unknown substances. 

(2) The strains used. Two laboratory cultures maintained on agar and four 
recent isolations were used. These gave the fermentation reactions of Bad. coli, 
Bad. coli communis and Bad. acidi ladici. All grew copiously after little 
hesitation on the medium described and in serial subculture from one drop of 
the previous culture in 10 ml. All produced indole rapidly when tryptophan 

( 1600 ) 
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was added to the culture medium. Though some of the observations to be 
descrilx^d were checked on more than one strain, a single strain was used as the 
standard. This was obtained from the cultures of the Bland-Siitton Institute 
and was described as No. 86 of the National Collection of Type Cultures. After 
20-24 hr. growth the cultures were centrifuged and the supernatant liquid 
discarded. The bacjteria were washed once with distilled water and suspcMided to 
a standard opacity in if /I S phosphate buffer 7-6). The dry weight of bacteria 

from 1 ml. of this suspension was J *5 mg. 

(3) Estimation of activity of the suspensions. The bacterial suspension (7 ml.) 
was mixed in a 100 ml. Erlenmeyer flask with i//18 phosphate at pH 7-6 
(12-5 ml.) and 0-5 ml. 0*175% trypt<^phan, and incubated at 37 ^ The (juantity 
of tryptophan used represented a possible maximum yield of indole of 25 pg./ml. 
Woods used four times tliis concentration. 

The indole produc;(‘d in the mixture w'as estimated by a simple Tnc‘thod which 
appeared to be sufficiently accurat<* and gave results comparable with those of 
VVoods. 

A Btandard seiidioii of indole was prepared eontaiiiing LHJ /xg. 'mi. and from tliis a series of 
lu dilutions with 25% diflerenees. Ono ml. of eaeh dilution was mixed with 1 ml. of Khriieh's indole 
leaijeiit, jirepared freshly from a sample of p-dimethvlaminobenzaldehyde as eoloiirless as po.ssihle. 
This refereiieo series was remade after 4 hr. 

The 8uspenKion.s to lx* te.sted were centrifuged and tlu* supernatant licpiid diluted with water. 
One rrd. v)f each ddution was mixed with I ml, Khrlieh reagent and after a few minutes tested 
against the reference sorit‘8. Tin* average of the estimate.s t)btained from three or four dilutions 
w as taken as the correct reading. 

X’arious indol(‘ derivative* te^ts by this t^'chnique at conc<*utrations (equivalent 
to 20 pg. indole/nil. gavt* negative results, namely indol(*acrylic acid, iiidole- 
p^>Tuvic aeid, indolcpropionic acid, indolcac(‘tic acid. Indolecarboxylio acid 
gave a mere trace of colour wiiich was due to indole wiiich the preparation 
(‘ontained. 

life acficity of suspensions of bacteria grown jrithouf tryptophan 

Each of the six strains grown under the conditions stated actively converted 
tryptophan into indole. Fig. 1 shows examples of the action of diffen^nt suspen- 
sions of one strain (No. 86, N.C.T.C.) grown on diften^nt occasions. No. 86 w as 
(*qually active^ after 46 subcultures since its last contact with tryptophan. 



Fig. 1. Rate of production of indole by suapensions grown without tryptophan. 

Fig, 2. Rate of production of indole by suspension A grown without tryptophan, comjuired 
with B grown with tryptophan. 
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The effect of growth in the presence of tryptophan 

Parallel cultures were put up, one containing 0*6 ml. 0*175% tryptophan 
per 10 ml. The suspensions were gathered after 22 hr. and gave the results shown 
in Fig. 2. The presence of the tryptophan did not increase the yield of the 
culture. Fig. 2 shows that growth in the presence of tryptophan much increased 
the activity of the susjKmsion. 

That the effect of growth in tryptophan is quantitative rather than qualita- 
tive is shown in Fig. 3. The suspension from a tr 3 q)tophan culture was diluted 
serially with buffer until the initial activity was equal to that of the suspension 
grown without tryptophan. The course of the curves was exactly the same. 
In this experiment it was found that the activity of two suspensions could not 
be estimated from the initial courses of the curves. According to these it was 
assumed that the tryptophan culture was about five times more potent whereas 
it had to be diluted twenty-five times before its activity was the same as that of 
the culture grown without tryptophan. 

These results obtained when tryptophan was present in the culture were in 
general confirmation of those of Woods and indicated that the less elaborate 
method used for estimating indole did not lead to any notable error. 



Fig. 3. Fig. 4. 

Fig. 3. Comparative activity of suspensions grown without tryptoj)han (A) and with trypto- 
phan. B = tryptophan Busjjension diluted 1/25 ; C — 1 /C ; = 1/4 ; E~ undiluted. 

Fig. 4. Effect of growth in glucose, A grown in lactate; B in glucose; C in lactate + tryptophan ; 
D in glucose -f tryptophan. 

* The effect of growth in glucose on the cLCtivity of the suspensions 

It is a well-known phenomenon that the presence of glucose in a tryptophan- 
containing medium inhibits the production of indole by colon bacilli growing 
therein. Happold & Hoyle [1936] have concluded that this is due to a non- 
production of the “tryptophanase” enzyme in bacteria growing in the presence 
of glucose. 

To test this possibility, flasks of the standard medium were prepared without, 
however, lactate; other ingredients were added as follows: 

A, Medium •fJf/2 lactate 0*5 ml. 

B, Medium -l-Jlf/2 glucose 0*5 ml. 

C, Medium + -Jf/2 kictate 0-5 ml.-b0*175% tryptophan 0*5 ml. 

D, Mediums if /2 glucose 0-5 ml.-f0-175% tryptophan 0-5 ml. 

The cultures were grown for 20 hr. Those containing glucose were found to 
have given a smaller yield than those with lactate and thus the four suspensions 
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to be tested were made 1/3 the usual concentration. The centrifuged liquid of 
flasks B and D still contained glucose. Flask C contained quantities of indole 
equiv. 100% conversion of tryptophan. Flask D contained traces of indole, 
< 1 /xg./ml. and approximately lOO % of uncon v(‘rted tryptophan. The presence 
of glucose in the culture had therefore almost entirely inhibited the production 
of indole. Fig. 4 shows the action of the washed suspensions on tryptophan. 
It will be noticed that the suspc^rision grown in glucose, after a preliminary delay 
which appears from other experiments to be constant, showed at least as much 
activity as that grown in lactate and that the presence of glucose had entirely 
inhibited the excess activity due to the tryptophan. 

Thus it is possible to distinguish two “fractions” of activity in suspensions 
grown in the absence and presence of tryptophan. 

(a) One fraction which is always present in Hact. coli, which does not depend 
for its production upon the presence of tryptophan in the external medium and 
which is unaffected by glucose therein. This fraction may be looked upon as 
“constitutive” in the sense of Karstrom [1938]. 

(b) Another fraction which is produced as a res\ilt of tryptophan in the 
external medium, which action is inhibited by the prest^nce of glucose therein. 
This fraction may be called “adaptive”. 

It may readily be shown coloriinetrically that the washed bacteria contain 
tryptophan which they have synthesized from NHg and thus it is possible that 
both fractions of activity result from an action of tryptophan. 

The effect of indole upon the acMvity of suspemions 

Three suspensions w^ere made from cultures grown without added trypto- 
phan. To each w^as added tryptophan to make a final cone, equivalent to 
25 /xg, indole/ml. To one w^as also added J equiv. of indole and to another 1 equiv. 
Fig. 5 shows tliat the activity of the suspension was entirely inhibited by 1 equiv. 
indole and largely inhibited by 1 equiv. 



Fig. 5. Inhibition by indole. A - action of suspension on tryptophan; B on tryptophan + } 
equivalent of indole ; C on tryptophan + 1 equivalent of indole. 

The same result w^as obtained when susptmsions were used from cultures 
grown in tryptophan, but only when they were diluted to an activity similar 
to that of a suspension grown without tryptophan. When these suspensions 
were less diluted, more indole was required to produce a total inhibition. Thus 
the inhibitory action of indole depends upon the extent of enzynne surfaces 
present rather than upon the concentration of the substrate. The suspensions 
which had been proved to be inactive in the presence of tryptophan + indole 
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were shown to be potentially active by washing and resuspension in tryptophan. 
None of the indole derivatives already mentioned had any collect on the activity 
of suspensions under these conditions. 

The. effect of grov)th in the presence of indole and derivatives 

In view of the effect of tryptophan in increasing tlu' activity of suspensions 
of bactcTia grown in a medium containing this substance, the actions of indole 
itself and of derivatives were tested. 

As has been found by others the presence of indole in a culture is inhibitory 
to growth. In tlie present series when indole was added in equivalent concen- 
tration to the tryptophan, growth was delayed until the 2nd da,y and was not 
normally heavy until the 3rd. With indoleacrylic aeid very little growth took 
place during the first 3 or 4 days but a heavy growth was found on the 4th or 
5th. No other indole derivative w'as found to inhibit. By m(nins of serial sub- 
culture in the inhibitory solutions, it was possible to banish the inliibition by 
indole and to reduce that by indolcacrylic acid so that full growth took place 
on the 2nd day. In the following experiment therefore the activities of sus- 
pensions were tested after 24 hr. growth except in the (jase of indoleacrylic 
acid, in which the bacteria were grown for 48 hr. 

The serial subcultures did not affect the general 
result of other similar experiments, but allowed a 
more exact comparison of activity to be made. 

All cultures were prepared as before. IndoU' and 
its derivatives were dissolved in wat(T or when 
necessary in 3f/20 NaOH in eonc. equiv. 0*175% 
tryptophan and 0*5 ml. portions of these solutions 
were added to 10 ml. of medium, after sterilization 
by Seitz filtration. 

The following derivatives were used: skatolo, 
indolecarboxylic acid, indolepynivic acid, indole- 
propionic acid, indoleacetic aedd, and indoleacrylic 
acid. 

The suspensions were washed as usual and put 
up with tryptophan equiv. 25 /itg. indole/ml. 

Fig. 6 show^s that an equal stimulation of the 
activity of the suspensions had resulted from 
growrth in the presence of indole and indoleacrylic 
acid though the other compounds had no stimulatory effect. 

The production of indoU from indoleacrylic acid 

It has been shown by Woods [1935, 2], Happold & Hoyle [1935] and others 
that suspensions of Bact, coli are unable to produce indole from indoleacrylic 
acid or any of the other derivatives mentioned. These results have been con- 
firmed in the present work. 

On the other hand in experiments in which the bacteria were grown in the 
presence of these substances, the result was different. Indole was formed from 
indoleacrylic acid added to the culture but not from the other derivatives even 
after 5 days’ incubation. 

The production of indole from indoleacrylic acid appears to have little 
relation to the amount of growth which has taken place. For instance in two 
experiments in which the growth was moderate in 24 hr. as a result of continuous 
subculture in indoleacrylic acid, the production of indole was only 1 jag./ml. 



Kig. C. Acitivily of suspensions 
grown in (.J) tiyjitophan; 
(/?) indole or indoloacjrxlie 
aeid; {(J) indole-])yriivie, -pro- 
pionic. -earboxylie or -acetic 
acids, or in skalole, or with no 
addition. 
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and < 1 /xg./«il- (theoretical 50 /xg./ml.)- On the 2nd day when growtli was 
full, 2'5 and 4 fig./ml, had been produced. In another experiment using a strain 
unadapted to indoleacrylic acid the relation of growth to indole was as follows : 


DayH 

Growth 

Indole 

1st 

0 

0-0 

L>n<l 

Trace 

s-r» 

3r(l 

Trace 

2.15 

4th 

-f + + 

330 


Under similar conditions the i)roduction of indole by suspensions grown in 
tryptophan would have betm coTny)l<‘te (50 ^tg./inl.) in h^ss than 24 hr. 

The mechanism by which tlie indole is produced is not clear but as a sus- 
pension of HarJ. coli is unable to oxidize this substance directly, it woukl appear 
pro liable that undt^r the conditions of growth Bad. coli is able slowly to synthesize 
tryptophan from indoleacrylic acJid and that this is then oxidiz(‘d to indole. 

These r(‘sults allow the conclusion that, whatever significance may be 
attached to the stimulation of activity by growth in tryptophan or indole, a 
similar significance nec^l not be associatc^d with the action of indoleacrylic acid, 
since this could be ascribed to the indole produced. 

All workers are agrt'cd that there is no expc'rimental (‘vidence to suggest 
that the oxidatioti of tryptophan to indole involves a passage through any of 
tlie tlK'oretically ])ossible intermediates testi^d. The ])r(‘sent rt^sults with indole- 
acrylic acid arc of intt^rest in connexion with Raistrick's suggestion [quoted 
(\d(S 1933] that tliis substance produced by a deamination of tryptophan may 

th(‘ first stej) in the j)rodiiction of indole. If, as seems probable. Bad. coli 
can synthesize* tryptoplian from indoleacrv1i<* acid tJu* reverse process should 
also be possible, in agreement with Raistrick's idea. In pra(*tice it is not possible 
to demonstrate this action but this may merely Ik* due to ilie much greater 
rapidity witli wliich tryptophan is oxidized by anotluT route. In any case the 
('vidence still remains that indoleacrylic acid cannot be oxidized further and 
therefore this potential deamination of tryjitophan can hardly be a step in the 
j)roduction of indole. 

It appears to be generally held that the formation of indok from tryptoj)han 
probably takes jilacc in steps catalysed by a series of enzymes. On the other 
hand if the detachment of the indole ring took place in one step under the 
influence of one enzyme it would be more easy to account for thc^ phenomena 
noted here. The fact that growth in tryptophan or in indok.* leads to an increase 
in the enzyme activity is more in accordance with a view that these art* substrate 
and end-product oi' one enzyme, rather than substrate and end-produel of two 
different enzymes. Further the fact that indole completely inhibits the action 
on tryptophan is also reminiscent of the well-known inhibition of enzymes by 
their own end-products. 

Summary 

1. Suspensions of Bad. coli grown in the absence of tryptophan are always 
capable of oxidizing tryptophan to indole. 

2. When grown in the presence of tryptophan, the activity is some twenty- 
five times greater. 

3. The activity of the former suspensions is unaffected by the presence of 
glucose in the medium ; the excess activity of the latter is entirely inhibited by 
ghieose. 

4. The activity of suspensions is inhibited by indole. 
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6. The activity of suspensions is increased by growth in the presence of 
indole or indoleacrylic acid. Other indole derivatives are inactive in this respect. 

6. Indole is produced during growth in the presence of indoleacrylic acid, 
but not in the presence of other derivatives. 

7. It is suggested that a growing culture can synthesize tryptophan from 
indoleacrylic acid. 

1 am much indebted to Mr D. D. Woods for helpful criticism and advice in 
the presentation of these results. I have also to thank Mr Woods and Dr F. C. 
Happold for the supply of some of the indole derivatives us('d. 
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It ha8 not hitherto been ])OHsible to determine accurately the molecular size or 
weight of any of the virus proteins. X-ray diffraction patterns show in the case 
of tobacco mosaic virus protein that the cross sectional area of the rod -shaped 
molecules is 20,100 sq, A. [Bawden et al. 1936] and assuming the rod to be 
cylindrical this corre^sponds to a diameter of approximately 16m/x. The same 
technique fails to give any indication of the length of the molecule and it is not 
at all certain that the molecular units have all the same length. Sedimentation, 
osmosis and diffusion measurements are also unsatisfactory when applied to the 
anisotropic plant vinises oAving to the combination of large molecular size with 
gross asymmetry which they possc^ss. 

Some attempts have recently been made to apply to solutions of the aniso- 
tropic virus proteins equations relating the viscosity of a suspension of rods to 
the dimensions of thc^ rods themselves. Framptem & Neurath [1938] and 
Lauffer [1938] deduced from viscosity measurements that the length of the 
tobaiico mosaic molecule is 33-40 times the width. For a width of 16m/i the 
length is therefore 360-640 m/x and the volume of the molecule can be calculated. 
If the density is 1*37 [Bawden & Pirie, 1937], the molecular weight by this 
procedure is 94-107 x 10®, or approximately 100 millions. An altiTnative method 
of obtaining the molecular weight is to calculate the dissymmetry constant 
from the ratio of molecular len^h to width and to substitute this in the sedi- 
mentation equation. This method gives a weight of 42 millions [Lauffer, 1938], 
Assuming, on the other hand, that the dissymmetry constant is 1*3, a valuta 
shared by a number of non-spherical proteins, a molecular weight of only 17 
millions is obtained [Svedberg & Eriksson-Quensel, 1936]. The value of 1*3 is 
the lowest which could reasonably be proposed for a substance with the aniso- 
tropic properties of tobacco mosaic protein. Thus it seems that the molecular 
weight of the tobacco mosaic protein is more than 17 millions — probably con- 
siderably more — but less than 100 millions. 

Recently a fully crystalline vims prottnn has been isolated [Bawden & 
Pirie, 1938, 1], the molecule of which appears to be spherical. This protein is 
obtained from the tomato plant infected with Bushy Stunt di.sease and is 
capable of transmitting the infection. It shows no anisotropy of flow and crystal- 
lizes in forms belonging to the cubic system. These properties suggest that the 
molecule is symmetrical and therefore adapted to exact measurements of size 
and weight by familiar physical methods. Our main object in the work described 
here has been to determine the size and weight of the virus protein mol<»cule, 
but the opportunity has also been taken of investigating certain other properties, 
notably the electrophoretic behaviour. 

The specimens of Bushy Stunt virus protein used in this work wore pre- 
pared for us by Bawden & Pirie and a full description of the preparation is to 
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be found in their paper [1938, 2]. One specimen had been electrodialysed until 
the ash value, measured as sulphate, was 4% . The solutions were colourless and 
water-clear by transmitted liglit. 

Partial specific volu7m. This was determined pyknomctrically at 25"^ and the 
values 0*743 and 0*734 obtained. The mean of 0*739 is approximately the same 
as Bawden & Piri(5’s value for tobacco mosaic virus protein and falls within the 
density range of the proteins as a class. 

Sedirmntalion constant. Table I contains data from a series of sedimentation 
velocity determinations. These were carried out in the Svedberg equilibrium 
centrifuge at 21° and at a speed of 18,120 r.]).m. corresponding to a force of 
20,(KK) times gravity in the middle of the fluid column. The ultraviolet light 
absorption technique was used for optical observation and the source of light 
was a high pressure nKTCury vapour lamp. A band in the ultraviolet was se- 
lected by means of chlorines and bromine gas filters. Exposure times of 15- 
20 sec. were used with Ilford Ordinary iflates. 



Fig. 1. A Nories of Hedinicutation pirtiirt's of the Bushy Stunt virus prcdein, 0*27 “o in 0*021/ 
aeetatc buffer, (-cnlrifugal force 20,(KK)g. 9 min. betv\e*en t‘ach expo.sii!v. 


Table 1. tiedinientation xHocity of Bushy Stuni virus protein 

Protein 

cuncen- 


tration 

BiifPer composition 

pH 

, ao ^ 

(Ml 

0013/ CHsCOONa; 0 01 3/ CHat’OOH 

4*70 

147 

(»*20 

0*1 3/ citric acid; 0*0183/ Iv’hOH 

2*40 

138 

0-20 

0*0013 3/ KH,P04; 0*0029^1/ Na.5Hr04; 

0*1 M NaM 

7*10 

158 

0*24 

0*0173/ CniaCXlONa; 0*0033/ CH^COOll 

5*46 

153 

0*25 

0 0033/ CHgCOONa; 0*017 3/ 

3*99 

151 

0*25 

0*004il/ (m,CX)ONa; 0*016.1/ ('HafXXUl 

4*12 

142 


0*053/ H^BOa; 0*0143/ NaOH 

S-70 

141 

C)*2ff 

0*0063/ CHgCXlONa; 0*0143/ (^Hal^OOH 

4*32 

141 

0-27 

0*00053/ CHaCOONa; 0*01953/ C’Ha(X)OH 

3*40 

143 

0*29* 

0*(K)133/ KH2p()4; 0*00293/ Na,HP04; 

0*1 M NaCl 

7*10 

145 

0-34 

0*01 M CHalXlONa; 0*01 3/ OHaCOOH 4*70 

Mean ao - ^46 x 10^'® 

* Electrodialysed prior to addition of buffer. 

150 


Fig. 1 shows a series of absorption pictures taken from one of the experi- 
ments in Table I, and typical of them alt The boundary is that of a perfectly 
homogeneous protein and shows a degree of sharpness which hitherto has only 
been obtained with some of the heavier haemocyanins [cf. Eriksson-Quensel & 
Svedberg, 1936, 1,2], One preparation which had been electrodialysed prior to the 



BUSHY STUNT VIRUS PROTEIN 


1609 


addition of biifft^r Bhowed the same jKjrfect boundary sharpness as the others. 
The mean value of the sedimentation constant is 146x10^^^. The tobacco 
mosaic and cucumIxT virus prot<*ins all give sedimentation constants higher 
than this, viz. 170-240 x 10“^^ [cf. Svedberg & Eriksson -Quensel, 1936; Wyckoif 
et ah 1937 ; Price & Wyekoff, 193H] but two plant viruses have small(*r values, 
viz. latent jK)tato mosaic (or “X’‘ virus) for which /S^ym,= 113 [Loring & 
Wyekoff, 1937] and tobacco ring s})ot virus for which >S\y a„— 115 [ Stanley & 
Wyekoff, 1937]. 

p// stability. From Table I it is seen that inside th(‘ range pH 2-4-S-7 the 
protein is homogeneous and unchanged in molecular size. This appears to be 
true for long periods at the hydrogen ion eoneentrations stated. After 1 hr. at 
pH 10 the protein (*onsists of two components with sedimentation constants of 
112 and 136x 10 Pn'cisely the same splitting into components of 112 and 
136 is found J hr. after adjusting tin* pH to 1*3. After 48 hr. at this pH however 
only one boundary can be stx?n. This boundary is ndativ(dy sharp and sediments 
at a rate (rorresponding to *S\y . 2 o = f)6x 10-^®. 

The pH stalnlity range* is thus a comparatively wide one, viz. pH 2*40-8*70. 
It. is of interest that nowlu'n* insi<h* this range are any signs to be found of a 
minimum solubility zone in which molecular aggregation occurs su(;h as is shown 
by .some of the anisotroph* virus proteins [cf. Havvden k Pirie. 1937]. 

Sfidimivtation iquiVibrium. Three determinations have been made at different 
prot(*in (*once*ntrations. Tin* height of fluid column used w'as approximately 
2 mm. and tht‘ etpiilibrium centrifuge was run at the lowest 8|)eed available, viz. 
15(K) r.p.m,, corresponding to a force of 150 times gra\dty at the centre of the 
fluid column. The scab* method based on Lamm’s refraction studies [Lamm, 



Fig. 2. (5) After 48 hours, x After 9() hours. 

1937] was used, and the scale photographs w^ere taken with light of w^ave-length 
366 mp. The superior accuracy of this method is especially apparent with the 
very steep equilibrium concentration gradients given by the heavier proteins 
The temperature throughout was 20^ and it was found that equilibrium was 
almost attained in 48 hr. and was complete after 96 hr. Fig. 2 shows the curves 



1610 


A. S. MoFARLANE AND R A, KEKWICK 


obtained after 48 and 96 hr. in the same experiment. To obtain the concentration 
curve from this a*, dnjdx curve a procedure recently described by Pedersen [1937] 
was used with advantage. The fluid column is divided into layers 0*02 mm. in 
thickness and the concentration in the middle layer is given a hypothetical 
value (Cq), for example the; value of the protein concentration at the beginning 
of the experiment. By mt‘ans of the concentration (or refraction) increments 
obtainable from the x, dn/dx curve the hypothetical mean concentration of an 
adjacent layer C^y equal to Co+efc/dr x0*02, is obtained and by rejxjating this 
procedure a series of mean concentrations corresponding to all the layers from 
the meniscus to the bottom of the cell is obtained. This (nables a concentration 
curve to be constructed and the integral of this curve from the meniscus to the 
bottom of the cell should bo equal to the total amount of protein in the cell. In 
order that this may be so a factor equal to the difftirenct^ betweem the curve 
integral and the known amount of protein in the cell divided by the height of 
fluid column is then added (or subtracted) from the individual hypothetical layer 
concentrations, and a true concentration curve constructed. From the con- 
centration values in each adjacent pair of fluid layers the molecular weight is 
calculated from the formula [Svedberg, 1926] 


M - 


in which is the molecular weight average and the other symbols have their 
customary significance. 

The molecular weight may be determined by an alt(‘ruativ^e formula [cf, 
Pedersen, 1937], viz. 


2IiT 




MM) 


Vp) » 


in which the Z values are scale line displacements in arbitrary units. 


Table II. liesuUs oj a typical sedimerUation equilibrmm experiment. Concentra- 
tioti of protein at start 0’33o^l„in 0^02M. Acetate buffer pll 3-17. Cell 4 mm-. 
thick. Speeds J630 r.p.m. Bottom of cell 3^93 cm. from axis of rotation t = 20"^ 

Molecular weight x 10'* 



z in p. 

dcjdx 

a 

Weight-average 

Z-average 

X 

% 

(M,y) 

(Mx) 

.5-95 

662 

IM 

1054 



5*93 

515 

8*64 

0-962 

7-22 

7-55 

5-91 

412 

6-91 

0-807 



5-89 

329 

5*62 

0-682 

7-36 

6-80 

5-87 

264 

4-43 

0-583 



5-85 

211 

3*55 

0-503 

7-70 

6-72 

5*83 

168 

283 

0-440 



5-81 

133 

2-23 

0-389 

8-26 

7-27 





Mean 7-64 

7-09 


Table H shows the results of a typical experiment and it will be seen that the 
variation in Myr or values with height in the cell is comparatively small. 
This is a reliable criterion that equilibrium' has been established and that we are 
concerned with a homogeneous protein. 

In Table III are shown the mean and values for three equilibrations. 
The mean molecular weight value of dU the determinations is 7,600,000. 
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Table III. RemUs of three, sedimentation equilibrium determinations on 
Bushy Stunt virus protein 


Protein 

concen- 

tration 

0-335 

0-1520 

0-270 


Buffer composition 

00I5.W CHgC'OONa; 0-005 .W CH^f^OOH 
0-015, W (JHaCOONa; 0-005 >/ (IHgCOOH 
0-001 CHaCOOKa; 0-039 J/ CHaC’OOH 


Moan molo<*ular 
wt. X 10® 


jtW 

4/w 

M.J. 

5-17 

7-64 

7-09 

5-17 

8-] 5 

7-22 

3-40 

8-01 

7-42 


Mean 7-93 

7-24 


Size and weight of the nwlecMle. Tho sedim(*ntation constant is defined as 
the niol(‘cular velocity iind(‘T unit force in water at 20^. Since the force of 
gravity on a si>horical particle is Ps), the forci^ required to produce 

unit velocity is « * / . 

47r/-a (p,, ~ p,) 

3 X A»vv, 20 


where is tlic density of the protein and p, is the density of* the solvent. 

According to Stokes’ law this force is equal to 67 n 7 r, where 17 is the viscosity 
of the medium. , 

(bn,r=-‘-4y’” 

ilpt - 


Substituting ao= ^ 10“^^ and p, = 1 *353 for Bushy Stunt protein we find 
the radius of the molecule to be 13*7 mp. and the weight 

The agreement betw(‘en the molecular weight obtained from sedimentation 
equilibrium measurements and from sedimentation velocity measurements 
assuming Stokes' law indicates that the molecule does not depart markedly if at 
all from a symmetrical sha|)e. 

Electrophoretic mobUiiy, Mi^asurimcnts of the electrophoretic mobility of the 
vdrus protein wore made with thcTiselius apparatus [Tiselius, 1937], the migration 
of the protein boundary being followed photographically by the “Schlieren” 
method (Fig. 3). A sodium vapour lamp was used as a light source and exposurt^s 
made on Ilford Panchromatic plates. 

The mobility was measured at 0 ° in acetate buffers, total acetate 0*02 J/, the 
protein concentration being maintained between the limits 0-25-0*35 g./KX) ml. 
CWrections were applied for the viscosity effect of the buffer salts, and for the 
hydrostatic displacement [Tiselius, 1930]. Both of these corrections amounted 
to less than 1 % . 

The material showed the behaviour characteristic of a homogeneous sub- 
stance, a single sharp Schlieren band being maintained throughout the experi- 
ments over the range of pH studied. 

Details of the mobility experiments are given in Table IV and Fig. 4. 


Table IV. ElcMrophoreiic mobility of Bushy Stunt inrus protein 


pH 

cm.~® V.“* seo.”^ x 10~* 

Direction 

3-80 

1-79 

Cathodic 

3-99 

0-73 


4-12 

0-15 

Anodic 

4.32 

0-58 


4-70 

1-73 

,, 

5-17 

3-46 


5-47 

4-59 
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The isoelectric point of the virus protein was found to be /?Ho = 4*ll and the 
slope of the mobility curve at the isoelectric point, dujd (pHo) =5*0 x 10*"®. 



U) 4-0 5-0 6-0 


Tiff. 3. Fig. 4. 

Fig. 3. Eleot.rophdrotic migration of Pimby »Stiint vims protein in 0*02.]/, Acetate y;H l»-2. 

Potential grarlient 9-5 \\ cm. A single sharp boundary' is present in all tlio ex]>oaures. 

Fig. 4. Mobility-pH curve for Pushy »Stiint virus protein in 9*02 Ji acetate buffer. 

Specific rtfiraclive increment and optical dispersion. The refractive inmuneiit 
of a solution of the protein in O-Olilf NaCl at the isoelectric point was me^asured 
for throe wave-lengths in the mercury spectrum using a photographic tecJinique 
[cf. Handbuch der Physik, 18, 668, 1927]. The i)rotein concentration was deter- 
mined by drying to constant weight in vacuo at room Uunperature. The results 
arc given in Table V. 

Table V. Specific refraction increment, of Bushy Stunt virus protein 
at different uwLve-k wjihs. T = 23^\ 

Wave-length Specitie refraction 

ni/t increment 

306 ()(X)17S 

436 0()0170 

546 0 06164 

Summary 

The partial specific volume, sedimentation constant, molecular weight, 
electrophoretic mobility, isoelectric point and specific refraction increment of 
the crystalline nucleoprotein causing Bushy Stunt disease in the tomato plant 
have been determined. The protein is exct^ptionally homogeneous both with 
respect to size and charge and no evidence of an asymmetrical molecular shape 
could be found. 

One of us (R. A. K.) is in receipt of- a grant from the Medical Research 
Council. 
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CCIX. THE MANOMETRIC DETERMINATION 
OF AMINO-ACIDS 

By DONALD D. VAN SLYKE 

From the. Rockefeller Jmfiiuie for Medical Research, New York 

(Received 23 May 193H) . 

In a recent number of this Journal Mason [1938] has published under the above 
title a method depending upon the measurement, in the Van Slyke-Neill [1924] 
apparatus, of the COg evolved from the carboxyl groups of amino-acids boiled 
with ninhydrin. This method had already been published by Van Slyko & 
Dillon [1936], in a paper which Mason quotes only as having “suggested” the 
method “as feasible”. Although Van Slyke & Dillon’s paper was presented 
as a preliminary report, the method was described in sufficient detail for exact 
repetition, and the nature of the results with different types of amino-acids, 
with polypeptides, and with other types of organic acids was stated. A supple- 
mentary description, with some improvements, was later published by Van Slyke 
& Dillon [1938] in Sorensen's Jubilee Volume, 3 months before the appearance* 
of Mason’s report. The method as republished by Mason [1938] differs in no 
significant detail from that originally outlined by Van Slyke & Dillon [1936], 
Because it depends on the presence of both COOH and NHg or C— NH — C 
groups in neighbouring positions, the method appears to be the most specifii^ 
yet devised for measurement of amino-acids in biological mixtures. For example, 
D. A. MacFadyen finds in the writer’s laboratory that it can be applied directly 
to serum without removal of proteins. The full report on the method, including 
the results of Dillon and MacFadyen on which it and its applications are based, 
will appear in the near future. 
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CCX. PHENAZINE COMPOUNDS AS CARRIERS 
IN THE HEXOSEMONOPHOSPHATE SYSTEM 

By frank dickens an!> HENRY McILWAlN 

From the North of Eriylnrul Council of the Britwh Empire Cancer Campaign, 
Cmicer lit^^earch Laboratory, Royal Victoria Infirm/iry, Newcastle upon Tyne, and 
t/ui Medical ReMxtrch Council Dept, of Bacterial Chemistry, Middlesex Hospital, 

London, W. 1 

(ReccAved 23 July 1938) 

Certain phenaziiu^ compounds roscmible the flavins in that th(\v can readily form 
serniquinoiK's, to which property, generally very rare in d^'estuflFs, Michaelis et al. 
[193fl, 1, 2] attach much importance in determining the catalytic activities of the 
flavin enzyme and vitamin B., . 

Plumazine methiodide [Dickens, 1930, 1] like pyocyanine [Friedheim, 1934] 
and certain flavin compounds [Laser, 1934] has an action on tissue metabolism 
which is quite different from that of most of the usual oxidation-reduction 
dyestuffs | Dickens, 193fl, 1]. In tissues exhibiting strong aerobic glycolysis, 
particularly tumour tissue, the respiration is increased and the aerobic glycolysis 
falls in the presence of these compounds which thus appear to ext‘rt a control 
of the Pasteur reaction |cf. Dickens, 193fl, 2|. While the action of the sinqiler 
phenazines is rapid, enal>ling its iletection in short experiments by the tissue- 
sli(;t* method, that of the flavins can only be demonstrated in tissue culture 
(‘xperirnents, presumably owing to slow absorption or slow transformation into 
the active carrier. On the other hand tin* easily diffusible phenazines cause some 
inhibition of the anaerobic glycolysis also [Dickens, 1936, 1], so that this is not 
a simple augmentation of the Pasteur effect. This group of substances produces 
such unusual effects that an attempt has Ix^en made to elucidate the mechanism 
of their action by a study of the catalytic role of the phenazines in an isolated 
enzyme system. Weil -Malherbe [1937, 2] has studied the action of phenazine 
methochloride and pyocyanine in the a-hydroxyglutaric system. 

In the experiments described below we have prepared some new phenazine 
compounds and used them as substitutes for the flavin enzyme of Warburg in 
the hexosemonophosphate system, comparing thidr catalytic activities with those 
of other carriers. We have also measured the oxidation-reduction potentials of a 
number of phenazines for correlating our results. The experiments reveal hew' 
aspects of the common features of the phenazines and flavin compounds, and it 
is shown that in the hexosemonophosphate system the catalj’tic activity of 
some of these compounds much surpasses that of the ordinary oxidation- 
reduction dyestuffs studied. 

Greon et al. [1934] used pyocyanine as carrier in this system in their studies on carrier-linked 
reactions. Later Ogston & Green [1935] stated their objections to the description of the flavin- 
phosphate-protein complex as an enzyme. In the following we have retained the term flavin 
enzyme, since the question cannot be regarded as settled. 

Enzyme and substrate preparations 

Enzyme, preparations. Many of the experiments were made on preparations of 
“Zwisohenferment” [Negelein & Gerischer, 1936] and coenzyme II of purity 1, 
generously supplied by Prof. Warburg, who also gave us a sample of flavin 
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enzyme purified by the OHClg method [Warburg & Christian, 1933] containing in 
the 10% solution 4-1 x lO""* g.mol. pigment per ml. as estimated by Prof. 
Warburg. For use, 0*1 mg. dry Zwisehenforment per vessel was dissolved in 
2 ml. JIf /lOO phosphate buffer. For other experiments w<‘ used a simple (mzyine 
preparation made from Lebedew fluid prc'pared from Ldwenbrau, Munich, bottom 
be(T yeast as follows. The finely ground yeast, air-dried, was incubated for 2^ hr. 
with 3 vol. water at 35'". After centrifuging, the clear fluid was diluted with 
5 vol. distilled water and 0*15 A acetic acid was added with stirring and ice 
cooling, to give pH 4*6 (the volume of a<;etic a(*id required is about half the vol. 
of Lebedew fluid taken). The white pn^cipitate was (^oll(»ct(‘d at the centrifuge, 
washed with 0*02 AI acetate bufftT pH 4*6, and dried quickly in vacuo ovc'r PoOg . 
The yield was about 2*5 g. per 250 g. dried yc^ast. If necessary, the enzyme may 
be dissolved in 0*02 ice cold NaOH and, after c('ntrifuging from some insolubh* 
residue, reprecipitated by accitic acid as bedbre. It may be kept in the refri- 
gerator for several weeks in the dry stato without loss of activity. For use it was 
dissolved (10~20mg. per vessel) in ice cold A^/lOONaOH or il//l(X) phosphatt* 
buffer with addition of NaOH to give a final solution of the required pH, and 
centrifuged. Although this enzyme is much cruder than the Warburg material, 
with the quantity taken tJie blank was zero or vtuy small and the rates of O2 
uptake were equal with the two preparations. 

Coanzyme IF of purity 0*2 was prepared from horse blood (‘orpuscles by the 
method of W’^arburg & Christian [1936], “1 and 2 Schrittc ’. Of this 0*1 mg. per 
vessel used instead of 0*02 mg. of the preparation of purity 1 gave the same rate 
of O2 uptake. 

Substrate, Ba hexoseinonophosphate was prepared from the action of 
dialysed muscle extract on glycogen [Ostern et al. 1936]. It was found essential 
to allow full digestion to reduce the glycogen content to a minimum, but traces 
nevertheless remained. Prof, llobison very kindly analysed a si)Cicim(‘n as 
follows. Found: total P 7*4%: inorg. P 0*1%; H. and J. reduction 32*9; 
i.v. 32*3; Seliwanoff 5*6; 23*4'"; glycogen f. Calc, for CflHij09pBa: 

P 7*85%. The analysis is that of a mixed hexosemonophosphate [cf. Robison, 
1932] containing a little glycogen. 

For the preparation of the solution of the Na salt, 0*145 g. Ba salt was 
ground with 0*354 g. Na2S04 , lOHgO and diluted to 5 or 10 ml. after the addition 
of 0*125 ml. N HCl. The centrifuged solutions (contained respectively 0*18 or 
0*09 M Na hexosemonophosphate (P analysis). 

Phenazine- compounds 

MetJiylphenazonimn salts, Phenazine methosulj>hate was prepared by the 
addition of an equivalent of dimethyl sulphate, freshly distilled in vacuo, to 
phenazine in nitrobenzene solution [Kehrmann, 1913; Hillemanri, 1938] and 
crystallized quickly from alcohol, m.p. 167®. Methylphenazonium chloride was 
obtained as yellow needles by repeatc^d crystallization of the methosulphate in 
presence of KCl (found: Cl 15*1; calc, for Ci3HiiN2Cl 15*4%). This salt has 
previously been described as green by Browning ei al, [1922] w'ho prepared it by 
dissolving in HCl the product obtained by action of alkalis on phenazine metho- 
sulphate. This must be regarded as impure, for methylphenazonium salts 
decompose in alkaline solutions [Mcllwadn, 1937, 2; Hillemann, 1938]. 

Methylphenazonium phosphate was prepared by the addition of excess 
Na2HP04 to the methosulphate, each in the minimum amount of water; the salt 
separated as brown prisms. 
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Semiquimid methylphenazonium phosphate was obtained in fine green needles 
by warming the methosulj)hate in alcohol with excess phosphoric acid: equiv. 
IMcIlwain, 1937, 2] 299; calc, for C13H11N2PO4 292. Partial reduction of the 
methylphenazonium salts under warm acid conditions has be(‘n previously 
recorded [Kehrmann, 1914]. 

2-Aniinoph€7iazine meihosulphate was prepared according to Kehrmann [1913] 
and thti remainder of th(i compounds by the methods pi'cviously described 
[Mcllwain, 1937, 1, 2]. 

Poieniimyieiric titrations 

The potentials were d('t(*rmined by titration of il//20()0~4000 solutions in 
phosj)hate buffer with c. Ji/20(J chroinous ac(*tate, prepared by diluting the 
satd. aqueous soln. with 2 vol. de-aerated water in a storage burette of the type 
described by Pohen & Phillips [1929]. The ele(^trode vessel was kept at 30 + 0*1'' 
and <lo-aerated and stirred with Kg freed from Og by hot Cu. Potentials were 
read from 3 gold-iiLated electrodes which normall}" agreed within 1 mv. Quin- 
hydrone in 0*1 S HCl was used as the standard half-cell. 

The titration (Mirves showW no evidence of 2-stage oxidation-reduction 
j)roeesses over the pH range inv(‘stigated, but slight intermediate colours were in 
soiru* cases observ(*d. Th(‘ initially yellow’ solutions of the alkyl phenazonium 
salts become slightly yellow-green before separation of the colourless dihydro- 
eompound on eompl(;te rt^duction. The reduccMl kt‘to compound w’as pale cream 
coloured and insoluble; th(' reduced sulphonates and aminophenazine wen* 
solubk* and almost colourless. 

NagSgO^ was initially used as the reducing agent but though this gavi* normal 
titration curves, the results were not considered reliabk* as the titration could 
not be rej)eated after oxidation of the reduced solution. Progre\ssively more 
f)Ositive values wcue obtained on repetition. A secondary reaction had evidc^ntly 
occurred as the solution show ed a green fluorescence and the reduced compounds 
were no longer insolubh'. In tlu* case of phenazine nu+hosulphate the values 
approached those of the sulphonat(\s. It is understandable that such sulphonates 
should be produced from th(‘ sulphite formed during reduction, as their prej)ara- 
tioii from plumazoniura salts and sul])hite has been described [Mclhvain, 1937, 2]. 
The initial values in titration with Na282()4 w^re however substantially correct; 
Preislcr & Herapelmann [1937] have used Na2S204 in such titrations. 

The com])oujids investigated considerably increase the range of oxidation- 
reduction p(»tentials observed in the phenazine series (Table I). The simple 


('uiii))oun(l 

Na A’-rncthyl])ht'im7:oniuTndiHu)])honate botuino 
A' •Methylphenazonium suljihonir aohl betaine 
Phenazine niethoHiilphate 
I’henazine ethoa u 1 phate 
4-Keto-*V -roethylplienazino (pyocyanine) 

4-Kcto- A^-ethyljdienazine 

Phenazine- 1 -carboxylic acid amide (chlororaphin) 
2-Aniino-JV-methylphenazine methusiilphate 
2-Keto- A’-methylpmnmzine 
1 - Hydnjxy phenazine 
2- H vdroxy phenazine 

2:7-biamino-xV-pheny Iphenazonium chloride 
(phenoHafraninc) 

2-Amino-7*dimethylan)ino-2-inethylphcuazinp 
(neutral re<i) 


I 

30 Authority 

•t 0'230 Present investigations 

-0130 
^ 0-080 

- 0-034 fFriedheim & Michaclis, 1931] 

-O-orM Pn‘scnt investigations 

-0-nr> IKlema, 1933j 

0-145 Present investigations 

-0-105 |Pn‘is]cr& Hemjielmann, 1937] 

- 0-173 jMichnelis, 1931] 

0-214 I Preislcr & Hempclinann, 1937] 

-0-252 [Stiehler cf a/. 1933] 

-0-325 [Clark & Perkins, 1932] 
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phenazine quaternary salts and sulphonic acids are much more positive than 
previously studied compounds, some examples of which an* quoted. Table 1 also 
aflPords an excellent example of correlation of witli the electronic properties 
of the substituent groups, electron-attracting groups producing more positive 
and electron-repelling groups more negative potentials. 

Phenazines as carriers 

Methods, The O 2 uptake was measured in Warburg manometers at 37-5"’. Each 
vessel contained in the main part 2 ml. enzyme solution, 0-1 mg. coenzyme of 
purity 0*2 (in some experiments 0*02 mg. of purity 1), 0*3 ml. M/IO hexose- 
monophosphate. The side bulb held the solution of carrier in 0*2 ml. The inner 
cup contained 0*2 ml. NaOH and the gas space was filled with pure Og. 
Usually these conditions were adhered to, but sometimes slight variations were 
made. The Og uptake during the first hr. was measured ; it continued r(»gularly for 
a longer period provided that the substrate concentration did not fall too much. 
Readings were correctc^d for a blank without substrate. In the absenct* of added 
substrate the blank was small, a few fA, per hr., excej)t whtni larg(‘ quantities of 
autoxidizable carrier were present. This autoxidation is much reduced by working 
at a slightly acid reaction, pH c. 0*5, without affecting the catalytic activity, an<l 
this was done in later experiments; other experiments were at pH 7-7*5. The 
rates of O 2 uptakes were the same with the various combinations of enz>T:ne and 
coenzyme used, within fairly close limits, since both these components were 
present in excess and the amount of carrier was ordinarily the limiting factor. 
The carriers were dissolved in water and where necessary neutralized. A f(‘W' 
(Table II, Nos. 12, 19) were sparingly soluble and a suspension containing the wt. 
shown was placed in the side bulb. Flavin enzyme was dissolved in 10 vol. of 
water and centrifuged to remove atraceof denatured prot(*in. Amounts of carrier 
are expressed in mg. and /xl. (1 mif =22400 /xl.). In the case of flavin enzyme 
1 mM prosthetic group, photometrically determined, is taken as 22400 /xl. 

Results, These are shown in Table 11. 

The results may be grouped according to the rate? of Og uptake. 

Group 1. Maximum activity (c. 200pl./hr.) is given by only a few substances. 
These were: phenazine methosulphate, methochloride and ethosulphate (amount 
of carrier c. 20 /xl.) and flavin enzyme (Nos. 3, 4, 5 & 10). 

Group 2, Of less but still marked activity were the mono- and di-sulphonic acid 
derivatives of A-methylphenazine (Nos. 1 and 2), pyocyanine (No. 8) and its 
ethyl homolpgue (No. 9) whose activity exceeds that of pyocyanine, the 2-amino 
derivative of A"-methylphenazine methosulphate (No. 14) and the red oxidation 
product of A-methylphenazine quaternary salts (No. 15) and its ethyl homo- 
logue (No. 16). In amounts of from 22-50/xl. this group caused Og uptakes of 
from 40-80 /xl./lir. It is noteworthy that all the compounds of Groups 1 and 2, 
with the exception of the flavin enzyme, are derivatives of N-alkylphenazines. 

Group 3, Among non-phenazine compounds investigated none approached 
in activity the simple phenazine quaternary salts. Brilliant cresyl blue and 
methylene blue showed most activity in this group, being comparable with the 
lower members of Group 2 (50/Ltl. dye caused c, 30-45 ju.1. Og/hr.). 

Group 4. The remaining compounds studied were of low or zero activity (with 
chlororaphin and dimethylaUoxazine the lack of activity might have been due 
to their insolubility). Methyl Capri blue, 'though in the same region of potential 
as active carriers, belongs to this group. Acridine methochloride (No. 22, 
Table II) was quite inactive as carrier, though chemically it differs from phena- 
zine methochloride only in the substitution of a CH group for a N atom. 
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Table II 

Turnover no. 

Amount per (Average over 

vessel 


, Oo uptake* Mol. Ua/min. 


No. 


iSubstaiice 

mg. 

fi\. /d. (1st hr.) iiol. 

catalyst 

1 

+ 0-230 

Sodium A*-mcthylphenazoiimiu 

0*5 

30 

79 

0*088 



diHul})houato betaine 





2 

t 0-130 

N -Methy Iphenazoiii um sulpho- 

0*5 

37 

68 

0*001 



nic acid betaine 





3 

i 0*080 

IMienazine mcthosulphate 

0*3 

22 

204 

0-310 

4 


I'henazine methochloride f 

0*3 

27 

200 

0*200 

r» 

t o or,5 

Phenazine ethoHulphate 

0*3 

19 

190 

0*330 

» 

+ 0045 

Brilliant (*resvl blue 

1*5 

100 

71*5 

0-022 




0*75 

53 

47 

0*029 




0*5 

35 

30 

0*034 

7 

+ 0011 

Methvlene blue 

1*5 

90 

34 

0*013 




1*0 

00 

28 

0*010 




0*75 

45 

27 

0*021 




0*5 

30 

27 

(H)30 




0*25 

15 

20 

0*057 

8 

-0011 

Pyocyanine hydrea hlori<let (4- 
keto-*V*metlivlpbenazine) 

0*45 

45 

47 

0-030 

9 

’ 0 055 

4-Ket,o-*Y-ethvlphenazine 

0*3 

30 

80 

0*090 

10 

0*000 

Flavin enzvme 

(2(>)t 

0*18 

215 

39*00(.» 




(•>)t 

0*045 

110 

81*400 

11 

0*000 

Methyl Capri blue 

0*3 

22 

13 

0*020 

12 

- 01 15 

dilororapbin (satd.) 

/ 

c 

<30 

15 

<0*020 

13 

- 01 42 

(lallophenm 

0*5 

37 

4 

0*0(.»3 

14 

0145 

2- Amino* A'-met by Iphenazinc* 

0*3 

21 

40 

0*003 



mcthoAulphate 




0*047 

ir» 

- 0*105 

2- Koto-A'*met hy Iphenazinc 

0*5 

50 

69 



0*14 

14 

35 

0*083 

10 

0*180 

2- Keto- A’ -ethy Iphenazino 

0*3 

28 

45 

0*t>53 

17 

- 0*180 

Lactotiavin 

0*3 

20 

0*5 

0*001 

18 

0*252 

2:7- Diamino- A*-phenyIphenazo- 
111 um chloride (phenosafranine) 

0*3 

21 

(» 

0*(KX) 

Other compoundH : 





19 

— 

0:7- Dimethyl alloxazine (satd.) 

<0-1 

< 7 

0 

0*000 

20 

- - 

Nicotinamide methiodide 

0*5 

42 

1 

0*000 

21 

— 

Phenazine- 1 -carbox \ lie arid 

0*5 

49 

4 

0*003 



amide 





22 


Acridine methochloride 

0*3 

29 

0 

(»*000 

23 

— 

l:2:3:4-Tetrahydrophenazine 

methoaul])hate 

0*3 

20 

25 

0*040 

24 

- 

Aiieurin 

2*0 

133 

0 

0-m) 

2o 


Thioehiome 

0*0 

51 

0 

0*000 


* (V)rrceted for blank, if any. t S<h* Fig. 1. 

J \Vt. of crude substance taken; flavin eontent photometrically determined. 


The catalytic f'flFect is dependent on the concentration of carrier. This is 
clearly shown by the data of Table II for brilliant cresyl bhie and methylene 
blue. The turnover no. in the last column show^s the decreasing activity with 
increasing concentration of these dyes. Since this is not here due to the limiting 
capacity of the enzyme system, both being feeble catalysts for this system, it is 
apparently due to a poisoning effect of these dyes when prestmt in high concen- 
tration. 

A different effect is seen with the xV-alkylphenazines. Here, owing to their 
greater activity, the uptake is limited by the enzyme system w'hen the amount 
of these catalysts is much increased. Fig. 1 shows the activity-concentration 
curves of phenazine methochloride and pyocyanine. (The preparation of enzyme 
was actually made to study the oxidation of phosphohexonate, the curves for 



1620 


F. DICKENS AND H. MoILWAIN 


which are also included for comparison in Fig. 1. The rather high concentration, 
J//30, of phosphate buffer has inhibited the hexosemonophosphate oxidation 
more than that of phosphohexonate [see Dickens, 1938].) 



Fig. 1. CompariHon of phenazino methoohloridc and pyo»*vanin(- uh carriers, (’urve A: ])hen- 
azino niethochloride, hoxosonionnphoaphale. (’urve li: p;^()cy«ninc% hexosemonophosphate. 
( 'urve C : phciiazino inethoehloride, phosphohexonate. ( ’urve 1) : )»\ oeyanine, phoHj>ho)ie\onn.te. 
20 mg. aoetate-prt'cipitated enzyme, 2 ml. 3/ '30 phos|)luite l)utler, 0*1 mg. coenzyme (purity 
0*2), 0*3 ml. substrate. 

Activity relative to fiainn enzyme 

While the absolute values of Og uptake with the hexosemonophosj)hate 
system when phenazines are added attain those given by flavin enzyme as (*arrier, 
the turnover numbers (T)^ in Table IT show clearly that their efticiency is very 
much less. For the flavin enzyme, = 40-80 mol. Oi^/O-S mol. prosthetic, group 
min. with our enzyme preparation. Warburg & Christian [1933] give the values as 
25-50 mol. Og/mol. prosthetic group min. In contrast with this high activity, tlu^ 
non-colloidal carriers listed in Table II give much lower T- values, the most acjtive 
phenazoniinn salts having only about l/250th of that of the flavin enzyme, while 
pyocyaiiine in similar concentration is about ten times less active still. 

Eh relationships: specificity’' 

The Ef^ of the simple A’^-alkylphenazonium salts varies from 0-08 to 0-06. 
That, of the flavin enzyme is recorded by Kuhn & Boulanger [1936] as -0*06 V. 
(i.e. 0*12 V. more positive than lactoflavin). Although intermediate between 

1 For the calculation of the turnover no. it is important to know if the Og taken up is partly 
lost in side reactions (e.g. HjOj formation or cou/)led oxidation) or if it is wholly reduced by the 
H transported by the catalyst concerned. Only in the latter case is the turnover no. given by the 
ratio: mol. Og/O-.^ mol. catalyst min. With 100% yield of HgOg the equation becomes T~mol. 
Og/mol. catalyst min., as used by Warburg & Christian |1933]. 
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these in potential methylene blue and brilliant cresyl blue are inferior catalysts 
for this reaction. Hence thermodynamic considerations alone do not govern the 
efficiency of the carriers tested in this system. It is also noteworthy that other 
phenazines (Nos. 1, 2, 14, 16, Table II) whose potentials lie outside those of the 
alkylphenazonium salts and flavin enzyme in both positive and negative direc- 
tions, are somewhat more eflicjient catalysts than the dyes methyhme blue and 
cresyl blms although according to their potentials these dyes should have 
activities betwe<‘n that of the most active alkyl phenazines and flavin enzyme. 
There is thus a certain limited “specificity” in the-chemical nature of the active 
carrier’s for this system. It r»iay be possible to explain this structural specificity 
in terms of semiquinone formation [Michaelis et al, 1936, 1,2]. The activity may 
be determined by tlu^ concentration of semiquinone in the half-reduced form at 
the reaction of the system. 


Catahftic activities of phenazines added as semiquinones 

Semiquinonoid methylphenazoniiim phosphate and 1 : 2 : 3 : 4-tetrahydro- 
phenazine m(‘thosulphate [Mcllwain, 1937, 1] were tested. The activity of the 
semi(iuinonoid and ordinary forms of the compounds w'as the same, but as the 
brigiit green solution of semiquinones rapidly changed to yellow on addition to 
tht‘ enzyme system, it is evident that only a trace of semiquinonoid compound 
could hav<‘ been present, and this of course is no evidence against the im- 
})ortance of semiquinone formation. 


Qualitative differences in effect of phenazines and flavin enzyme 

Whereas the enzyme system used attacked Neuberg & Robison esters at about 
the same rate in prestmee of flavin enzyme as carrier, the Neuberg ester was much 



Fig. 2. Curve* A; Robison ester +0*3 mg. phenazine methochloride, 0-3 mg. phenaziiie metho- 
sulphate, or 10 mg. (crude) flavin enzyme. Curve B: Neuberg ester +5 mg. flavin enzyme. 
Curve C: Robison ester + 5 mg. flavin enzyme. Curve D: Neuberg ester }- 0*3 mg. phenazine 
methoehloride. 0*1 mg. Zwisehenforraent in 2-3 ml. Af/100 phosphate buffer, -t- 0-02 mg. 
coenzyme II of purity 1, +0*4 ml. Jlf/6 phosphoric ester. 

less rapidly attacked than the Robison ester, when phenazine methoehloride was 
used instead of flavin enzyme (Fig. 2). 

Biochem. 1938 xxxn 
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Neuberg ester was prepared from Ca hexosediphosphate (B.D.H.) by hydro- 
lysis with oxalic acid [Neuberg, 1918]. The Ca salt thus obtained was decomposed 
by the calc, amount of oxalic acid and after removal of Ca oxalate neutralized 
with NaOH. 

As yet the mechanism of the oxidation of Neuberg ester has not been 
examined. It is therefore diflScult to explain this diiference, which may be 
accounted for either by the presence of some other enzyme than the flavin one 
in the crude preparation of flavin enzyme, or less probably by some inhibitory 
action of the phenazine compound on a component of the fructosemonophosphate- 
oxidizing system. That phenazine compounds can exert an inhibitory action on 
enzymes is readily shown. Weil-Malherbe [1937, 1] showed that succinic dehydro- 
genase is inhibited by pyocyanine and phenosafranine. The action of phenazine 
methochloride on carboxylase and succinic dehydrogenase is shown in 
Table 111. 

Table 111. Inhibition of carboxyhise and succinic dehydrogenase 

Carboxylase, 50 mg, yeast carboxylase [Axmachor & Bergstermann, 1934] in 0-9 ml. water J3er 
vessel, with 0*3 ml. {phosphate buffer pH 6-5 and 1 ml. addition of dye (or water). Side bulb 
contained 0-2 ml. ilf/10 Na pynivaie. Gas space, Ng. Temp. 25 . 

2 rag. 1*7 mg. 2*ke<o- 

2 mg. pyo- phenazine 2*6 mg. ]>heno* 2*5 mg. cresyl i\'-methyl- 
Addition: Water cyanine methochloride safranine blue phenazine 

OOg evolved (pi.) 


30 min. 

195 

192 

95 

154 

182 

192 

60 „ 

228 

223 

112*5 

198*5 

216*5 

235 

120 ., 

250 

242 

121*5 

232 

242 

259 


Inhibition by il//300 phenazine methochloride ^50%; others, none. 


Succinic dehydrogencLse, 50 rag. muscle enzyme, suspended in 1*5 ml. 3//10 succinate in .WyoO 
phosphate buflfer pH 7*4; 0*5 ml. cytochrome. Side bulb contained dyes 0*4 ml. ilf/50. Air, 37*5 ; 
0*2 N NaOH in inner cup, Phenazine methochloride readings corrected for autoxidation of carrier. 


Addition 

Water 

Phenazine 

methochloride 

Pyocyanine 

Phenosafranine 

O 2 uptake pi. 
(60-120 min.) 

98 

76 

32 

28 

Inhibition % 

— 

23 

68 

70 


In these two cases very different actions are seen; ])henazine methochloride in 3//300 concen- 
tration inhibits carboxylase by 50% but has little action on succinic dehydrogenase. On the other 
hand pyocyanine and phenosafranine, which strongly inhibit succinic dehydrogenase [Weil- 
Malhorbe, 1937, 1] have little effect on carboxylase. Michaelis & Smythe (1936] have already 
drawn attention to the poisoning by a similar concentration of pyocyanine of glucose fermentation 
in Lebedew fluid and its restoration by addition of a carboxylase preparation. 


Action of iodide ion 

In the earlier experiments with this system we used phenazine methiodide 
as in the earlier tissue experiments [Dickens, 1936, 1]. It was found with the 
hexosemonophosphate system that, using the methiodide as carrier, the reaction 
came to a standstill after 20-40 min. This was due to the I” of the quaternary salt, 
since it did not occur with phenazine methochloride and the action of phenazine 
methodiloride and flavin enzyme is inhibited by small quantities of Nal (Fig. 3). 
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The inhibition is perhaps due to an interaction either of 1“* or of Ig with the 
coenzyme, for it appeared to be partially removed by addition of fresh coenz^^Tue 
to the system. The inhibition by 1~ does not appear to have bocm observcid before. 



:Min. 


Fig. 3. Hexosemonr)plios{jhate oxidation. Curve A: O-lo mg. methyl phenazonium salt* or mg. 

flavin. (Uirve B: Odd mg. phenazirie methiodide. C'lirvc* C: o mg. fla%in enzyme • Od mg. 

Xal, 2Hj|0 tipped in at 30 mm. Curve I>: 0dr> mg. methylpheiiazonium salt* - 0-3 mg. 

Nal, tipped in at 30 min. 

Action of pheiuizme meihochloride on tissue ynetaboJism 

In view of the above results the action of the inethocihloride on tissue slices 
was testcjd. The results do not difftT greatly from tliose seen with the methiodide 
[Dickens, 1936, 1], but as the fall of anaerobic glycolysis is loss with the metho- 
ehloride, the apparent partial restoration of the Pasteur mechanism is better 
seen (Table IV). The results with the red oxidation product of xV-methylph(‘na- 
zines (2-kcto-xV-moth3dphenazine) were obtained with a pure specimen made 
synthetically [Kehrmaiin, 1924 J, and not by autoxidation, since free phenazine 
always results by the latti?r method; the specimen used was freely soluble in 


Table IV. Actiem of phenazine rnethochloride and 2 -methyl- 
pheimzim on metabolism of Jensen sarcoma slices 

Warburg vessel technique, NaHCOs -glucose Ringer. Temp. ST-o"". (’rClg in anaerobic’ 
vessels. 



Min. 

<;»o. 

Control 


Exp. 1 

0-60 

60-120 

120-180 

-10-8 

+ 22-2 

+ 40-8 
+ 36-4 
+ 35-0 

Exp. 2 

0-30 

30-60 

60-90 

-14-3 
-101 
- 9-1 

4-21-4 
+ 18-6 
+ 18-0 

Control 

A 

— 

Exp. 3 

0-60 

60-120 

120-180 

-16-8 
-14-7 
-13 1 

+ 20-4 
+ 20-0 
+ 15-6 

+ 28-2 
+ 17-5 
+ 15-9 


Qo^ 

Phenazine methochloridc (10~® M) 


-13-5 

-r 8-6 

+ 45-0 (yellow) 

— 

- - 

H 31-9 (colourless) 

--- 

— 

+ 25-0 (eolourless) 

- 28-0 

+ 12-1 

— 

- 10-3 

f 4-1 


- 9-6 

+ 3-1 

— 


2-Keto.xV-methylphenazine (10“® J/) 

^ ^ ^ 

-18-3 +13-8 +16-6 (red) 

- 15*7 4- 14-0 -f 13*5 {v. pale pink) 

- 15d 4 13-8 -f 13*7 (colourless, re- 

oxidized to red on 
admitting air) 


* Not the iodide. 
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salt solution unlike that previously employed [Dickens, 1936, 1] which was there- 
fore impure. In aerobic experiments with tissue the phenazonium salts become 
partly oxidized to a red compound, presumably this one. This compound inhibited 
anaerobic glycolysis more than phenazine methochloride, but did not reduce 
the aerobic glycolysis as much in Exp. 3 of Table IV, though it had a pyocyanine- 
like action on aerobic glycolysis. 

Autoxidation, Measured in NaHCOg-glucose Ringer solution, by the two- vessel 
method of Warburg under the same conditions as in the tissue (experiments, the 
autoxidation of 10~^ M phenazine methochloride in 95 % Og+o % COg was slow, 
— 3/^1. Og, +4/xl. COg per 4 ml. jjer hr. When tissues is present the oxidation is 
probably greater, but it is difficult to allow for it accurately. Calculatimis showed 
that with the quantities used, it could not result in any serious eiTor, and that the 
measurements wore substantially those of tissue metabolism and not of autoxi- 
dation of the carrier. When in experiments without tissue, in which autoxidation 
was allowed to proceed in a more alkaline medium, the Og consumption was 
measured and the acid production was titrated, it was found that for 1 mol. 
phenazine methochloride 0*5 mol. Og is consumed and 1 equiv. acid (1 mol. HCl) 
is set free. Hence autoxidation would be expected to increase aerobic acid 
production, whereas the addition of phenazine methochloride to tissue slices 
produces a fall of aerobic glycolysis and it is in fact probable that part of the 
residual acid production in presence of phenazine methochloride arises from this. 
On the other hand reduction anaerobically may have given values for glycolysis 
which were a little too high, but calculation showed a max. error of c. 10%. 

4*6 ing. phenazine methochloride were added from the side bulb of a Warburg manometer 
vessel to 4 ml. NliOO NaOH contained in the main part. Air, , The initially rapid oxidation 
became very slow after .50 min. when 199 fd. 0* had been consumed and the ecpiiv. of 1*80 ml. 
A’/lOO acid liberated— 403 /xl. Calc, for JOg and IHCl; 224 /xL, 448 /xl. respectively. A bright red 
CHClg-soluble compound resulted, Indophenoloxidase preparation from heart muscle brings 
about oxidation of phenazine methochloride at neutral reaction to form a red compound soluble 
in CHClj. The quantitative investigation of this has not been made. Free phenazine in addition to 
the red compound results from alkaline oxidation of the methochloride [Mcllwain, 1937, 2], 


Summary 

The Efi of a series of phenazine derivatives, determined by potentiometric 
titration, have been correlated with the electronic properties of the substituents. 
The activity of the phenazines and some non-phenazine dyestuffs as carriers 
in the hexosemonophosphate system has l)een determined. According to their 
activity, the substances fall into four groups: (1) most active: phenazine metho- 
sulphate, methochloride and ethosulphate, 4-0-055 to 4- 0-080; (2) moderately 
active : mono- and di-sulphonic acids derived from iV-methylphenazine, 4-0*13, 
4- 0-23 ; pyocyanine, — 0-01 1 and its ethyl homologue ; (3) less active : brilliant 
cresyl blue and methylene blue ; (4) 'others inactive : the most active of the above 
compounds had only about l/250th of the turnover no. of the flavin enzyme, 

— 0-06. Structure is evidently more important than Ef^ in determining the 
activity of carriers for this system. A property common to the phenazines and 
flavin is the ability to form semiquinones, and the peculiar activity of these 
compounds in this system may be due to this property. 

When phenazine methochloride is used instead of flavin enzyme, the Neuberg 
ester is attacked much less readily than the Robison ester; with flavin enzyme 
as carrier both are attacked at about the same rate. Carboxylase is inhibited by 
MI3O0 phenazine methochloride, not by pyocyanine or phenosafranine ; succinic 
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dehydrogenase is inhibited by phenosafranine, but much less by phenazine 
methochloridc in the concentration used. The hexosemonophosphate system is 
inhibited by iodide in low concentration. The action of phenazine methochloridc 
on the metabolism of tumour tissue is to increase respiration and diminish 
aerobic glycolysis. 

We wish to thank Prof. 0. Warburg for gc^nerous gifts of purified enzyme and 
coenzyme, and Prof. K. Robison for the analysis of our hexose monophosphate. 
We are much ind(‘bted to Dr B. C. tl. G. Knight for help and advice in connexion 
with the measurements. 


REFERENCES 

Axinachor & Borgstermann (1934). Bi<*chem 272, 2.'>9. 

Browning, (’ohen, Caiint & Gulbransen (1922). Proc. roy. Soc, B, 93, 329. 
(lark & Perkins (1932). J> Atner. them, 64, 1228. 

(’ohon & Phillips (1929). Suppt. 74 to Pnhl. Hltk Pep., Wash, 

Dickens (1936, 1). liiochern. J. 30, 1064. 

(1936, 2). liiochem. J. 30, 1233. 

(1938). Biochem. J. 32, 1626. 

Eloma (1933). Jiec, Trav. chim. Pays-Ba^f 52, 569. 

Frietlheiin (1934). Bitx'hetn. J. 28, 173. 

& i^Iiohaclis (J931). J. hiol. Chem. 92, 211. 

Grt*en, Stioklainl & Tarr (1934). Biochem, */. 18, 1812. 

Hillemann (1938). Her, dtsch. chem. Ges. 71. 34. 

Kohrmann (1913). Ber dtxch. chem. Ges. 46, 341. 

(1914). Ber, dtsch. chem. Ges. 47, 280. 

(1924). Hclv. chim. Acta, 7, 973. 

Kuhn & Boulanger (1936). Ber. dtsch. chem. Ges. 69, 1557. 

Laser (1934). Biorhem. Z. 268, 451. 

Mcllwain (1937, 1). J. chem. Soc. 1701. 

(1937, 2). J. chem. Soc. 1704. 

Michaeiis (1931). J. hiol. Cfiem. 92, 211. 

& Smythe (1936). J. hiol. Chem. 113, 725. 

Schubert & Smythe (1936, 1). Science, 84, 138. 

2). J. hiol. Chem. 116, 587. 

Negelein & Gerischer (1936). Biochem. Z. 284, 289. 

Nouberg (1918). Biochem. Z. 88, 432. 

Ogston & Green (1935). Biochem. J. 19, 1983. 

Ostern, Quthke & Terszakowic (1936). Hoppe-Seyl. Z. 243, 9. 
l^^islor & Hempelmann (1937). J. .Amer. chem. Soc. 59, 141. 

Robison (1932). Biochem. J. 26, 2191. 

Stiehler, Cohen & Clark (1933). J. Amer. chem. Soc. 65, 891. 

Warburg & Christian (1933). Biochem. Z. 266, 378. 

(1936). Biochem. Z.2!B1,^WZ. 

Weil-Malherbe (1937, 1). Biochem. J. 31, 299. 

(1937, 2). Biochem. J. 31, 2080. 



CCXL OXIDATION OF PHOSPHOHEXONATE 
AND PENTOSE PHOSPHORIC ACIDS 
BY YEAST ENZYMES 
L OXIDATION OF PHOSPHOHEXONATE 
II. OXIDATION OF PENTOSE PHOSPHORIC ACIDS 

By frank dickens 

From the Cancer Research Laboratory^ North of England Covmil of the 
British Empire Cancer Campaign, Royal Victoria Infirmary, 
Newcastle-upon-Tyne 

(Received 23 July 1938) 

In a preliminary note [Dickens, 1936] a scheme of oxidation of carbohydrate was 
outlined in which the first stages suggested were tlie esterification of the hexose 
to hexosemonophosphate, oxidation of this first to the phosphohtjxonate, then 
to the 2-ketophosphohexonate, decarboxylation to a pentose phosphoric acid 
and by a continuation of the process finally pyruvic acid, which would be com- 
pletely combusted. 

At that time the evidence in favour of this scheme was slight. No proof of the 
formation of pentose phosphoric acids by oxidation of hexosemonophosphate or 
of phosphohexonate existed. The theory of the formation of 2-ketophospho- 
hexonic acid was first advanced by Lipmann [1936] on the basis of Og uptake 
experiments only. Lipmami found that phosphohexonic acid was oxidizt^d by 
yeast macerate, and that for each mol. phosphohexonate ^Og was consumed and 
1-1 -5 COg appeared, th(^ COg being only about 1 mol. in presence of bromoacetate. 
On the basis of this evidence, Lipmann advanced the theory that 2-ketogluconic 
acid was first formed (^Og consumed), this was then decarboxylated (ICOg 
liberated) and the further process consisted in fermentation of the theoretically 
expected d-arabinosemonophosphate, this stage being the one inhibited by 
bromoacetate. Some evidence tending to show keto-acid formation was given by 
experiments [Dickens, 1936] in which HCN appeared to act as ketone fixative, 
and the addition of a preparation of carboxylase to a caiboxylase-frecj enzyme 
preparation caused a further oxidation and COg evolution with phosphohexonate. 

None of these results, however, was sufficiently clear to provide a basis for 
this theory. Warburg & Christian [1936, 1] showed, by using a more active enzyme 
preparation, that the “end-point ’’ in Lipmann’s experiments was only apparent 
and was in reality due to a gradual destruction of the activity of the enzyme. 
The experiments with HCN and carboxylase [Dickens, 1936] were too indirect. 
The critical points which had to be shown w^ere : 

1. Pentose phosphoric acids must be shown to arise from the oxidation and 
decarboxylation of hexose phosphoric acids. 

2. It must be shown that pentose phosphoric acids are readily oxidized and 
fermented by yeast extracts. 

Both these points are established in the work to be described. In the first part 
of tlii$ paper the oxidation of phosphohexonic acid is described, and confirmation 
of thiJ occurrence of 5-C phosphoric esters giving the pentose reaction [Warburg & 
Christian, 1937] is obtained. Further oxidation of the phosphohexonic acid to a 

( 1626 ) 
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4-C phosphoric ester is shown to occur. In the second part, it is shown that 
pentose phosphoric acid can be readily oxidized by yeast enzyme in the presence 
of coenzyrae II. 

In the subsequent paper [Dickens, 1938] it will be shown that pentose 
phosphoric acid is readily fermentable by yeast enzymes in the presence of 
coenzymo I and inorganic phosphate. 

During this work, the important point arose that the pentose phosphoric acid 
most reatlily attacked both oxidatively and by fermentation, is not the rf-arabi- 
nose-o-phosphoric acid which would be expected to arise from simple 2-oxidation 
and decarboxylation of ^-glucose, but is thestorcoisomeridec?-ribose-5-phosphoric 
acid. Since rf-ribose is the naturally occumng pentose of animal and yeast cells, 
this fact is of great pliysiological interest, and may perhaps give a key to the 
metabolism of pentoses in living cells. d-Ribose is not itself fermentable, either 
by yeast ee*Us or yeast extract, nor is it oxidized by brain slices or by yeast 
extract. Apparently direct phosphorylation of ribose presents difficulty in these 
materials, and the theory is advanced that d-ribose-5-phosphoric acid may 
originate from hexoses by a process of phosphorylation, oxidation and de- 
carboxylation. Indirect evidence is presented in these papers which makes tliis 
assumption probable, and direct evidence will be sought in future experiments. 


1. OXIDATION OF PHOSPHOHEXONATE 

Enzyme, Prep. A. The enzyme preparation used in most experiments w^as 
made from Lebedew yeast maceration fluid by the method of acetate precipitation 
already described [Dickens & Mcllwain, 1938] and the general methods for 
experiment w^ere the same as detailed there, except that phosphohexonate w^as 
used as substrate. During the course of this wnrk we have used three different 
yeasts: (1) N(‘wcastle Brewery Co. top ftTmentation yeast. (2) Messrs Tennent, 
Glasgow, bottom yeast. (3) Lowenbrau, Munich, bottom lager beer yt^ast. 
Although tluTC was little difference in the activities of the macerates from these, 
succ(?ssful precipitation of enzyme without excessive dilution of the Lebedew juice 
wiis obtained only with the German yeast, presumably owing to its low er content 
of protective hop resins, which held up the precipitate with the British yeasts. 

Prep, B. In earlier experiments a pivparation was made from Tennent's yc^ast 
Lebedfjw juice by diluting 50 times with distilled water, passing CX^g , centrifuging 
from till? inactive precipitate after 10 min., passing to saturation and ke(q)ing 

in a stoppered bottle in the refrigerator overnight [cf. Warburg & C’hristian, 
1933]. The centrifuged precipitate, dried in vacuo over HgSO^ and KOH w^as 
used: yield c. 250 mg. per 1(K) g. dried yeast; 5-20 mg./v<J8sel w'ere needed. This 
preparation attacked hoxosemonophosphate more rapidly than phosphohexo- 
nate; otherwise there was little difference between A and B, but both differ from 
‘‘Prott'ins I and II” of Warburg & Christian [1937] in that the precipitated 
enzyme is washed with acid in our two preparations, and this may account for 
some differences between the results of Warburg & Christian and those to be 
described. 

The activities of the original Lebedew juice and of Preps. A and B are shown in 
Table I. It is evident that much activity is lost in the precipitation, and this passes 
into the acid supernatant liquid, from which Warburg & Christian [1937] prepare 
their enzyme. This loss is compensated for to some extent by the simplicity 
of the method and by the greater stability of the acid-precipitated enzyme. 
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Table I. Activities of original Lebedew juice and Preps, A and B 

All exijerimonts at 38% Oj, 0-2 ml. KOH in inner cup. 

Original Lehede,w juice. Diluted to 2-2 ml. with 3//100 phosphate containing 0-1 mg. coenz. II, 
0*3 ml. if/IO substrate, ojid 0*2 ml. J1//1(K) phenazine niethochloride. 

fiX. Oj consumed ])er hr. with substrate 



Per vessel 


Hexoseraono- 

Phospho- 

Source 

ml. 


phosphate 

hexonate 

Newcastle Brewery (’’o. 

0-20 

34 

226 

287 

0*05 

4 

56 

63 

LCwenbriiu, Munich 

0-20 


225 

311 


0-05 

— 

63-5 

141 


Achate precipitates (.4). Dissolved in J//50 phosphate of pH 74, pH r. 8*5. ()•! mg. coenz. IT; 
0*3 ml. JI/10 substrate; 0*2 ml. 3//100 phenazine methochloride. 


Source 

Mg. 

(‘orrected for blank {c. lO/al. hr.) 

Lowenbrau, Munich 

5 

55 

50 


10 

00 

90 


20 

121 

141 

CO 2 precipitate (B) : 

50 

155 

180 

Tennent, Glasgow 

5 

207 

42 


Numerous attempts to prepare stable extracts from the acid supernatant liquid 
proved unsuccessful: Warburg & Christian [1937] have since ovtTComc this 
difficulty by warming the J-sat. ammonium sulphate solution of the enzyme to 
60°, thus “stabilizing’’ it, but the work described in this section was done before 
the publication of this method. Presumably destructive enzymes are removed 
by both methods. 

Pfiosphohexovate, In a few earlier experiments, but not in any of the isolation 
experiments, the phosphohexonate was made from the prep, of muscle hexose- 
monophosphate described in the preceding paper [Dickens & Mcllwain, 1938] by 
the method of Robison & King [1931]. Later Prof. Robison kindly gave a prep, 
of the neutral Ba salt of 6-phosphogluconate containing some G-phosphoman- 
nonate with <1'5% of reducing hexosephosphate. Analysis (Prof. Robison): 
HgO, 7-0 %. Found (dry subs.) : total P, 6*34 % ; inorg. P, 0*06 % ; H . and d . titn. 
with added NaOH, 0*5; [a] 548 i— 1*2°. Calc, for (CyHn,0|oP)2Pa: P, 6-42%. 

The solution of Na salt was prepared by grinding the Ba salt (288 mg.) with 
a slight excess of Na 2 S 04 , lOHgO (295 mg.) and centrifuging from Ba 2 S 04 after 
making up to 6 ml. with water and addition of 0*055 ml. N HCl. The concentra- 
tion of ester P was estimated on this solution (c. 0*09 M), 

Coenzyme, Coenzyme II of purity 1 was given by Prof. Warburg. Coenzyme II 
of purity 0*2 was prepared from horse blood corpuscles [Warburg & Christian, 
1936, 2] and its activity checked by comparison with the Warburg preparation : 
yield 80 mg, from 2*21. washed corpuscles. This preparation contains also 
coenzyme I and an adenine nucleotide [Warburg & Christian, 1936, 2]. Usually 
0*02 mg. of purity 1, or 0*1 mg, of purity 0*2 was used per vessel. Unlike 
the hexosemonophosphate oxidation, that of phosphohexonate is not always 
maximal with these amounts, and in some “end-point” experiments they were 
increased fourfold. Possible reasons for this are indicated later. 

Carriers. Flavin enzyme and phenazine methochloride were used as previously 
[Dickens & Mcllwain, 1938]. The Og uptake with phenazine methochloride was 
corrected for blank without substrate (autoxidation of phenazine metho- 
chloride+blank oxidation). The blank was small with Preps, A and B except in 



OXIDATION OP HEXOSE- AND PENTOSE-PHOSPHATES 1629 


a few “end-point” experiments where high concentrations of phenazine metho- 
chloridc were used to ensure a. rapid reaction. With flavin enzyme the blank 
was usually negligible. 

Medsurement of Oo uptake. Warburg manometers filled with Og and containing 
KOH in the inner cup were used at 37-5°. Where HCN was present it was added 
as freshly prepared neutral solution, and instead of KOH, KCN-KOH mixture 
[Krebs, 1935] was used to avoid absorption of HCN. COg evolved was measured 
(in absence of HCN) by a second vessel without KOH, which was acidified at the 
end of the exp. to drive out bound COg, with a similar pair of vessels without 
substrate as controls. 

’pH-activity curve. The titration curve of the enzyme (Prep. A, 20 mg./ml. in 
Jlf/lOO phosphate buffer) was first determined and the contents of each vessel 
after cooling in ice were adjusted to the required ^H by addition of the reejuired 
vol. ice cold NaOH or, for the vessel at pH 4*7, A/oO acetic acid. Stronger 

phosphate buffer cannot be used since it inhibits the reaction (see below). The 
enzyme system with phej)azine methochloride as carrier showed a broad pH 
optimum at pH 6*3--7*5 (Fig. 1). 



Fig. 1. pH optimum of phosphohexonic 
system. 


Fig. 2, Phosphate inhibition of 
phosphohexonic system . 


Phosphate inhibition. Conditions were as in the preceding exp. except that 
pH was kept constant and varying concentrations of phosphate buffer were used. 
During the first 30 min. of the exp. the inhibitions with 0*05, 0-1 and 0*25 J/ 
phosphate were respectively 16, 32 and 57 %. Fig. 2 shows that, as with the 
faexosemonophosphate system [Theorell, 1935], the velocity of oxidation varies 
inversely as the phosphate concentration. Comparison with the data of Theorell 
shows less inhibition for a given phosphate concentration with the phospho- 
hexonic system than with the hexosemonophosphate one. This also is sho\^Ti in 
Fig. 1 of the preceding paper [Dickens & Mcllwain, 1938]. 

Attempted separation of the phosphohexonic and hexosemonophosphate systems. 
The above behaviour towards phosphate* inhibition is t\'pical of the slight 
differences between these two systems, which makes their separation difficult. 
As yet attempts to obtain an enzyme which attacks only phosphohexonate have 
been uniformly unsuccessful, whether by dialysis, ammonium sulphate precipita- 
tion, acetone precipitation or partial inactivation by incubation with alkali. On 
the other hand, the “Zwischenferment” of Negelein & Gerischer [1936] is free 
from the phosphohexonic enzyme [Dickens, 1936; Warburg & Christian, 1937]. 
It is probable that our enzymes, like those of Warburg & Christian 1 1937], are 
mixtures of several components, as is shown by the different substrates attacked 
and the multiple products formed. 
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Table II shows that the acid-precipitated enzymes require coenzyme II for 
their acitivity, purified cozymase being without effect. Gluconic acid is not 
oxidized unless phosphorylated, and the preparations contain no active car- 
boxylase. An experiment with Warburg “Zwischenferment'* is included to 
show its relative actions on hexosemonophosphate and phosphohexon^ite. In 
this exp. (Table IT) the less pure sample of phosphohexonate was used, and the 
small O 2 uptake is probably due to traces of reducing hexosephosphate in the 
substrate. 

Table II. Action on various substrates: co&nzyme required 

Enzyme in M /lOO phosphate of 7*4; 0*04 mg. eoenzymo II of ]>iirity 1 ; or 0*6 mg. purified 
eozymase; 0*5 ml. 0*8 A’/HCN. Side bulb, 0*2 ml. 10% flavin enzyme. Inner cup, KCN-KOH. 
0*4 ml. Jlf/lU substrates. Og. 37*5°. 



Enzyme 


Og uptake (/xl.) with substrate 


Tf Til* 




A 

Enzyme and 

vessel 

Time 

Hexosemono- 

PboKj)ho- 


eoenzymo 

nig. 

rain. 

]>hosph. 

hexonatc 

Gluconic acid 

Enz. H.: 






Coenz. I 

8 

30 

— 

— 2 

0 



(30 


- 5 

0 



90 

— 

- 6 

— 

Coenz. 11 

8 

30 

- 73*.5 

-49*5 

-0*5 



(50 

- 12.*i 

-78 

-1 



90 

- ir>.5 

-101 


Warburg “ Zwiscbcnfcrmt'nt ” 

; 




Coenz. II 

0*1 

30 

-246 

-13*5 

— 



60 

-313 

- 17*5 

— 


Enzyme B in M/lOO KHgPO^, 0*2 ml. J//5 Na pyruvate, COg evoln. (90 min.) -f 2*5 pi. 


Action of HCN, In the earlier experiments which were made with atjid- 
precipitated enzyme and coenzyme II of purity 1, HCN (0-12 M) was necessary 
for the reaction to continue [Dickens, 1936]. 

This result (Fig. 3) was obtained many times 
when the pure coenzyme was used with small 
quantities of the enzymes A or B. By increas- 
ing the amount of enzyme, however, it was 100 
no longer apparent, the reaction continuing - 
even in the absence of HCN . 1 n the later work ^ 
more care was taken to prevent destruction ^ 
of enzyme during its precipitation and wash- ^ 
ing, by using ice cooling and quick mani- 
pulations, and it is possible that this may 
account for the difference betwe^jn earlier and 0 



later preparations in their need for HCN. We 
are unable to account for the results otlier- 


wise. Fig* 3. Effect of HCE on Og iij)take 

End-point with pure coemyme II. Table 111 
shows experiments with and without HCN 

for both hexosemonophosphate and phosphohexonate. In all these, coenzyme 
II of purity 1 was used ; different end-points obtained with cruder coenzyme 
are described later. 


The results of Table III show that under the conditions used, i.e. with pure 
coenzyme and vigorous enzyme preparations, the reaction proceeds either in 
presence or absence of HCN to an end-point which with phosphohexonate is 
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Table III. Erid-point with pure coenzyme and acid-precipitated enzyme 


Phosphohexonate 








Knd-y)oiiit. 

or hexoscinono- 

Enzyme 



fjX. Og uptake after hr. 


% of i mol. 

phosphate 

prep. 

^ 

— 


— >• 



(>2 ]icr mol. 

No. ml. 0-09 J/ fil* 

type 

i 

1 

2 

3 

4 5 

0 

substrate 

With HCN (012 J/): 









Phosphohexonate 









1 0-4 8J0 

A 

130 

222 

329 

300 

380 — 

390 

48 

2 0-2 402 

B 

50*5 

122 

181*5 

— 

— 


45 

3 0 1 202 

B 

50 

77 

85 

87*5 

— 

— 

43 

4 01 202 

B 

33 

04 

99*5 

104 

— 104 

— 

51 

r> 0*05 101 

A 

35 

54 

57*5 

50 

— 

— 

51 

Hexosemonoph osphate 









6 01 202 

B 

51 

89 

154 

100 

172 — 

— 

85 

7 005 101 

A 

33 

02 

87*5 

92 

— 

— 

90 

Without HCN: 









1 Miosphohexonato 









8 30 0U5O 

A 

— 

— 

— 

— 

— — 

3115 

51*4 

9 0-2 401 

B 

40*5 

81-5 130*5 

— 

157 

167 

42 

10 0 1 202 

B 

37 

01 

78 

98 

107 

— 

53 

11 0 05 101 

B 

31 

43 

53*5 

04 

00 — 


05 

Hexosemonophosphate 









12 01 202 

B 

51 

89 

100 

172 

— — 

— 

85 

13 0-05 101 

B 

— 

87* 

5 101 

117 

— 

— 

115 


* 1 m3f.=:224(K^/il. 


close to that required for JOg per moL, with hexosemonophosphate lOg per mol. 
substrate. Although some very slow residual oxidation may n'lnain, the figures 
of Table HI, and still better the curves of these experiments, only one of which 
(Pig. 4) is reproduced, show the definite change in reaction rate* at these points. 



Fig. 4. End-point of phosphohexonio oxidation with coenzymo II of jnirity 1. 

It seems most unlikely that this could be due in every case to destruction of 
enzyme coinciding with the different reaction times. Exp. No. 2, Table III, in 
which the enzjnne with substrate and carrier, but without coenzymie, was 
incubated in the vessel for hr. at 37*5® before the coenzyme was tipped in, still 
gave a similar end-point corresponding to 90 % of the Og uptake required for 
JOg per mol. phosphohexonate. 

The end-point observed corresponds fairly closely with the oxidation of both 
substrates to a stage corresponding with the formation of ketophosphohexonate. 
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H 2 O 2 formation, HgOg results from the autoxidation of the flavin enzyme 
when hexosemonophosphate is oxidized by the purified enzyme [Warburg & 
Christian, 1933]. HgOg did not accumulate in the present exi)eriment8 since 
(1) the acetate-precipitated enzyme contained very active catalase (25 mg. 
enzyme, 0*2 ml. 0*3% H 2 O 2 , 114jLtL Og/Smin.) (2) HCN did not afiect the end- 
value although it would have inhibited the catalase. Accumulation of HgOg 
would have changed the interpretation of the end-point, but the above experi- 
ments show that it did not occur. 

Other ketone fixatives. The action of HCN which w^as seen with the earlier 
enzyme preparations, might have been duo to its action as ketone -fixative, as in 
the experiments of Green & Brosteaux [1936] with lactic dehydrogenase. As 
these authors found for the lactic system, semicarbazide (J//20) and hydrazine 
hydrate (MIS) were without effect in the phosjfiiohexonic system. Hydroxyl- 
amine and phenylhydrazine (M/S) caused irregular pressures ; with sulphite and 
bisulphite no combination with keto-substance could be demonstrated by Ig 
titration. Increases of Og uptake and CO 2 output equal to the Og consumed 
were regularly observed [Dickens, 1936] on the addition of crude carboxylase 
[Axmacher & Bergstermann, 1934], but this may be attributable perhaps to 
other enzymes or coenzymes contained in the carboxylase and should be re- 
peated now that purified enzyme and cocarboxylase [Lohmann & Schuster, 1937] 
are available. Unphosphorylated 2-keto-d-glu conic acid is attacked only very 
slowly by active carboxylase (Table IV), but the phos})horylated compound may 
of course behave differently. 


Table IV. Action of yeast carboxylase 


50 mg. carboxylase prep., in 2 ml. Jlf/50 phosphate buffer. Side bull) 0-1 ml. 2*r> A' HCl. 
37 - 5 ^ 


fi]. COj evolved at 


Air. 


pH 7-4 

Addition: 0*2 ml. MjlO Na salt y/H 6 


Min. 

Pyruvate 

2-Ketogluconate 

Pyruvate 

2*Ketagluconate 

5 

+ 30 

0 

+ 228 

0 

30 

+ 152 

0 

+ 363 

4 5 

60 

+ 173 

0 

+ 391 

+ 7*5 

120 

— 

— 

— 

+ 9 


Product from the oxidation of phosphokexonate with iOg. A larger scale exp. 
was made to determine the nature of the product from the oxidation of phospho- 
hexonate in presence of pure coenzyme II. 

195 mg. enzyme A, well washed with acetate buffer [Dickens & Mcllwain, 193S], were dissolved 
in 2*2 ml. water and the pH adjusted to 7*3 with ice cold N/lOO NaOH (7*3 ml.). 0*3 mg. coenzyme 
II of purity 1 and 3 ml. 0*09 M Na phosihohexonate were added, the mixture was placed in two large 
Warburg manometer vessels containing 1*6 mg. phenazine raethochloride and 0*5 ml. KOI! in the 
side bulb and inner well of each vessel. 0,, 37-5'’. 

After 5 hr. the reaction became very alow and 3680 /d. 0,, corr. for autoxidation of the carrier, 
had been consumed. The oxidation thus went a little beyond the consumption (calc. 3050 /aI.) 
of i mol. O 2 per mol. phosphohexonate, perhaps because of traces of coenzyme contained in the 
large amount of enzyme used. The contents were precipitated with trichloroacetic acid and 
the supernatant liquid was neutralized with BatOH) 2 , the resulting precipitate, together with 
that from addition to the mother liquor of 2 vol. abs. ale. was dried in vacuo; wt. 149 mg. 
This was placed in 5 ml. water, with A^/10 HCl to make weakly acid. After centrifuging from the 
undissolved residue, the clear solution was neutralized with Ba(OH)| and was poured into 2 vol. 
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aba. ale. The precipitate (*‘Ba snlt I”) was w^ell washed with 75% and abs. ale., then with ether 
and was dried in vacuo over J^Os; wt. 91 mg. —60% of the amount of Ba phosphohexoiiatc taken. 
Analysis (Weiler) : Dried at 60'' in vacuo, loss of wt. 7*26%. Found, for dry subs. ; C, 15-50; H, 2*23; 
P (as phosphomolybdate) 7*04; Ba, 37*1%. Calc, for (.^H^O^PBa: C, 1.5*75; H, 2*36; P, 8*13; 
Ba, 36*1 %. Calc, for C. 15*62; H, 2*18; }\ 6*73; Ba, 37*20%. The second formula 

is that of an acid Ba salt of 2-ketophoajjhohexonic acid; the first is that of the carboxylic acid 
derived from 2-ketophoaphohexonic acid by oxidati\e decarboxylation, i.e. a ijhosjihojien tonic 
acid. 

It seemed very probable that Ba salt I might be a mixture of these two 
compounds. Unfortunately their .separation could not be achieved on the speci- 
men available, and the repetition of the exp. has been left for a future occasion. 
An attempted purification by dissolving in HCl and making more alkaline than 
previously with Ba(OH) 2 , resulted in a Ba salt containing much less P and Ba, 
these elements now being in the ratio 0-96:1. Found (Weiler) : loss of wt. at 
in vacuo, 5-02 %. Dry subs. P, 5-23 % ; Ba, 24-4 %. Some decomposition appeared 
to have occurred and the mixture could not be separated. Solution of a sample 
of the original Ba fihosphohexonate in HCl and its reprecipitation by Ba(OH )2 
at similar alkalinity caused no such decomposition. 

Oxidation of phosphohexonate in presence of cotnzyme of purity 0-2: end-point 
and conformation. In the presence of the less pure coenzyme the oxidation with 
enzyme preps. A and B proceeds further than in the preceding experiments. 
Provided that sufficiently active enz^’me is used in the presence of plenty of 
coenzyme, the Og uptake slightly exceeds 1 mol. Og per mol. phosphohexonate 



Fig. 5, End-point of phosphohexonic oxidation with coenzyme II of purity 0*2. 


(Fig. t5) and the COg formed is almost exactly equivalent to the Og uptake when 
the reaction has gone to completion. If however the reaction is stopped by 
acidification before the end-point is reached, the COg formed then exceeds the 
Og consumed (Table V). 

These results seem to indicate the occurrence during the earlier stages of the 
oxidation of an excess of decarboxylation over Og uptake. This could occur in two 
different ways: (1) initial stage; JOg consumed, keto-acid formed, keto-acid 
decarboxylated forming pentose phosphoric acid with evolution of 1 mol. COg; 
later slower oxidation by a similar type of mechanism of the pentose phosphoric 
acid formed. (2) Pentose phosphoric acid formed as in (1), but then undergoing 
cleavage with oxidation of the cleavage products formed. 
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Table V 

Enzyme: 20 mg. per vessel Prep. A dissolved in 1*5 ml. MjoO phosphate huiler at pH 7*4, 
initial pH of mixture 6*22; 0*2 ml. =0*1 mg. coonzymc of purity 0*2; 0-2 ml. Jli/100 phenazine 
methochlorido in main part of vessel. Temp. 37*5®. Amount of substrate (from P estimation) 


~ 404 pl./vessel. 

Vessel no. 

1 

2 

3 

4 

Enzyme, coenz., carrier, ml. 

1*9 

1*9 

1*9 

1*9 

Bulbs: 

1. Jlf/10 phosphohex., ml. 

0*2 

0-2 

No substrate 

11. 2*5 N HCl, ml. 

— 

01 

— 

0*1 

Inner cup, ml. 

0-2 KOH 

— 

0*2 KOH 

— 

fi\, Oj or (free) COg after min. 

Og 

CO, 

Og 

COj 

20 

- 07-5 

+ 60-5 

-0*5 

-h 0*5 

40 

-101 

+ 93 

-0*5 

+ 0*5 

00 

-160 

+ 147-5 

- 1*5 

+ 0*5 

120 

-2:i7 

+ 206 

-4*5 

+ 2 

Total COg on acidification 

— 

-I- 329 uncorr. — 

+ 310*5 corr. for No. 4 

+ 18*5 


Hence when 0*58 mol. Oj per mol. phosphohexoiiate has been consumed, the ratio OO 2 /O 2 = 1*31. 

At present it is not possible to decide between these alternatives, but it will 
be shown that both oxidation and fermentation of pentosemonophosphate can 
occur, and that a 4-C monocarboxylic-monophosphoric acid is formed oxidatively 
under conditions similar to those in the above exp. 

Nature of the prodwts formed from the oxidation of phosphohexonate 
in preaerbce of crude coenzyme 

Warburg & Christian [1937] have investigated the products fornu^d when 
phosphohexonate is oxidized by flavin enzyme, pure coenzyme II and a yeast 
enzyme (prepared without washing with acid: “Protein of protein fraction I, 
4th step”) in the presence of methyl alcohol. This preparation differs from ours 
in its action. With our enzyme, and with phenazine methochloride as carrier and 
coenzyme of purity 0-2, the oxidation of phosphohexonate becom(‘s slow when 
1 mol. Og is absorbed and 1 mol. COg has Ix^en evolved. With the Warburg & 
Christian system, the reaction stops when 0'6 mol. Og has been consumed and 
0*7-0-8 mol. COg has been liberated. 

In view of these differences, the products formed under our conditions were 
investigated. The fractionation of the products followed the description given 
by Warburg & Christian [1937, p. 293] exactly, and details of fractionation are 
therefore omitted. 

1*86 g. enzyme prep. A was dissolved in 130 ml. water f 28 ml. ice cold M /fiO NaOH. 120 mg. 
phenazine metho(5hloride and 9*5 mg. coenzyrae 11 (purity 0*2) were added, and the mixture was 
shaken at 37*5° in Oj with 10*0 ml. 0*09 M phosphohexonate; pH of mixture 6*4. An aliquot 
part of the mixture was used to measure Oj consumption, with a control using water instead of 
substrate, this exp. running concurrently. 

Manomeirie readings', 1*5 ml. enzyme solution (containing the coonzyme and phenazine metho- 
chloride) in main part of vessels. 0*1 ml. 0*09 M phosphohexonate (or water) in side bulb. 0-2 ml. 
KOH in inner cup. 0,. 37-5». consumed after min. 

Vessel ( 


no. 

Add at Iq 

30 

60 

120 

240 

1100 

1200 

1 

Phosphohex. 

64 

100 

144 

195 

266*5 

267-6 

2 

Water 

6 

9 ‘ 

11 

16 

25*6 

26-5 

Difference fiL Og: (1-2) 

68 

91 

133 

179 

241 

241 


Calc, for 0*1 ml. {MjlO) xO-91 phosphohexonate (P analysis); 204 /ul. Og if Imol, phospho- 
hexonate consumes 1 mol. Og. 
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The trichloroacetic acid filtrate was worked up by Warburg & Christian's mc'thod. The filtrate 
contained 28*7 mg. combined 1*; amount of ester P added as phosphohoxonale - 0-91 x 31*0 = 

28*2 mg. Evidently little breakdown of organic P occurred. As in Warburg & Christian’s exp., 
neutral and basic lead acetate yielded distinct precipitates of Pb salts; neutral {alter removal of 
inorg. P) : wt. 315 mg. Fractionated by Hg salt ; Hg precipitable converted into Pb salt ; wt. 85 mg. 

“A”. Hg supernatant fluid reprecijiitated with neutral Pb acetate; vt. 70 mg. “P”. Basic Pb 
acetate precipitate from supernatant liquid of neutral Pb acetate precipitation, con \ cried into Ba 
salt.; wt. 60 mg. “C”. Salts “ A” and “B” were redissolvcd and reprccipitated for analysis. 

Analyses. (Weiler, except colorimetric P estimations on Pb but not on Ba 
salts. All figures are expi’essed on subs, dried at 40° in vacuo unless otherwise 
stated.) 

Subs. “A ”. Found: Pb, 63*40; P, 6-26%. Warburg & Christian's Pb salt 1, 
prepared similarly from the Hg precipitate, had Pb, 61-5 : P, 6*2 %. I'he two were 
not identical how'ever since Pb salt “ A ” gave the orcin test and contained more C 
(ratio C:P:Pb = 4*7:l*01:l*53). CJonsistent analyses were not obtained and the 
fraction was probably a mixture. 

Subs. “/i”. Found: C, 8*92; H, 1-43; P, 5*60; Pb, 57*0%. Calc, for 
C4Ho08PPb,.5 4*H20: C, 8-86; H, 1*47; P, 5-71: Pb, 57*3%. Subs. “B*' dried 
in vacuo at 100°. Found: 9*47; H, l o6%. (.’ale. for C 4 HgOgPPbj. 5 : 

C, 9*16; H,M5%. 

Subs. “ B” thus corresponds closely with the monohydrated neutral Pb salt 
of a monophospho-erythronic or -tlireonic acid: PbjOOC.(CH.OH).(CH.()H). 
CHgO.POgPb-f HgO. In the corix^sponding fraction from their oxidation, War- 
burg & Christian [1937] obtained a Pb salt, CgHgOgPPbj.j containing (CH.^0) in 
excess of our Pb salt. Taken in conjunction with the results described here, this 
can he taken as strong presumptive evidence that this salt of Warburg & 
Christian was the next higher member, namely the Pb salt of the phospho- 
pcmtonic acid. These facts, and the isolation of the pentose-containing fraction 
“(y’ described below, together provide strong experimental support for the 
existence of a system of progressive oxidative breakdowns of the sugar-mono- 
phosphoric acids, such as w'^as previously tentatively suggested [Dickens, 

1936J. 

It is particularly inter(*sting that in our series, whtTe the oxidation proceeded 
further, the Og uptake being 1 mol. per mol. substratf', instead of 0*5 mol. as in 
Warburg & Christian’s exp., the degradation of the C-chain has proceeded one 
stage further. As a variety of stages of oxidation are simultaneously present, it is 
not possible to correlate the Og uptake more than roughly with the extent of 
breakdown. But it is noteworthy that the formation of fraction B ” in our exp. 
required the consumption of only half the amount of Og (2 mol.) t*alc. from the 
following equations: 

COOH COOH CO, 

* • + 

CH.OH CO CHO COOH COOH CO, COOH 

CH.OH+jO,^CH.OH -rH.OH + JO,^CH.OHTjO,-CO =CHO +iO,=CH.OH 

CH.OH CH.OH CH.OH CH.OH CHOH CH.OH CH.OH 

CH.OH CH.OH CH.OH CH.OH CH.OH CH.OH CH,.O.PO,H, 

CH,.O.PO,H, CH,.O.PO,H, CH,.O.PO,H, CH,.O.PO,H, OH,.O.PO,H, CH,.O.PO,H, 

' , 

PhoRpho. (?) £a salt 1 (Dickens) (?) Pb salt 1 (•) T’b salt 

bexooate (Warbiirg & Christian) “B” 

(Dickens) 
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Similarly for the formation of Warburg & Christian’s Pb salt 1, the consumption 
of 1 mol. 0.2 would be required, whereas only half this amount was observed as 
the total O2 uptake in their exp. (The COg outputs in the two series of exp. were 
also about half those calc, from the above equations.) Since the calc. O2 uptakes 
(and CO2 outputs) were in excess of the observed amounts, it is evident that the 
excess oxidation of this stage must be accompanied by the formation of less 
highly oxidized products. That this was in fact the case in our exp. is shown by 
the analysis of Ba salt “C*’. 

Subs, “C ’. Found: C, 23-72: H, 3-02; P, 5-21; Ba, 24-80. Calc, for 
CuHgiOigPBa: C, 23-50; H, 3-74; P, 5-52; Ba, 24-50%. This formula corresponds 
empirically with the Ba salt of a compound containing 1 mol. hexose, 1 mol. 
pentose and 1 mol. H3PO4, with the addition of 1 atom 0 and the loss of 1 mol. 
HgO. Since it gives an intense pentose reaction (see below) it is apparently a 
combination of 1 mol. pentose with 1 mol. phosphohexonic acid, or alternatively 
of 1 mol. pentose phosphoric acid with 1 mol. hexonic acid. The fate of the lost 
phosphoric acid mol. is unknown: since the inorganic P did not appreciably in- 
crease during the exp., either H3PO4 was lost during the isolation, or else was 
used during the incubation to phosphorylate another molecule. 

Pentose reaction. The orcin-FeClg test was used [Tollens-Elsner, 1935, p. 111]. 
The phosphohexonate used gave a negative reaction, or at most the faintest trace 
of green which developed only very slowly (2-keto-d-gluconate behaved similarly) . 
Pb salt “A” and Ba salt '‘C” gave intensely positiv<i reactions (c. 1 mg. used 
for test) ; pigment sol. in amyl alcohol with absorption bands at 595-600 and 
650-60 m/i. As was to be expected from its analysis, Pb salt “ B ” gave no colour 
with the pentose test. Unfortunately the quantities were insufficient for 
quantitative pentose estimation; the colours in the micro-method of McCance 
[1926] were found to fade rapidly with pentose phosphoric acid (ribosephosphate) 
and to differ too much from one pentose to another. 


IL OXIDATION OF PENTOSE PHOSPHORIC ACIDS 

Since in the preceding part it has been shown that pentose phosphoric acids 
or compounds closely resembling these are formed in the oxidation of phospho- 
hexonate by yeast enzymes, and that compounds representing still further 
oxidation stages are also present, particularly the substance analysing as a 
phosphoerythronic acid, the next step was evidently to study the oxidation of 
those pentose phosphoric acids that are available. 

I am greatly indebted to Dr P. A. Levene, who has added so much to knowledge 
of pentose phosphoric acids, for generous gifts of synthetic esters, without which 
these experiments would have been very incomplete. 

Pentose phosphoric acids 

d-Ribose-5-phosphoric acid, (a) Natural. Ba inosinate (Laokoon, Lw6w) was 
hydrolysed and the Ba salt isolated by the method of Levene & Jacobs [1911]. 
Yield 2-9 g. from 5 g. Ba salt. Recryst. from 10 ml. hot water (animal charcoal) 
with addition of 10 ml. alcohol to the mother liquor: yield 1*7 g. The white 
crystalline subs, was dried in vacuo over H2SO4 for 24 hr. Analysis (Weiler), 
dried at lOO"" in vacuo loss of wt. 8*64 %. Pound (dry subs.) : Ba, 37-7 ; P, 8-88 %. 
Calc, for CfiHgOgPBa: Ba, 37*6; P, 8*49%: +2H2O req. 8-97%. 
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(6) Synthetic, Dr Levene’s prep, of the synthetic Ba salt [Levene & Stiller, 
1934]. 

d-Arabinose-H-phosphoric acid Ba salt (synthetic). Found (Dr Levene): Ba, 
37*3; P, 8-77 %. Xylose-S-phosphoric acid {Ba salt). Synthetic, from Dr Levene 
[Levene & Raymond, 1934]. 2‘Keto-d-gluconic acid {Ba salt). Prepared according 
to Ohle & Roller [1924]. 

Preparation of c. MjlO solidions ofNa salts. These were prepared freshly, as on 
keeping in the ice box the solutions turned yellow. 77 mg. Ba salt groxmd with 
65 mg. Na 2 S 04 lOHgO were made up to 2 ml. with addition of 0-02 ml. N HCl. 
Found (ribose phosphoric acid): organic P, 0*756, 0*765 J//10. 

The same enzyme preparations, carriers and coenzymes were used as in the 
preceding section, unless otherwise stated, and the experimental procedure was 
the same. 

Oxidation experiments 

1. Oxidation by Lebedew extract. For these experiments yeast macerate, either 
undiluted or with Jf /lOO phosphate buffer, pH 7*4, pH of mixture c. 6*4, was placed 
in the main part of Warburg manometers, containing in the side bulb 0*3 Jf/lO 
substrate (Na salts of acids), and in the inner cup 0*2 ml. KOH. Og. 37*5°. In 
those exp. with extra carrier and coenzyme, 0*2 ml. Jf /lOO phenazine metho- 
chloride and 0*1 mg. c^oenzyme II of purity 0*2 were added to the main contents. 


Table VI. Oxidation in Lebedew fluid 

Dilution with M/lOO jihosphate buffer of pH 7*4; pH of mixt. c. 6*5. 0-3 ml. M/IO substrates. 
KOH in inner cup. O 2 . »37*5". 

No carrier or coenzymo a.lde<l : ^ hr. with substrate 


Source 

Vol. per 
vessel 
ml. 

None 

(water) 

Glucose 

2-Keto- Ribo8e-5- 

Gluconic gluconic Phospho- phosph. 
acid acid hexonic acid 

Lowenbr&u : 

( Fresh) 

1 

40 

196 

116 

44 

212 126 

(Overnight at 0 ) 

1 

40 

137*5 

— 


— 163 

»i 

0*2 

11*5 

68 

— 

— 

— 51*5 


With carrier and coenzymo added ; 

0*2 ml. Nev( castle Brewery Lebedew fluid diluted to' 2*2 ml. total vol. with Jlf/lOO phosphate; 
this vol. contains 0*2 ml. ifcf/lOO phenazine methoehluride, 0*1 mg, coenz. II of purity 0*2; 0*3 ml. 
J//10 substrate. O 2 . 37*5°. KOH in inner cup, 

pi, Oj in 1st hr. with 



Phosph f)- 

Hexoac mono- 

Xylose-o- 

d-Arabinose-5- 

d-Ribosc-.")- 

2-Keto- 


hexonic 

phosphoric* 

phosphoric 

phosphoric 

phosphoric 

gluconic 

Water 

acid 

acid 

acid 

acid 

acid 

acid 

42*5 

186 

. — 



46*5 

146 


29 

— 

205 

• 27 

34 

108 

32 


(synthetic) 

92 

(natural) 


Table VI shows that ribosephosphate is oxidized with both specimens of 
Lebedew fluid, whether diluted or undiluted, with or without the addition of the 
extra carrier and coenzyme. Lebedew fluid kept overnight in the ice box still 
oxidizes vigorously. Natural and synthetic ribosephosphates are both oxidized, 
but xylosophosphate and arabinosephosphate are little or not at all affected 
when phenazine methochloride is the main carrier present. The figures for keto- 
gluconic acid are included because of the suggestion that phosphoketogluconic 
Biochem. 1938 xxxn 104 
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acid may be an intermediate in hexose oxidation. The unphosphorylated com- 
pound was not appreciably oxidized. Figures for phosphohexonate and hexose- 
monopbosphate are included for comparison. 

Fig. G shows the course of the reaction and the comparison between natural 
and synthetic ribose esters. 



Fig. 6. Oxidation by Lebedew fluid (Newcastle Breweries). 0'3 ml. MHO substrate +0*2 ml. 
Lebedew fluid + phenazine methochloride +0*1 mg. coenzyme to 2*2 ml. with MflOO phos- 
phate. Og. A: hexosemonophosphate. B: ribosephosphate (synthetic). €: ribose- 

phosphate (natural). D: 2-ketogluconic and d-arabinose phosphate. E: d-gluconic acid. 

2. Boiled enzyme. Table VII shows that the activity of Lebedew fluid towards 
ribosemonophosphate is destroyed by boiling. 

Table VII. Boiled and unboiled Lebedew fluid 

0*3 ml. Ldwenbrftu Lebedew fluid diluted to 1*6 ml. with Jf/30 phosphate of pH 7*4; pH of 
mixt. c. 6*5. 1*5 ml. per vessel either untreated or placed in a boiling water bath for 10 min. 
0*3 ml. MjlO ribose phosphate or 0*3 ml. water. Og. 37*5®. 

fd. Og uptake in Ist hr. 

t \ 

Ilibosephoephate Water 

Enzyme ... Unboiled Boiled Unboiled Boiled 

68*5 16 23 16*5 

3. Acetate precipitate from Lebedew fluid. The enzyme used in the previous 
section (prep. A) is not suitable for the study of the oxidation of pentose phos- 
phoric acids, since its activity is low and variable with this system at any rate when 
phenazine methochloride is used as carrier (Table VIII). That the preparation 
used was fully active towards hexosemonophosphate or phosphohexonate is 
shown by the control exp. with these substrates. Evidently different systems are 
concerned in the oxidation of pentose and hexose phosphoric acids. This explains 
the fact that the pentose esters were only in part further oxidized in our previous 
experiments with phosphohexonate. 



OXIDATION OF HEXOSE- AND PENTOSE-PHOSPHATES 1639 


Table VIII. Acetate precipitate A 

20 mg. enzyme dissolved in 1 ml. 3//30 phosphate buffer of pH 7*4; pH fi-4; 0*2 ml. il//100 
phenazine methochloride ; 0-1 mg. coenzyme I of purity 0*2. 0-2 or 0*4 ml. if/ 10 substrate. Og. 


37*5". 0*2 KOH in 

inner 

cup. 


1 

M 

o 





f 

Ri bo8e-5-phoRph. 

Synthetic Natural 

Arabino8e-5- 

Hcxose- 

* 




phosph. (synthetic) 

monu- 

PhoH))ho- 




A 

f \ 

phosph. 

hexonate 


Min. 

Water 

0*2 ml. 0*2 ml. 

0*2 ml. 0*4 ml. 

0*2 ml. 

0*2 ml. 

2 months’ old 

60 

4*5 

7*5 13*5 

— — 

147*5 

— 

enzyme 

Freshly prepared 

60 

0-5 

— 36*5 

5 4*5 

_ 

135 

enzyme 

120 

10 

— 64 

12*5 18 

— 

214 

180 

1-5 

— 77 

16 23 

— 

2.56 


4. Dialysed Lebedew fluid. Lebcdew fluid was dialysed for various times in a 
“ Visking” cellophane tube against running tap water in a shaking machine. The 
results are shown in Table IX. 


Table IX. Dialysed Lebedew fluid 

1 ml. dialysed Lebt^lew fluid; 0*1 mg. ooenzyme II of purity 0*2, or 0*2 mg. purified cozymasc; 
0*3 J//10 ribose-o-phosphonc acid or 0*3 ml. water. Og. 37*5 . 0‘2 ml. KOH in inner eu]>. 

/lil. Og uptake 


Dialysis 

hr. 

4 

16 

16 


Exp. 

min. 

60 

60 

100 

60 

120 


Water 


Riliose ])ho8phoric acid 


Water 

20-5 

0-5 

1 


Ooenz. 1 Coenz. 11 Water 

— 23 110 

— 2 6 


0 

0 


10 

1 

5 


Coenz. I Coenz. II Coenz. I +11 

— 146 — 

— 38 — 

— 620 — 

4*5 53 50 

10 109 116 


4 hr. dialysis do not sufficiently remove the coenzymes, although an increase 
is now detectable on addition of coenzyme JI (purity 0-2 throughout this work). 
On the other hand after 16 hr. the oxidation of ribosephosphate is very small 
unless coenzyme II is added, when it is about the same as in the original Lebedew 
fluid (Table I) after subtraction of the corresponding blanks without substrate. 
The blank is now very small in the dialysed Lelx*dew fluid. Cozymase (tested for 
activity with the lactic dehydrogenase) caused only a trifling increase, which may 
well be due to a trace of coenzyme II still contained in the purified cozymase. 
Addition of cozymase and coenzyme II together did not give any appreciable 
increase over coenzyme II alone. (Note however that the coenzyme II employed 
in these experiments certainly contained some cozymase.) 

5. Dried emyme from dialysed Lebedew fluid. Preparation. 150g. Lowenbrau, 
Munich, dried yeast was macerated with 450 ml. distilled water for hr. at 35®. 
The centrifuged Lebedew fluid (190ml.) was dialysed as describ(*d above for 1 6 hr. 
against running tap water with shaking. After centrifuging from a considerable 
deposit, the supernatant, almost clear liquid was evaporated over H2SO4 in flat 
dishes in large vacuum desiccators evacuated with a Hyvac pump until the 
contents froze. The residue became almost dry in a few hr. The dry, light coloured, 
feathery powder weighed 6-2 g. For use, 80 mg. were taken in 1 ml. (equiv. 2 ml. 
original Lebedew fluid) distilled water per vessel. No carrier was added in these 
experiments, only substrate and 0*2 mg. coenzyme II being added. The solution 

104—2 
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was centrifuged from a little denatured protein before use. The preparation 
retains it activity for long periods if kept cold and dry. 

Activity of the dried preparation. Fig. 7 shows the activity with ribose- 
phosphate, and that in the absence of coenzyme no significant O 2 uptake occurs. 
Since the consumed in Fig. 7 (0-1 ml, 0*076 if= 167 /lJ. ribose) exceeds 



Fig. 7. A: 0*3 ml. 0*076 M ribosephoaphate. jS: 0*1 ml. ribosephosphate. C: 0*3 ml. 0*076 if 
ribosephosphate, no coenzyme. J): no substrate, with coonzyme. E: no substrate, no 
coenzyme. 



Fig. 8. Oxidation of various substrates (0*3 ml. M/IO) by dried dialysed Lebedcw fluid. A : phospbo- 
hexonic. B: bexosemonophospbatc. C: ribosephospb. (Synthetic), D; d-arabinose phospb. 
E: xylosephospb. E: blank without substrate, with coenz. 0: blank: no coenz., no suWrate. 

1 mol. Oa per mol. ribosephosphate, it is evident that the oxidation of this 
compound proceeds beyond the phosphoribonic acid, and even beyond the 
ketoribonic acid, if this is indeed formed. 
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Fig. 8 shows the action on various substrates. With this preparation, unlike 
the system consisting of Lebedcw fluid with j)henazine methochloride as carrier 
(Table VI), xylosephosphate and arabinosephosphate are also oxidized, but at 
less than half the rate of the ribose ester, which in this experiment was also the 
synthetic compound. It is interesting to note that this is oxidized almost as 
rapidly as the two hexose phosphoric esters. The action on the arabinose and 
xylose compounds which did not occur with i)lienazine methochloride but 
occurs with the natural carrier may be compared with the different behaviours 
of Neuberg and Robison esters with phenazine methochloride and flavin enzyme 
already described [Dickens & McTlwain, 1938 J. 

6. CO 2 formation. Fig. 9 shows that CO 2 formation and Og consuin})tion are 
nearly equimoleeular. 



Min. from putting m bath 

Fig. 9. (X), formation and Og uptake with driecl dialysed I^'bedcw fluid +U-:2 ing. eoenzyme. 

A: 0*3 Ji/10 ribo.sephosph. B: 0-1 J//1U ribo8epho.sph. C: no added substrate. 

For this exp. k.q. vessels [Dickens & Simer, 1930] were used with enzyme, 
coenz^mie and substrate in the inner part, Ba(OH )2 as CO.^ absorbent, and HCN 
in the side bulb. The readings wore extrapolated for the 1st 10 min. of temperature 
equalization. During this exp. inorganic P increased by about 0-4-0-5 of the 
equivalent of the Og uptake. 

7. Oxidation by laked blood cells. Each vessel contained the cells from 2 ml. 
horse blood, washed three times with 0*9 % NaCI, and diluted to 2 ml. with water. 
0*3 ml. Jf/10 substrate was added to each, and O'l mg. meth^dene blue dissolved 
in 0*2 ml. water was tipped in from the side bulb when equilibrium was reached. 
0*2 ml. KOH in inner cup. Fig. 10 shows the Og uptakes oorrecti’d for the Og 
evolution in the blank [cf. Warburg & Christian, 1931]. Of the three pentose 
phosphoric acids, the ribose compound is the only one to be attacked. Curves for 
hexosemonophosphate and phosphohexonate are included for comparison. 

8. Oxidation in tissue slices. In intact cells diffusion problems probably 
prevent the entry of phosphorylated products. On the other hand, pentoses are 
not apparently readily phosphorylated writhin the cell, though our evidence shows 
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that they may arise from phosphorylated hexoses which the cell is able easily to 
manufacture. Consequently, in intact cells oxidation of added pentoses is hardly 
to be expected, and in fact did not occur (Fig. 11). 



Fig. 10. Oxidation by laked horse blood, .d : hexosemonophosph. jB: phosphohexonic. C: ribose- 
phosph. arabinosephosph. and xylosepbosph. 

Fig. 11, Oxidation in brain slices of rat. Jlf/90 substrates in phosphato-Kingcr solution. Oj. 
37-5^'. A : glucose. B\ d-ribose. C: 1-arabinose. D\ d<arabmose and without added sulratrate. 
E: i-erythritol. 

Although not entirely relevant here, it may be mentioned that kidney slices 
can readily oxidize 2-keto-d-gluconic acid, as the following exp. shows. 

Rat kidney slices. Phosphate-Ringer soln. Og. 37-5°. 0-2 ml. KOH in inner 
cup. 



1st 

2nd 

3rd hr. 

Control - 1.5*1 

Na 2-ketogluconate Jlf/50 -- 19*0 

-10*9 

-16*7 

- 9*6 
-15*6 

Discussion 




It is proposed to discuss these results in detail when a sufficient quantity of 
the oxidation products has been prepared for their identification. At present the 
results, particularly the fact that 5-C and 4-C compounds have been identified 
among the products, provide support for the scheme of progressive oxidation and 
decarboxylation previously advanced [Dickens, 1936]. 

The fact that d-ribose-5-phosphoric acid, and not the expected d-arabinose- 
5-phosphoric acid, should prove to be the physiologically oxidizable (and 
fermentable [Dickens, 1938]) substrate introduces a new factor into the problem. 
Evidently if d-ribose is to arise from d-glucose by removal of the terminal group, 
an cpimerization must occur. It is recognized that inversion may occur in an 
asymmetrically disposed C atom with an attached H atom and an adjacent 
=CO group. A type of Walden inversioh could theoretically occur either as a 
result of decarboxylation or by the introduction and subsequent removal of a 
second phosphoric acid group. These possibilities will be discussed when more 
direct evidence of this inversion has b^n sought. 
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Summary 

I. Oxidation of phosphohexonate 

An enzyme has been prepared from Lebedew maceration fluid by precipitation 
at pH 4-6, washing with acid and drying. It has been used to study the oxidation 
of phosphohexonic acid. There is an optimum activity between pH 6*3~7-5. The 
action is inhibited by phosphate like the hexosemonophosphate system, but less 
powerfully. With pure coenzyme II oxidation of phosphohexonic acid proceeds 
until JO 2 pt'r mol. is consumed. At this stage the product, prepared as a Ba salt, 
appears to consist of a mixture of phosphoketohexonate and phosphopentonic 
acid, as judged by its analysis and mode of preparation. 

When less pure coenzyme is used the reaction proceeds further, the end- 
products and end-point being altered. The O 2 uptake and COg output are now 
each about 1 mol. per mol. substrate, an amount difierent from that seen in 
experiments of Warburg & Christian [1937] with a different preparation of 
enzyme. Among the end-products an analytically pure compound corresponding 
to a phosphorylat«^.d 4-C monocArboxylic dihydroxy-acid — possibly phospho- 
erythronic acid — ^was isolated. Two other fractions gave a definite reaction for 
pentose by Bial's tfist. 

II. Oxidation of pentose phosphoric acids 

Lebedew maceration fluid from dried brewers’ yeast oxidizes rf-ribose-5- 
phosphoric acid vigorously, and to a less extent d-arabinose- and xylose-S- 
phosphoric acids. When phenazine methochloride is the carrier the latter two 
substrates are not appreciably oxidized. The activity is destroyed by boiling. 
The acetate precipitate from Lebedew fluid is feeble towards pentosephosphates, 
at least with phenazine methochloride as carrier. An active dialysed preparation 
was made from Lebedew fluid ; it can be kept as dry powder and is inactive 
without the addition of coenzyme II. With coenzyme II oxidation is vigorous 
with ribosephosphate, only about half as fast with the other pentosephosphates. 
CO 2 evolution and Og absorption are about equal to 1 mol. of each per mol. 
pentosephosphate. Laked horse blood oxidizes ribosephosphate slightly in 
presence of methylene blue; the other two pentose esters are not attacked. 

Intact cells being impermeable to phosphoric sugar esters do not oxidize 
them, nor are free pentoses oxidized by brain slices. Kidney slices readily oxidize 
2-keto-d-gluconic acid. 

I wish to express my indebtedness to Dr P. A. Levene for the synthetic 
pentose phosphoric acids, to Prof. 0. Warburg for a gift of pure coenzyme II, 
and to Prof. R. Robison for an analysed specimen of phosphohexonic acid 
prepared from Robison ester. Supplies of yeast were kindly given by Newcastle 
Breweries and Messrs Tennent. 
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CCXII. YEAST FERMENTATION OF 
PENTOSE PHOSPHORIC ACIDS 

By PBANK dickens 
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{Received 23 July 1938) 

Tx all r€»f(Tences to pento.s<^s in textbooks on sugars, the fact that they are not 
fermented by yeast [Salkowski, 1900] is j)rominent. In the following it is shown 
that while the pentoses are not fermented apjireciably either by yeast cc^lls or by 
Lebedew extract, phosphorylated pentoses are fermented, and that in the ease 
of the d-ribose-5-phosphoric ester, the fermentation by yeast extract is about 
as rapid as that of glucose or hexosemonophosphate. The fermentation of 
(i-ribose-5-phoBphoric acid requires the presence of cozymase, yeast enzyme and 
inorganic phosphate, and probably of metal salts (Mg and Mn) also. (Adenylic 
acid was present in the cozymase uschI.) The products of fermentation are per 
mol. ribosephosphate, 1 mol. COg, 1 mol. alcohol and 1 mol. inorganic phosphate. 
In addition an unknown, HlO^-reducing substance appears, which may perhaps 
be glycol. 

The natural pentose phosphoric acid of animal and yeast cells — rf-ribo8e-5- 
phosphoric acid — ^is fermented far more rapidly than either c?-arabinose-5- 
phosphoric acid or the corresponding xylose compound. This makes it possible 
that rf-ribose-S-phosphoric acid may play an important part as an intermediate 
both in aerobic fermentation and in sugar oxidation [Dickens, 1938]. These facts 
may eventually prove of significance in connexion with the mechanism of the 
Pastcuir reaction and in carbohydrate metabolism generally. The part played by 
pentose phosphoric acids in metabolism is being further studied. 

Methods 

Alcohol eMimation. The method of Friedemann & Kiass [1936] was used and 
proved satisfactory provided that all the precautions described wrere rigidly ob- 
served. Erratic results are obtained unless all glassware is cleaned with chromic- 
sulphuric acid immediately before use. The distillation apparatus was modified to 
suit existing equipment, and with the glass condenser used the recovery was as 
follows: pX, ale. taken (1 mJ/. = 22400 /xL); 224, 224, 45, 45; recovered; 90, 91, 
93*5, 88% mean recovery 90*6%. I^distillation from Ca( 0 H) 2 -HgS 04 was 
always used after the distillation from HgS 04 , to ensure removal of interfering 
substances. Pentose phosphoric esters did not give any volatile titratable 
material. It is essential to have a large excess of KMn 04 during oxidation. 

Reducing substances. The Cu reduction method of Somogyi [1937] was adapted 
for the separate estimation of pentose and pentose phosphoric acid. The reducing 
values of d-ribose, d-ribose-5-pho8phoric acid and glucose found for our prepara- 
tions were respectively 58%, 57% and 100% for equimolecular quantities 
(ribose-phosph. calc, on P content of soln. of Na salt). Neutral Pb acetate wras 
found to remove ribosephosphate practically quantitatively from its solution 
and the loss of free ribose under the same conditions was negligible. 

( 1645 ) 
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Method, The proteins are removed with tungstic acid as usual. The perfectly clear centrifugate 
is pipetted into a dry centrifuge tube, an aliquot being used for total I’educing substance. The 
ribosephosphate is precipitated by neutral Pb acetate, allowing to stand for J hr. Centrifuging 
removes the lead salt and the clear or faintly opalescent supernatant fluid is pipetted into a dry 
centrifuge tube, excess if/2 Na 8 HP 04 added, Pb phosphate removed by centrifuging and a 
measured amount of the perfectly clear supernatant fluid used for the estimation of reducing 
substance not precipitable by neutral Pb acetate. 0*03 ml. if/lO solution of ribosephosphate 
per ml. tungstate filtrate was the concentration usually employed for the Pb precipitation. 

HIO^ titration. This was used for detection and estimation of substances containing two or more 
adjacent free OH groups (micro-method modified from Fleury & Fatomo [1935]). It was found that 
1 ml. if/50 soln. of each of the following required the approximate amounts of A^/oO I, stated: 
glycerol, 4-0; glucose, 8 * 8 ; ribose, 6-4; hexoseinonophosphate, 7-1; ribosomonophosphate, 5*3; 
glycol, 2-0 ml. The method is applicable to the Na 2 HP 04 supeniatant fluid mentioned above, 
provided that it is acidified to litmus before adding the HIO 4 . Quantities below 1 ml. i//100 can be 
estimated with accuracy, but the method is only applicable if sugars and interfering substances 
arc known to be absent. 

Materials 

Pentose-5-phosphoric acids. The natural rf-ribo8e-5-phosphoric acid and 
syntht'tic d-arabinose- and xylose-5-pho8phoric acidn (Levene) used have already 
been described [Dickens, 1938], together with the prep, of the MjlO soln. of the 
Na salts. d-Eibose was made from guanosine (B.D.H.) according to Levene & 
Clark [1921]. It crystallized readily in the desiccator. 

Cozymase was a purified prep, made in this laboratory by Dr Weil-Malherbe. 

Muscle adsnylic acid was obtained from Fraenkel and Landau. It appeared 
to contain cozymase, and as the cozjnmase contained adenylic acid, adenylic acid 
was not added in more than a few exp. 

Mg-Mn soln, 0*025 M MgS 04 containing 0*005 M MnS 04 . 

Ca hexosediphosphate B.D.H. prep. Mghexosediphosphate kindly presented by 
Prof. Schoeller, Schering-Kahlbaum. Jf/50 soln. was used, the Ca salt being 
dissolved by partial decomp, by Na 2 S 04 . 

Olycollaldehyde was prepared from dihydroxymaleic acid by distillation after 
heating with pyridine [Fischer & Taube, 1927]: it crystallized readily after 
distillation. 

Enzyme preparations, Lebedew fluid was prepared from Lowenbrau, Munich, 
bottom yeast. The dialysed, dried preparation already described [Dickens, 1938] 
was also made from this yeast. 

Ferme-ntation of pentose and pentosephosphoric acids by 
Lebedew fluid and by yeast cells 

Yeast cells, D.C.L. Company’s yeast was washed three times at the centrifuge 
with dist. water and a 2% suspension in M/25 KH 2 PO 4 prepared. 1 ml. per 
vessel was transferred to Warburg manometers and the substrates were added to 
make the cone. Jf/15. Fermentation was measured in Ng at 37*5° (Fig. 1). 
Ribose was not at all fermented, ribosephosph. was slightly attacked, but the 
action was very small compared with the very vigorous fermentation of glucose 
and may have been due to a trace of impurity, but in such cases there is usually a 
sharp fall of reaction rate, which was not so here. 

Lebedew fluid. Fig. 2 shows that contrary to what happens with the intact 
cells, fermentation with ribose phosph. is very vigorous in Lebedew extract, and 
ribose is also attacked, though relatively very much more slowly. 

Products and end-poird of fermenbUion of ribosephosphate by Lebedew fluid. 
Fig. 3 shows the course of the reaction. The end-point of fermentation of 9 ml. 
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Lebedew fluid with 2-4 ml. 0*76Jlf/10 ribosephoaph. was 7840pl. COj; blank 
(9 ml. + 2*4 ml. water) 735 p.1. DiflF. 7105 /xl. COg. Riboac P taken =8170p,l. 
(22400^. = ! ml. M soln.). Ratio: mol. COg/mol. ribose P=0'86. 



Fig. 1. Yeast cells. Fermentation of glucose, ribose and ribosephosphate. Cone. 3/^5. 

Fig. 2. Fermentation with Lebedew macerate (1 ml.). Cone, of substrates in mixture are shown. 




Fig. 3. Fermentation of ribosephospbate by Lebedew fluid: end-point, alcohol and P estimations. 

Fig. 4. Fennentation of variouB substrates by Lebedew fluid (1 ml.) : ml. Jlf/10 substrates added 
as shown. 
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Increase of inorganic P in trichloroacetic acid filtrate = 6950 fjl, == 98 % of CO 2 
evolved and = 85 % of ester P present in the ribosephosph. Alcohol increase, 
6300/x.l. = 90% of CO2 formed (lm.Mol. H3PO4 or C2H50H=22,400 /xl.) 

This exp. shows that ribosephosph. is decomposed to the extent of 86 % by 
Lebedew finid; that COg equivalent to 85 % of 1 mol. COg per mol. total ribose- 
phosph. is liberated ; that the alcohol formed, assumed to be ethyl alcohol, is 77 % 
of the total ribose ester taken, and that inorganic phosphate is split oflf equivalent 
to the COg formed. 

Fermentation of other pentose phosphoric acids by Lebedew fluid 

Fig. 4 shows the result of incubating various substrates with Lebedew fluid. 
Arabinosephosph. and xylosephosph. are only slightly fermented. With ribose- 
phosph. we have seen that only 1 mol. CO 2 is liberated per mol. substrate, hence 
to compare the rate of reaction with those of hexosemonophosphate and glucose, 
which give 2 mol. COg per mol., half quantities of these substrates were used 
(Fig. 4). When this is done, the rate of fermentation of ribosephosph. is close to 
that of glucose, and about equal to that of hexosemonophosphate (Robison 
ester). 

In view of the fact that the pentoses themselves are practically non-ferment- 
able, this observation opens a new field for investigation. 

The alcohol estimations in the exp. of Fig. 4 were as follows : 

Table I. Alcohol estimations and COg liberation 
0-15 ml. 





0091 if 

0-3 ml. 

0-3 ml. 

0-3 ml. 

01 5 ml. 



0-3 ml. 
0*05 if 

hex. 

mono- 

0076 if 
ribose 

0 08 if 
arab. 

0*08 if 
xyl. 

0 076 if 
rib. 

Substrate 

Water glucose 

phosph. 

phosph. 

phosph. 

phosph. 

phosph. 

fi\. substrate 

0 

336 

303 

511 

538 

538 

256 

/Ltl. COj evolved 

Increase CO* over blank 

64 

656 

514 

625 

75 

115 

298 

0 

692 

450 

561 

11 

51 

234 

Calc. COj for mols. 

— 

2 

2 

1 

1 

1 

1 

tf / 4 I. 

/ Found \ 

— 

672 

606 

511 

538 

538 

236 

1 Oalc. )c0.o/o 

— 

88 

74 

110 

2 

9*5 

91 

/il. alcohol (increase over 
blank) 

— 

732 

— 

582 

— 

— 

— 


With Lebedew fluid, the alcohol increase, being small in proportion to the 
relatively high alcohol content of the macerate, can only be measured approxi- 
mately. The COg retention of Lebedew fluid, despite its acid reaction, is also 
appreciable. These objections apply less to the enzyme experiments. 

Fermentation of ribosephosphate by dried enzyme 

Each Warburg vessel contained 80 mg. dried dialysed Lebedew extract 
dissolved in 1 ml. water and centrifuged. 0-1 ml. Mg-Mn soln., Jf /2 KH 2 PO 4 , 
-3f/50 hexose-diphosph., adenylic acid (1 mg./ml.), and cozymase (2 mg./ml.), and 
0*2 ml. acetaldehyde (25 mg./ml.) and glycollaldehyde (25 mg./ml.) were added 
as required. In all exp. unless otherwise stated 0-3 ml. Jlf/10 ribosephosphate and 
0-3 or 015 ml. JIf/10 hexosemonophosphate were the substrates used. Ng . 37 * 5 ®. 

The results are shown in Figs. 5 - 7 . • 

Induction period. Fig. 5 shows that fermentation with the dried enzyme sets 
in only after the addition of an activator (in one exp. a spontaneous onset of 
fermentation after 30 min. was observed; this may have been due to accidental 



fi\, CO* evolved 
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contamination with some activating substance). In the exp. of Fig. 5 the 
actions of acetaldehyde with ribosephosphato and hexosemonophosphate are 
compared. 


Rib. phos. No aUl. 


Fig. 5. Dried enzyme: aetivntion of fennentation of riboscphosph. by acetaldehyde. 

“‘■♦i'-atora (acetald. .V;20, glycoUaWehyde Jf/30, hexoae- 



No + coent. 


/ ■ 


No KII 2 PO 4 


Fig. 7. Dried enzyme: need for coenzyme I. 0^3 ml. riboaephosph., 015 ml. hexosemonophosph. 
Fig. 8. Dried enzyme: need for inorg. P; effect of addition of Mg and Mn. 
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Fig. 6 gives a comparison of the activation by acetaldehyde with that of 
hexosediphosphate and glycollaldehyde. Glycollaldehyde was tested because it 
has often been suggested as a breakdown product of pentoses and was described 
by Neuberg & Sandberg [1921] as an exceptionally vigorous activator in hexose 
fermentation. It was less efficient than the other two substances, of which 
hexosediphosphate was the better. (0-1 ml. Jf /SOhex. diphosph.=45fxl. per vessel.) 
The action resembles that well known in hexose fermentation. This amount of 
hexosediphosphate was added in all the following experiments. 

Coenzyme, Fig. 7 shows that cozymase is necessary for fermentation to 
proceed, and also shows the end-point of the fermentation clearly. Many similar 
results were obtained. The cozymase used was ths,t tested previously [Dickens, 
1938] and shown to be free from coenzyme II; it probably contained adenylic 
acid. 

Phosphate and mineral salts. Fig. 8 shows that inorganic phosphates are a 
necessary component for fermentation to occur. (Dialysed enzyme free from 
inorg. P; other reagents also, except ribosephosph. which contained 0-06 mg. 
(40/Ltl.) inorg. P in the 0-3 ml. used.) Addition of 112 /liI. inorg. P produced full 
activation, smaller quantities were not tested. By analogy with hexose fermenta- 
tion this suggests the primary formation of a pentosediphosphate ; evidence for 
which is being sought. 

It is also clear from Fig. 8 that the reaction is influenced by the presence of 
Mg++ and Mn-*‘+. (0-1 ml. Mn-Mg soln. added contained 55/Ltl. Mg and llfil, Mn.) 
Special precautions would be necessary to obtain an enzyme prep, free from 
traces of these metals. 

The fermentation of pentose phosphoric acid was in all these respects like 
that of hexosemonophosphate, which has been so much studied. 

Alcohol estimations * 


Table II. Alcohol estimations with dried enzyme 





Time of 

Alcohol 

CO* evolved 

Substrate 

Coenzyme 

Activator 

oxp. (min.) 


lA, 

Ribosephosph, 

None 

None 

150 

11 

0 



240 

0 

0 

tt 

4 - 

None 

240 

69 

32 

f f 

+ 

Acetald. 

240 

475 

397 

»• 

None 

Hexosediphosph. 

240 

26 

11 

ft 

4 

ft 

240 

369 

439 

Water 

4 

ft 

240 

38-5 

66-5 

Hexosemonoi3ho8ph. 

None 

tt 

310 

5-5 

1-6 

>* 

4 

ft 

310 

624 

682 


The results show that the COg output is on the whole in reasonably good 
agreement with the alcohol formation, on the basis of the assumption that 1 ml. 
pentose ester gives 1 mol. COj and 1 mol. alcohol. A great many experiments 
and long practice with the micro-estimation would be necessary to prove the 
exact degree of agreement. 

In view of the fact that in the one exp. with acetaldehyde llOO/d. of this 
substance were added, the degree of its removal may be regarded as fairly 
satisfactory, and makes it very improbable that volatile aldehydes formed in the 
fermentation could interfere seriously with the alcohol estimation. 

The exp. of Table III shows that nearly all the ester P added is split off during 
the incubation, whether fermentation occurs or not (with or without cozymase). 
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Table III. Phosphate balance sheet 


Vessel no. ... 

1 

2 

3 

4 

5 

Contents of vessel : 






A. Enzyme + KH,P 04 + Mg +Mn 

B. Hexosediphosph. 0-1 ml. if/50 

+ 

+ 

+ 

T 

+ 

T 

+ 

-ir 

+ 

C. Cozymasc, 0-2 mg. 

- 

+ 


- 


Substrate : 






D. Ribosoraonophosph. 0*3 ml. 

+ 

•+ 

- 

- 

- 

E. Hexosemonophosph. 0*15 ml. 

- 



-4- 

, + 

310 min. incubation. N, 

. 37*5" 




Inorganic P mg. added in component : 






A 

1*37 

1*37 

1-.37 

1*37 

1*37 

B 

0-00 

0*00 

0*00 

000 

0-00 

C 

0-00 

0*00 

0*00 

0*00 

0*0t> 

D 

0*06 

0*06 

0*00 

O-UJ 

0*00 

E 

0*00 

0*00 

0*00 

0*03 

0*03 

Total at start 

1*43 

1*43 

1*37 

1*40 

1-40 

Found at end 

21« 

2*21 

1*53 

1*81 

1*87 

Increase inorg. P 

0*73 

0*78 

0*16 

0*41 

0*47 

Organic P (acid hydrolyaable, not precip. trichloroacetic acid) mg. 

added in component : 

A 

0*00 

0-00 

0*00 

0*00 

0*00 

B 

0*13 

0*13 

0*13 

0*13 

013 

C 

000 

0*01 

0*01 

0*00 

0*01 

1) 

0*71 

0*71 

0*00 

0*00 

0*00 

E 

0*00 

0*(K) 

0*00 

0*38 

0*38 

Total at start 

0-84 

0*85 

0*14 

0*51 

0*52 

Increase inorganic P x 100 
Total organic P added ® 

87 

92 

110 

80 

90 


Loss of redticing substance on fermentation 

Table IV shows the balance sheet of an experiment in which the increase of 
inorganic P is correlated with the appearance of a non-precipi tabled reducing 


Table IV. Incubation of ribosephosphate with and without coenzyme 


Vessel no 

Incubation time. min. 

Inorg. P, fi\. (31 mg. -22,400^.) 

Hibosephospb. ester-P added. fjA, 

Increase inorg. P. fjl, 

CO, evolved, fi\. 

Total Cu>reducing subs, per vessel, calc, as 
ribose (or ribosophosph.), /til. 

Change during exp., fil. 

Non-precipitable Cu-reducing subs., fil. 

Change during exp., /id. 

Orcin>FeCl, test on Pb acetate supernatant 
liquid 

Periodate titration on Pb acetate supernatant 
liquid : 1, equiv. of H 10, reduced ; ml. iV'/lOOI, 

Increase during exp. 

Calc. 1, equiv. of reducing substance lil)6rated 
(assumed to be ribose)* 


No coenzyme + Coenzyme 


1 

Preformed 

0 

15.30 

1020 

V 

2 

Final 

330 

2370 

1020 

f 

f 

3 

Preformed 

0 

1530 

1020 

V 

4 

Final 

330 

2400 

1020 

Increase on 

V 

Increase on 

no. 1 

840 

no. 3 

870 

— 

ll*,i 

— 

845 

1031 

1380 

1031 

V. 

342 

+ 337 
144 

922 

-689 

144 

160 


/ 




+ 778 

Trace 

+ + 4- 

y- 

+ 16 

Trace Negative 

8*8 

30*2 

8-4 

18*7 

V 

y 

j 

V. 

Y 

/ 


21-4 10-3 

22*6 Go 


♦ Taking 1 ml. if/100 ribose (=224/*!.)=:^ 6-5 ml. A^/100 1,. 


^ Using the term to mean not precipitated by neutral Pb acetate. 
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substance, presumably ribose, in the absence of coenzyme, and with the virtually 
complete disappearance of reducing substance in excess of that of the blank, 
when ribosephosphate is incubated in the presence of cozymase. 

The results of Table IV show that pentose, as indicated by the orcin-FeCls 
test, completely disappears from the vessel containing ribosephosphate and 
coenzyme after fermentation is complete (ribosephosph. gives the test as strongly 
as free ribose). There is an increase in the HIO 4 titration on the Pb non-precipi- 
table fraction which does not correspond with the small change of reducing value 
of the same fraction. It suggests the formation of a new product during fermen- 
tation, and from the fact that this substance reduces HIO4 probably contains 
two adjacent OH groups. 

Nature of the HIO^-reditciTig substance.. It has been shown above that the 
fermentation of 1 mol. d-ribose- 5 -phosphoric acid results in the formation of 
1 mol. CO 2 , 1 mol. alcohol and 1 mol. H3PO4. The residue of the 5-C chain 
remains to be accounted for: 


. PO3H j 4- HjO = C3H4 . OH + H3PO4 + CO3 + C3H4O3 
(2-ribose-5-pha8p. ethyl ale. Unknown 2-C 

product 

The most obvious choice would be glycollaldehyde, which arises during the 
action of NagCOg on pentoses [Fischler & Boettner, 1928] together with methyl- 
glyoxal, the latter possibly from intermediate formation of triose. Glycoll- 
aldehyde has also been suggested as an intermediate in the fermentation of 
pentose by the pentose-fermenting bacteria by Peterson & coworkers and by 
van der Lek flit, quoted Kluyver, 1935]. Titration of the NaHSOa-combining 
substances and distillation of volatile acids revealed no significant increase, 
however; hence neither glycollaldehyde nor acetic acid appears as a main 
product. It should be possible by fixation experiments to obtain evidence of the 
intermediate formation of glycollaldehyde, if this occurs. This is now Inung 
tested. 

Neuberg & Schwenk [1916] found that glycollaldehyde was reduced by 
vigorously fermenting yeast to form glycol. The following exp. however suggests 
that glycollaldehyde, if formed, would probably undergo dismutation under our 
conditions. 

200 mg. dialysed dried Lebedew prep, were dissolved in 2 ml. water ml. 1-3% NaHCOj. 
0-4 mg. cozymase was added and the soln. (1 ml.) placed in the main part of three Warburg vessels. 
Nj -f (JOg, 37*5®. The side bulbs contained o mg. glycollaldehyde, 5 rag. acetaldehyde and water 
respectively. A steady positive pressure developed only in the vessel with glycollaldehyde. It 
amounted to the equiv. of 100 /d. COg per hr.: water control 12^*1. CO* per hr. 

The nature of the products formed is being investigated, but it is probable that dismutation to 
glycoUic acid and glycol had occurred, with displacement of COg from the bicarbonate. 

This result shows that the formation of glycol mol.) and glycoUic acid 
(I mol.) from glycollaldehyde (1 mol.) could occur with our enzyme prep. As 
yet however tests for glycoUic acid [Deniges, 1909] have not been successful. 
On the other hand, there is an increase in the H 104 -titratablo material after 
fermentation, which might indicate the presence of glycol. The substance is 
non-Cu-reducing and is not precipitable by neutral Pb acetate and the facts are 
consistent with its being glycol, except’ that its reducing value towards HIO4 
exceeds that calc, for J mol. glycol, per mol. pentose. The nature of this substance 
will be further investigated. 
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DiscusHion of these results will be postponed until the fate of the 2-C moiety 
is cleai’ed up. In the meantime, however, attention may be drawn to the 
requirement for inorganic P if fermentation is to proceed, suggesting the need for 
formation of a diphosphate, analogous to that found in hexose fermentation. 
Recently Dische [1938] has made the interesting observation that rf-ribose 
combined in adenosine is phosphorylated by inorganic phosphate in blood 
haemolysate, and that the phosj)horylated ribose is afterwards broken down to 
a number of products, including probably triosephosphate and glycollaldehyde 
or gly(!olialdehyd(‘ jihosphate. Phosphorylation and fermentative cleavage of 
ribosephosphates may thus occur in animal cells also. 

SUMMAKY 

d-Ribose-5-pho8phoric acid is readily fermented by Lebedew macerate of 
dried beer yeast with the formation of 1 mol. alcohol, 1 mol. CO 2 , 1 mol. free 
phosphoric acid and an as yet unindentified product. 

Other peiitose-o-phosphoric acids are very little fermented (^i-arabinose and 
xylose esters were used). The rate of fermentation of ribosephosph. is similar to 
that of glucose or hexosemonophosphate (Robison csUt), when allowance is 
made for the fact that these substances both give 2 mol. CO2 and alcohol, 
instead of only the one given by ribosephosph. As would be expected, intact 
3'^ea8t cells hardl\" ferment ribose or its phosphoric ester. 

An enzj'me preparation free from coenzyme and phosphate required the 
addition of cozymase and phosj^horie acid before fermentation set in. An 
activator (hexosediphosphate, acetaldehyde, glycollaldehj^de) is needed to 
nmiove the de*lay in f)nset of fermentation, as with hexosephosphatt^ fermentation 
in similar pnqiarations. 

Th(‘ products of the reaction with the dried enzyme, cozjmase, inorg. P, Mg 
and Mil salts, an' the same as with Lebedew extract as far as the alcohol, CO2 and 
inorg. P are concerned. 

The experiments are being continued to determine the nature of the remain- 
ing product. It does not reduce alkaline Cu reagent, is not precipitated by 
neutral Pb acetate and appears to contain tw'o or more adjacent unsubstituted 
hydroxyl groups. 

Grateful acknowledgement is due to Dr P. A. Levene for gifts of sjmthetic 
pentosephosphates, and to Dr H. Weil-Malherlie for purified coz\mase. 
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(Received 13 July 1938) 

The occurrence of lactic dehydrogenase in lactic acid bacteria has not yet been 
demonstrated, although many authors have already proved the presence of 
the dehydrogenase in animal tissues and various micro-organisms. 

The specificity of the form of lactic acid dehydrogenated by the enzyme has 
been pointed out by several authors. Meyerhof & Lohmann [1926] observed that 
d-lactic acid was more rapidly oxidized than the 1-acid by yeast and animal 
tissues including muscle, liver, kidney and brain. The same conclusion was 
obtained by Banga et al. [1932] with muscle. Green & Brosteaux [1936] observed 
that the enzyme of heart muscle showed complete optical specificity in oxidizing 
only d-lactic acid, while Bact. coli oxidized the 1-compouent more rapidly and 
the yeast preparation preferentially attacked the d-component. 

In the present paper, the presence of lactic dehydrogenase was verified in 
all the kinds of lactic acid bacteria under investigation, and the enzymes of these 
bacteria were found to show complete optical specificities. 

Methods 

The various kinds of lactic acid bacteria were cultivated on 600 ml. koji 
extract containing 24-30 g. sugar and 30 g. CaCO, at 30° for 5 days. The bacterial 
cells were collected on the centrifuge after being separated from calcium car- 
bonate by decantation. The cells were then suspended in 100 ml. water and 
strongly aerated. After being washed several times with water, the cells were 
finally suspended in 50 ml. of water and again aerated. 

For the detection of dehydrogenase, the reduction time of methylene blue 
at 40° was measured anaerobically (less than 20 mm.) in a Thunberg tube into 
which 0*2 ml. of tbe bacterial suspension (in the case of Laetob. sake 0-4 ml. was 
used) was put with 0*2 ml. 5% Ca lactate solution and 1-8 ml. methylene blue 
solution prepared by mixing 8 ml. 0*05 % methylene blue and 6 ml. of 0-2 Jf 
phosphate buffer adjusted to pH 7*2. 

Lactobacillus sake (d-acid-former) 

When the experiments were carried out with Laetob. sake No. 84, it will be 
seen in Table I that reduction of methylene blue was observed in the presence 


Table 1. Specificity of lactic dehydrogenase 

Reduction time of methylene blue (min.) 


Donator 

d-Acid-formef 

{-Acid-former 

d{- Acid -former 

rl-Lactic acid 

21 

>180 

25 

{‘Lactic acid 

>180 

11 

13 

r//-Lactic acid 

20 

17 

15 

Water (control) 

>180 

>180 

>180 


( 1654 ) 
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of d- and dMactic acids. Therefore the bacterial cells were found to show com- 
plete optical specificity in oxidizing only d-lactic acid, as was already pointed 
out by Green & Brosteaux [1936] with heart muscle extract. 

Leuconostoc mesenteroides (l-acid-former) 

In contrast with the case of Lactob. sake mentioned above, only the U 
component of lacjtic acid was available to Leiiconostoc mesenteroides var. sake as 
donator (see Table I). 

It is of interest that the ojitical specificities of the lactic acids dehydrogemated 
by these bacterial cells coincide with those of the acid produced by the bacteria 
themselves. Lactic dehydrogenase can therefore be classified into d- and 
/-enzymes. 

Lactobacillus plantarum (dhacid -former) 

It will be seen in Table I that Lactob. plantarum sp. dehydrogenated aU the 
optical comjjonents of lactic acid, although the /-component was attacked 
a little more rapidly. 

Thus all the kinds of lactic acid bacteria mentioned above effected dehydro- 
genation of lactic acid in the presence of methylene blue. No oxidation of lactic 
acid was evcT observed in the absence of methylene blue. 

In order to dehydrogenate all the optical components of lactic acid, the 
pvesoncivt of both d- and /-lactic dehydrogenases would not be absolutely- necessary, 
since all forms of the acid could be attacked by any one of the dehydrogenases 
in presena^ of raocmiase, wth which the racemic form of lactic acid was always 
j)roduoed as has already been poink^d out by us [1937]. 

It was found by us [1938] that racemiase in Lactob, plantarum was easily 
inactivated by treatment with acetone, while lactic dehydrogenase would not be 
inactivated by acetone, as was pointed out by Harden & Macfarlane [1931] with 
yeast. Therefore the expt^riraents shown in Table II were carried out with 
acetone-dried bacteria in order to investigate' the effect of racemiase upon the 
dehydrogenation of lactic acid. 

Table II. Effe(^ of racemiase 

Reduction time of methylene blue (min.) 

Lactob, plantarum t ' ^ 

«//- Acid-former d-l.Actic acid 1-Lactic acid Water 

Resting cells 38 18 >180 

Acetone-dried cells >180 20 >180 

It will be seen in Table II that acetone-dried cells never attacked d-lactic 
acid, while /-acid was as easily dehydrogenated by it as by the resting cells. 

The reason why Lactob, plantarum attacked all the forms of lactic acid 
was thus attributable not to the presence of both d- and /-lactic dehydrogenases, 
but to that of /-lactic dehydrogenase co-operating with racemiase. 

The product of oxidation 

The identification of pyruvic acid produced by oxidation of lactic acid with 
lactic dehydrogenase is not easy to accomplish, since decomposition of the 
pyruvic acid by carboxylase usually occurs or a-ketonoxidase is present in the 
dehydrogenase preparations. 

In the present experiments, it was found that pyruvic acid could be directly 
isolated when lactic acid bacteria were used for the dehydrogenase. 
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(а) Lactobacillus plarUarum. The experiments were carried out with seven large 
(100 ml.) Thunberg tubes. Each tube, c.ontaining 10 ml. 0*2 M Na dMactate, 
10 ml. 0*2 ilf phosphate buffer 7-2), 20 ml. 0*6 % methylene blue and 20 ml. 
bacterial suspension, was evacuated and kept at 40°. When the methylene blue 
was almost reduced, another 20 ml. of the methylene blue solution were added 
and, the experiments were cjontinued in exactly the same manner until de- 
coloration of the dye was complete, which was attained in about 2 hr. throughout 
the whole of the experiments. 

The decolorized solutions were collected, the dye adsorbed first with 
kaolin and then with active C. The clear solution thus obtainc*d was acidified 
with H2SO4 and the pyruvic acid extracted by ether. 

0*4 g. of yellowish acioular crystals, m.p. 184°, was obtained by the addition 
of phenylhydrazine hydrochloride solution to the aqueous solution of the acid 
after removal of the ether. After recrystallization the m.p. was found to bt^ 
192° which was identical with that of the phenylhvdrazone of pyruvic acid. 
(Found: C, 60-49; H, 6-73%. CeHioOgNa requires 60-62: H, 5*62%.) 

The yield was 51 % of that calculated from the (equation : 

CH3 . CHOH . COOH -h Mb- CH3 . CO . COOH + MbHg 

(б) Lactobacillus sake. The experiments were carried out in the same manner 
as was mentioned above, with two Thunberg tulxis in which were placed 10 ml. 
0-2 AT Na ^-lactate, 10 ml. 0-2 Af phosphate buffer, 5 ml. 0-5% methylene blue 
and 20 ml, of the bacterial suspension. 

The solution was analysed after 5 hr., and 0-016 g. of the phenylhydrazono 
of pyruvic acid was obtained ; yield found, 60 % . 

(c) Leuconostoc meserderoides var. sake. The same experiments as were 
instituted with Lactob. sake were carried out with Mactate. The decoloration 
of the 15 ml. 0-5 % methylene blue in each Thunberg tube w as attained within 
6 hr. but the tubes were kept for a further 6 hr., in order to test whether pynivic 
acid would be decomposed by the bacteria. 

The yield of pyruvic acid was observed to be 58 % , since 0-049 g. of the 
phenylhydrazone was obtained from the two tubes. 

No evidence of the production of acetaldehyde or acetic acid, which would be 
derived from pyruvic acid by carboxylase or a-ketonoxidase, was ever obtained 
in these experiments. 

Thus it was clearly demonstrated that lactic dehydrogenase existed in all 
the lactic acid bacteria and that carboxylase could not be detected even in 
Leuconostoc^ which converts glucose into lactic acid, alcohol and COg. This is in 
disagreement with the suggestion of PetfTson et aL [1922] that the hetero- 
fermentation revealed by such types of bacteria as Leuconostoc would be caused 
by the presence of carboxylase. 

Summary 

1. The occurrence of lactic dehydrogenase was verified with various kinds 
of lactic acid bacteria. 

2. It was found that a d-acid-formcr {Lactob, sake) dehydrogenated only 
d-lactic acid and an i-acid-former (Leuconostoc) attacked only the J-acid. Lactic 
dehydrogenase is therefore considered to* be a mixture of d- and {-enz3anes. 

3. The reason why a di-acid-former (Lactob. plantarum) attacked all forms of 
lactic acid was not the presence of both kinds of lactic dehydrogenases, but the 
co-operation of racemiase with the Z-enzyme. 
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4. The occurrence of carboxylase was never detected and pyruvic acid was 
easily isolated, in a yield of about 60%, as the oxidation product of lactic 
acid by any of the bacteria used. 
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In earlier parts of this series [Robinson & Robinson, 1931; 1932; 1933; 1934; 
Lawrence et aL 1938] the nature of the anthocyanins present in the flowers, 
fruits, permanently pigmented leaves and autumn leaves of many species of 
plants has been described. To complete the analysis of the distribution of the 
principal anthocyanin types in the Angiosperms, a series of young leaves has 
now been examined. In young leaves coloration due to anthocyanins, dis- 
appearing with maturity, is a phenomenon which is probably more general than 
autumnal anthocyanin development, and the (approximately) 200 species, in 110 
genera, tested were chosen to cover as wide a range of plants as possible. 

As in autumn leaves, cyanidin saccharides predominate, being found in 93 % 
of the genera. In a few cases, other constituents interfered with the colour 
reactions and distribution, rendering it difficult to identify the glycosidal type 
definitely. But in those genera which contained cyanidin derivatives whose 
sugar types were determined, there were found : 

31 % monoglycosides 30 % 3-bioHide8 

50% pentoseglycosides 9% 3:5-dimonosides 

A comparison of the figures with those derived from autumn leaves, flowers etc. 
will be made in a later communication. 


Results 

Figures refer to the numbers given by Hutchinson [1926] in his classification 
of the flowering plants, the first indicating the order and the second the family, 
e,g. 76-264 order Lamiales, family Labiatae. For completeness two plants have 
been included which were recorded previously, namely Impatiens biftora and 
Crataegus oxyamntha fl, pL rosea [Robinson & Robinson, 1932]. 


Dicotyledons 


76-264. Ajuga reptavs var. atropurpurea 
ElshoUzia Stauntonii 
Lamium purpwreum 
Salvia nemorosa 
S. officiruUis 
8, virgata 

76-263. CaUicarpa koreana 

Clerodendron foetidum 
C. trichotomum 
Petraea voluhilift 
75-257. Bignonia Unguia-cati 
75-256. Streptocarpua Bexii 
75-252, Pmtstemon procertie 
Veronica Cnamaedr^a 
74-250. Solandra Hartwegii 
69-241. CeratoaHgma plumbitginoidea 
C. WiUmoUianum 
lAmmium UUifolium 
69-240. Dodecatheon mmdia 
Sieiromma eiliaium 


o 67-238. 
b 
d 
o 

k 66-233. 
m 

g 

a 

a 

V 

g 


j 

c 

y 

X 

A 

o 65-230. 
w 64-229. 
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Aster ericoides 

Silphium perfdliatum 

SoUdago aurea 

Sonchus oleraceua 

Abelia chinenais 

Lonicera Ferdimndii 

L. Maackii 

L, PericJymenum 

L, Periclymenum var. bdgica 

L* pileata var. yunnanenaia 

Symphoricarpua orbiculaina var. 

congUmaraJtua 
8» occidentalia 
Vibumnm betydifolium 
V, fragrana 
V. Opidua var. sterile 
V, rugoaum , 

r. Tirma var. hirtum 
Apocynum oanmhinum 
Jaaminum officinale 


j 

d 

g 

a 

n 

j 

? 

) 

i 

g 

g 

g 
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a 

h 

d 

h 

d 

d 
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64<'229. 


60-216. 


60-215. 


60-214. 

59-213. 

59-212. 

57-200. 


57-198. 

55-194. 

54-193. 

51-173. 

51-171. 

50-169. 

43-156. 

42-151. 

42-150. 

41-148. 

40-145. 

40-143. 


Jcuminum primidinum 
«/. reoolutum 
Liguatrum Quihoui 

L, sinanae 

Oamanihua Dtlavayi 

Syringa Smgimowii var. auperba 

S, vulgaria 

Agapetea buxifolia 

FerUapterygium aerpena 

Vaccinium caeapitoaum 

V, pannaylvanicum 

V. virgaium 

Erica cinerea 

Macleania inaignia 

Fieria japonica 

Clethra arborea 

Bupleurum fruticoaum 

Uedera Hdix 

Acer cappadockum var. rubrum 
A. Ginnala 

A, palmatum var. aeptemlobum 
elegana 

Kodreuteria paniculaia 
Skimmia japonica 
Vitia Henryana 
Euatiymua oxyphyllua 
Ilex Aquifolium 
Uriica dioica 
Fopulua monilifera 
Ha mamelia ja ponica var. fiavop ur- 
puraacena 
Btachyurua praewx 
Fhyaoategia virginiana 
C mycanSiua floridtia 
Amelaiichier canadenaia 
Aronia melanocarpa 

A . arbuiifolia 
Cotoneaater acatifolia 
C. buUata 

Dieiaiana 
C. horizoniaiia 
CraJUtegua congeattfiora 
C\ Qxyacantha var. flora plena roaea 
( 'ydonia jajwnica 
C. lagettaria 
C lagenaria var. aurea 
Exocfwrdit racemoaa 
Malua baccaia var. Jackii 

M, pumila var. JS kdzwetzkyam 
M, Sidtoidii 

M, gunnanenaia var. Vietchii 
Neillia longiracemaaa 
JV. aptdifolia. var. lutea 
Fhotinia aerrulata 
Foterium tenuifolium var, album 
Frunua ceraaifera var. BUrieana 
P. ceraaifera var. Moaeri 
P. aerrulaia var. forma 
P. aerrulaia var. puheacena 
Fyracantha ataUantioidea 
Pyrua purpurea 
HaphiiUpia indica 
Boaa Bankaiae 

B, fllipea 

R. muUiflora var. eathayenaia 
R. omeimaia var. praecox 
Rubua thyraiger 
Borbua hupekenaia var. roaea 


(1 

e 

h 

d 

f 

h 

f 

b 

a 

a 

A 

a 

a 

a 

a 

d 

a 

g 

a 

ci 

(1 

g 

a 

B 

i 

d 

h 

d 

z 
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d 

d 

o 

d 

a 

d 

a 

a 

d 

d 

d 

d 

g 

e 


a 

b 

a 

d 

b 

c 

n 

d 

d 

d 

d 

d 

a 

a 

i 

i 

d 

o 

a 


Spiraea arborea 

S. japonica var. Bumalda, ArUfumy 
WcUerer 

S, japonica var. r uberrima 
S, madia 
S, Sargentiana 
Stephanandra inciaa 
Stranvaeaia Nuaaia 
S. aalicifolia 
S. undulaia 

39-142. JJeutzia acabra 

Hydrangea petiolaria 
Pkiladtlphua Wilaonii 
39-141. Ribea aureum 
R. lacuatre 
R. apecioaum 

39-139. Eacallonia edinenaia 
35-130. Tarrietia Argyrodendron 
35-128. Elaeocarpua obovatua 
34-123. Hypericum hircinum 
H, Hookerianum 
H. lyaimackioidea 
H, paiulum var. Forreaiii 
33-1 18. Acmena floribunda 

Calliatemon citrhtua var. aplen- 
dena 

Eugenia rupeatria 
Myriua communia 
M, communia var. larentina 
32-114. Ochna muUiflora 
32-108. Eurya ochnacea 
30-104. Begonia glaucophyUa 
24-85. Hibberfia voluhilia 
21-77, Epilobium hirautum 

Fuchaia magellanica var. Riccar- 
tonii 

F, magdlanica var. corallina 
Oenothera fruticoaa var. Youngii 
Oe, glauca var. Fraaeri 
21-75, Funica grnnalum ver.flore plena 
20-71, Impatiena biflora 
18-57. Polygonum baldachuanicum 
P. polyatachyum 

P. Sidmldii 
Rumex alpinua 

13-42. Polygala vulgaria var. aerpylfacea 
5-19. Herberia chitria 
B. Lycium 
B. pruinoaa 
B, Thunbergii 
B. Vernae 

B. rireaccns 
Mahonia aquifolium 

4-15. Anemone ncmoroaa 
Caltha paluatria 
Cimicifuga racemoaa 
Clematia Armandii 

C. Armandii var. La Mortola 
C. recta var. purpuraacena 
Paeon la Dariua 

P. Emodii 

P. Emodii var. lobata 
P. auffruticosa 
P. trolloidea 
Thalictrum glaucum 
3-10. Doryphora Saaaafraa 
1-2. Drimya Winieri 
1-1. Manglietia Hookeri 
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Acorus Calamus variegalus 
Alpinia Sanderae 
Lilium regale. 



d Tradesventia bracteata 

d T. virgin iana 

d 


g 

g 


Cistus corbariensis 
IHervilla hybrida 
Lychnis Arkun'iyhtii 
Philadelphus purpureo-maculatus 


Hybrids 

a Phlox Coquelicot 

d Ba 2 )hiolepi 8 Delacovrii 

c TriUmia 0. Davison 

g 


o 

c* 

11 


Bouganvillaea, Mrs Butt, young leaves contained a nitrogenous anthocyanin with behaviour 
similar to that found in the bracts [Price & Robinson, 1937J.' 


a Cyanidin S-monoside. 
b Cyanidin monoside. 

c Cyanidin S-monoside + a little diglycoside, 
d Cyanidin 3-PG. 
e Cyanidin PG. 

f Cyanidin 3-PG 4 a little diglycoside, 
g Cyanidin 3- bioside, 
h Cyanidin 3-bioside + cyanidin 3-PG. 
i Cyanidin 3-biosido -h cyanidin S-monoside. 

L Cyanidin 3:5-dimono8ide. 

Acylated cyanidin 3:5-dimono8ide. 

1 Cyanidin diglycoside, 
m Acylated cyanidin diglycoside, 
n Cyanidin diglycoside + cyanidin monoside. 
o Cyanidin diglycoside + cvanidin PG. 
p Cyanidin saccharide with very high distribution, 
q Cyanidin 3- bioside + PG possibly containing some malvidin. 
r Peonidin 3-bio8ide-Ksome cyanidin 3-bio8ide. 
s Peonidin 3:5-dimonoHide + some peonidin monoside. 
t Peonidin 3:/)-dinionoBide. 

u Peonidin 3:/)-dimono8idc -f some cyanidin 3:5-dimonoside. 

V Malvidin 3:5-dimonoside. 
w Malvidin PG. 

X Malvidin 3-PG -{-trace Fe+ anthocyanin. 
y Malvidin 3-PG + some cyanidin 3-PG. 
z Malvidin 3-bioside-f cyanidin 3-biosidc. 

A Gelphinidin 3-PG. 

B Delphiriidin digly<*osidc + delphinidin PG. 

C Malvidin 3-PG + delphinidin 3-PG. 

(PG —pentoseglycoside.) 
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Employino the methods previously described [Robinson &; Robinson, 1931; 
1932; 1933; 1934], further flower petals and permanently pigmented leaves have 
been examined in order to determine the anthocyanin type. Comments on these 
results together with those previously recorded will be submitted later. The 
only new points of technique are the following. 

A characteristic property of peonin is that solutions in aqueous sodium 
carbonate are blue by transmitted daylight and reddish violet by transmitted 
artiflcial light. A number of cases have been encountered in which the presence 
of anthoxanthin and other substances have seriously modified the colour reactions 
and the distribution properties of anthocyanins, occasionally also of the derived 
anthocyanidins. 

Repeated extraction with hot ethyl acetate or ethyl acetate after the addition 
of sodium chloride (free from magne^sium chloride), or amyl alcohol in the case 
of diglycosides usually served to remove the interfering substances to a sufficient 
degree. Such processes must be followed by repeatt‘d extraction with benzene, 
or ether and then Ixmzene, or exposure in a vacuum, in order to remove alcohol. 

The autumnal colouring of leaves has been examined with the result that 
cyanidin saccharides are found to preponderate to a very large extent. The 
extracts were often contaminated with relatively large quantities of tannins 
and anthoxanthins and it was j)articalarly difficult to determine the glucoside 
type. Moreover, it appeared that in a large number of the cases, a mixture of 
anthocyanins based on one anthocyanidin was present. In the presence of so 
much foreign material a rhamnoglucoside may simulate a diglucoside and a 
monoglucoside may lK*have like a rhamnoglucoside. Although the solutions 
were purified as far as possible, the results in the series of the autumn leaves are 
not so conclusive in regard to sugar type as those obtained with flower petals. 
Most of the anthocyanins produced in autumnal colouring are cyanidin 3-sae- 
charides of various types. In this section the material is classified botanically, 
using Dr Hutchinson’s system reversed so that the more highly developed plants 
are mentioned first in order; the first number indicates the order and the second 
the family [Hutchinson, 1926]. 


Floweis 


SUMMABY OF BESULTS 

Comments 


AbutUan, hybrid, Firefly 
Ayafandviu umJbiUatus 
AUium cyaneum 
AnayaUia arveneia, scarlet 
A. arvenaia, blue var. 

A, eoendea 


Antmona eoranaria, blue violet var. 


e 

X 

X 

1 

y 

2 
I 

X Partly methylated or mixed with cyanidin 
derivatives 
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Flowers 

Anemom coronaria, reel violet var. h 

ApheUmd/ra niUna i 

Avbretia deUoidea, var. E. M. Crosfield e 

Begonia aocotrana h 

Beloperone guUata c 

BiUSergia Sanderiana, blue petals x 

B* Sanderiana, scarlet bracts A 

BrOfChycombe iberidifdlia x 

BrowaUia elata B 

BruneUa grandiflora, violet red var. e 

B, grandijhrat violet var. x 

BtMleia Davidii, var. auperha C 

B. Bavidii, var. magnifica D 

Camellia japonim, var. Lady Clare a 


C\ aasnqua a 

Campanida Porlenachlagia7ia B 

Ciatua purpureua E 

Correa apecioaa, var. ventricoaa o 

Crocua aaturiciia x 

C, hadriaiicua x 

C. Umgifiorua x 

(7. nvdiftorua x 

(\ pulcheUua z 

C, aaiivua x 

C. apecicutua z 

Dimorphotheca aurantiacu k 

Erica hyemedia ' a 

Erodium macradenurn x 


E. Beichardii, var. roaeum x 

EacaXUmia edinenaia a 

Eachacholizia calif ornica, var. The Mikado g 

Euphorbia f ulgena a 

Oentiana Lagodechiana x 

Geranium Endreasi z 

Oilia capitata x 

Godetia grandijlora, var, Crimaon Glow F 

HeUanlhemum nummularium^ a var. with a 

brick red double flowers 
Hippeaairum avlicum. j 

H, equeatre j 

Hydrangea macrophylla. vars. k 


Comments 

With some delphinidin derivatives. The pig- 
ments of the anthers are monoglycosidic or 
pentoseglyoosidic 

With some pelargonidin diglyooside 


Acylated, colour reactions before alkaline 
hydrolvsis were correct for 3 : d-dimonoside 
In petals and bracts 

With trace of anthocyanin derived from 
cyanidin 


Much anthoxanthin 
Complex 
Complex • 

Complex 


Very high distribution, almost certainly a 
cyanidin complex 3-monoglycoside and would 
doubtless repay detailed investigation. Al- 
though the results wore not entirely satis- 
factory, hydrolysis with alkalis gave an an- 
thoeyanin of lower distribution and hence the 
substance is probably an acylated cyanidin 
glycoside rather than a derivative in which 
the sugar is attached to the acyl group 
Complex, probably identical with C. japonica 

Or complex anthocyanin resistant to hydrolysis 

Kaenipferol separated from the acid extracts 


With a little complex diglycoside 
Extracts contained kaenipferol 
Possibly jientosegly coside carotenoids are 
present 

^luch ivory anthoxanthin 
Methylated. The anthocyanidin is completely 
extracted by the delphinidin reagent, and not 
at all by the cyanidin reagent; but it is easily 
oxidized in strongly alkaline solution. There- 
fore it may be a new delphinidin derivative, 
unless a catalyst is present which facilitates 
the oxidation of malvidin. As this has never 
previously been observed, it seems more prob- 
able that we are dealing here with a new 
type of delphinidin derivative 


With anthoxanthin 
Much yellow anthoxanthin 


Much anthoxanthin 
Co-pigmented 

After careful purification the reactions and 
distribution ratios tallied with synthetic del- 
phlnidin 3-glu coside. The anthoc^anins of 
red, blue, and violet flowers were found to be 
identical (correction of Part 1) 
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Flowers 

HypoesUa tmatala e 

Ipomoea LeaHi z 

fria unguiculaHa B 

Ixora, hybrid, Lord WiUiamaon g 

Lapageria roaea a 

Lilium ochraceum c 

Linaria purpurea x 

I/uculia gratiaairna z 

Lychnia viacaria, var. Blue Bouquet B 

Lylhrum aalicaria, var. auperbum, pink z 
bowers 

L, aalicaria, var. superbum, purple flowers z 
L, aalicaria, var. Crimson Dwarf z 

Macleania punctata i 

Malvamacua conjattii G 

Meaembryanthemum truncatum, var. roaeum K 
Momirda didyma, var. Cambridge Scxirlet H 
Musa basjoo, bracts c 

Naegclia cinnabar ina i 

Nemeaia atrumosa, scarlet var. a 

Nierembergia roernlea x 

:V. frntesrens x 

Papaver Argernoue, spots g 

P. Argemone, remainder of petals G 


P, atlaniicum G 

P. commutatum, spots g 

P. commutatum, ivinainder of petals g 

P, somnifernm, spots g 

sommferum, remainder of petal g 

Pelargonium inquinans i 

P. aaniculaefoUnm H 

Penstemon cord i foil ua e 

Periatrophe specioaa e 

PhacAia udiitlana z 

Pisutn sativum, ])urple var, (' 


P. sativum, \iolet var. 


Platycodon grand iftor urn, var. Mariesii- x 
Plumbago capensis h 


Portulaca grand i flora K 

PoteMilla nejudensis 


Pycnostuchya Dawei x 

Baphiolepis Delacourii a 

Rhodochiton volubile, bracts f 

Salvia Graham it J 

S, neurepia J 

Silene Schafta e 

Solanvm criapum 

SoUya heterophylla x 

Sphaeralcea awdralia i 

Streptocarpua eatdeacena z 


Comments 


Much anthoxanthin 
indication of partial methylation 
Strongly co-pigmented 

Strongly co-pigmented 


Complex 


With a little .^-monoside 

With some pelargonidin U-8a(?eharide of higher 
distribution number 


With little of ]>elargonidin or peonidin 
derivative 


As P. commutatum 
Noteworthy in a P. species 

With anthoxanthin 


May contain delphinidin but no malvidin 
derivatives 

With a little malvidin derivative. In both 
vurs. the outer parts of the flower arc highly 
eo-pigmented, the inner very little 

Much anthoxanthin 

Much anthoxanthin obscures colour reactions, 
but the anthoeyanin is probably a 3:5- 
dimonoside 

Aeylated cyanidin saccharide. The colour 
reactions were tliose of H-substituted cyanidin 
derivatives. On hydrolysis an aeylated 
cyanidin was obtained 

Aeylated. Contains a trace of a cyanidin 
derivative 

Much anthoxanthin 

Aeylatetl, differing from salvin in that the 
solution in aqueous Na 2 C 03 is almost pure 
blue 

Aeylated. Colour reactions tallied with those 
of salvin and monardin and differed from 
those of the anthoeyanin of S, Grahamii 

Diglycoside of petunidin or delphinidin: the 
prtwenee of cyanidin is not excluded if an 
oxidizing catalyst effective in alkaline 
solution is present 


Pure, no trace of anthoeyanin giving a positive 
ferric reaction 
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Flowers 

Streptocarpw Mexii z 

8ttaeda moHtima K 

Tibottchina aemidecandra z 

Tropaeolum majus vars. 


VaUriaim oJ}Uinaluf, a red Tar. 
VeUheimia viridifolia 
Verbena canadensis 
V. canadensis, var. Drummondii 
F. tenera 
V, erinoides 
V. venosa 
V. radicans 
V. peruviana 
Veronica maritima 
Vriesia DuveUiana, petals 
V, Duvaliana, bracts 


c 

e 

e 

e 

e 



X 

X 

z 


Zauschneria californica, var. latifolia i 

Zygocactus truncatus K 

Leaves permanently coloured 

Acalypha macrostachya a 

AlxHMsia Lowii g 

Aphelandra nitens x 

CaJathea insignis L 

Codiaeum, hybrid. Emperor Alexander III c 
Cdumnea Schiedeana h 



Hoya camosa, var. variegata c 

I resine Herbstii K 

/. Lindenii K 

PeriUa nanHnensis e 

Prunus persica, red-leafed var. a 

Streptocarpus Wendlandii g 

8tr<Ailanthes Dyerianus e 

Stromanthe Porleana^ var. variegata c 

Viburnum tomentosum, var. pUcatum a 

Other organs 

Cacao beans a 

Cornus mas (Cornelian cherry) i 

Euonymus yedoensis, capsules a 

Pisum sativum, purple pods x 

P* scUivum, salmon pods e 

Huhus idaeus, fruits g 


Comments 

Containing a small amount of cyanidin di- 
monoside 

Complex 

The presence of G was confirmed (previously 
recorded). Deeper coloured vars. contained 
mixtures in varying proportions of (Ugly - 
oosidic anthocyanins based on cyanidin and 
delphinidin, ranging from almost pure 
cyanidin to almost puit) delphinidin 

With a fiavone derivative 

Acylated 


With small amount of cyanidin diglycoside 


Complex 

Contaminated with a derivative of an aiitho- 
cvanidin exhibiting a ferric reaction under 
the usual conditions. The anthocyanin of the 
bracts could not be extracted even by boiling 
1 % HOI until the outer skin was removecl, 
when the pigment was yielded to a cold 
solvent 


Pigmented on underside only 
May contain some cyanidin derivative and 
some tnonoglycoside. Pigment on underside 
of leaf only 


Only a trace of anthoeyanidin was obtained by 
hydrolysis under the usual conditions, a 
sparingly soluble mauve pi*ecipitate being 
thrown down. Pigment on underside of leaf 
only 


Pigmented in chlorophyll- free parts only 
(Complex 

Pigment on underside of leaf only 

Strongly co-pigmented 
With much anthoxanthin 


In red berries 


A number of varieties were examined and 
found to be mainly *'g** together with 
smaller amounts of an anthocyanin derived 
from cyanidin of very high distribution 
which gave the same colour reactions as 
cyanidin 3-saocharideB 
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Anthocyanins found in leaves after autumnal coloration 

Species and varieties 


76-264. FJlshoUzia Stauntonii b 

76-263. CaUicarpa Oircddimuz e 

C'. japonica e 

C\ koreana e 

69-241 . Ve,ralostigma plumhagirioideft b 

Litnonium latifoHvm b 

69-240. HUironema ciliatum k 

68- 239. Swertin koreana b, o 

66-233. IHerviUa Jjonicera c 

' Kolkwitzia amabilift v 

Viburnum bitrhieuenne b 

r. dentatum b 

V. dilatatuni a 

V.fragrann a 

1'. Lantana d 

I Lentago d 

r. lobophyllum a 

r. opulua q 

r. opidua ateriU a* n 

1’. orientaJe a 

V , Sargeniii t* 

V. setigerum a 

r. theiferufn a 

(U-229. Frajtinua Ornua a, n 

Ligustnim obtuaifolium o 

60-2 1 . K nkia nth ua mmpa n ulnt ns a 

K, deftexna f 

E. perulatuH b 

iinuUherin prorumbens a 

Leucothoe Keiskei b 

Orydendrum arborenm f, t 

Plena Mariana a 

Rhododendron cfdendulacempi b 

R. canademe a 

R. mucrontdatitm b 

R, occidentals b 

R. occidentals exquiaita a 

R. pentaphyUnm b 

R, poniicum b 

R. reticulatum a 

R. ScMippenhachii b 

R. Vcuieyi a, ii 

R. yvnnanepiae a 

60-216. Gnylusaacia baxcata a 

(r. dumoaa a 

Vacc'iniupn caeapitosam b 

F. Cfjrymhosum a 

r. myrtiU-ns a 

V. ovalifolivm a 

r. pennsylmnicum b 

V. uHginxmim b 

V. virgeUum b 

59-212. Aralia chinenaia Mandachuricn h, u 

69- 209. Vornns alba b 

C. alba Spaethii h 

C. Amomutn f 

C. Baileyi e 

C. florida b 

C. glabrata b 

O, Koenigii a 

C. Kousa a 

C. NnUaUii c 

C. oUiqua c 

C. WdUen a 

69-211. Nyaaa aylvatica a, n 


57-200. Acer circinaium a 

A. dasycarpum a 

A. Davidii c 

A. (Hnnala b 

A, griseum c 

A . palmalum a 

A . paeudoplataniLS b 

A. rubru7H a 

A, rvfinerve a 

A . Tschonoakii d 

A. palmatum disaectum b 

A. palrnatum aeptemlobum b 

A . palmatum aeptemlobum elegana a 
A . palmatum roaeo-marginatvm b 
A . pUUanoidea Reitenbackii d 

57-205. Rhua canadensis b 

R. cothioidea a 

R, cotinua a 

R, cotinua atropurpurea b 

R. glabra laciniata b 

/?. Potaninii b 

R, toxicodendron k 

R. trichocarpa d 

R. typhina a 

R, typhina laciniata a 

R. verniciflna a 

55-194. Aegle aepiaria g 

54-193. Vitia Coignetiae a 

V. Englemannii b 

V. Jlenryana a 

r. inconstana a 

F. pvlchra e 

F. quiiiquefolia, var. Engel- a, n 
mannii 

51-173. Euojiymva alala b 

E. americanua a 

E, Bungeanua a 

E. eiiropaeua a 

E, Maackii a 

E, nikoenaia b 

E. oryphyllua b 

E, planipea a, n 

E. rad leans b 

E. aan^uineua a 

E. verrvcoaua b, n 

E. Wilaonii b> n 

E, yedoenais b 

48-162. Carpinua raroliniana b 

Corylus americana b 

48-163. Quercuaalha b 

Q, coccinea f 

Q. coccinea aplendena b 

Q. gland ulif era a 

42-151. Corylopaia yunnanenais e 

JHaanthva cercidifoliua a 

Fothergilla Gardenii h 

F, monticola g 

Hamamelia japonica flavopur- v 

pttraacena 

H. japonica Zuccariniana w 

lA^idambar atyracijlm a 

Parrotia peraica 1 

40-143. Atnelanehier canadensis b 

A. florida b 

A. oblongifolia micropetala a 
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40-143. Aroma arbtUifolia a 

A. arbulifolia macrocarpa d 

An mduTiocarpa a 

A. mdanocarpa eUUa b 

Cotoneaster acutifolia b 

C. Franchetii b 

C. frigida a 

C. Henryana b 

C. horizontalis a 

C, rotwndifolia a 

Craiaegus acwtiloha b 

C. Boyntoai b, r 

C. coUina b 

C. Downingii d, r 

C, oppoaita a 

C, prunifolia a 

Fragaria indica a 

Malua coronaria elongata b 

Jfcf . ioenais phna b 

Mn Tachonoakii b 

NeiUia longiracemoaa d 

NtMalUa ceraaiformia b 

Photinia aerruUUa a 

Prunua J)avidiana a 

P. glanduloaa albo-plena a 

P. inciaa aerraia b 

P, pennaylmnica h 

P, SargerUii a 

P. Sieboldii b, r 

P. auhhirieUa a 

Pn thibeticAi b 

P. yedoenaia d, o 

Pyr'iia CaUeryana a 

P, Paahia a 

Rosa blanda a 

R, nitida a 

/?. rugoaa b 

R. amoleac/iuia b 

R, apinoaiaaima a 

R, virginiana b 

Rvhus alleghenienaia a 

R. chrodaepalua b 

R. cinnamornma a 


Sorbua Fdgmri d 

8n hupehensia a 

S. Sargeniiana 
8, aerotina 

8piraea japonica ruberrimu a 

8. nipponica d, p 

8, Sargeniiana a, n 

8tephananjdra inciaa. a 

Stranmesia aalicifolia i 

8n undulata a 

39-1 39. Itea virginicu a 

39-141. Ribea americanum j 

R. cynoabati b 

Rn odoratum a 

39-142. Dcutzia gracilis mrtninea d 

1). acabra h 

Hydrangea querci folia v 

34-124. Encryphia glutinoaa a 

34-123. Hypericum patulum b 

H. patidum Forreatii b 

32-108. Sleivartia pentagyna b, o 

8. Paevdo-Vamellia b, o 

21-75. Pumca GramiUnn a 

14-47. Bergenia cordifolia a 

5-19. Berber is acuminata b, o 

B. aemulans a 

B. angulosa a 

B. Beaneana a 

B. conaimilia b 

B. dictyophylla a 

B. Ferdimndi-Coburgii f 

B. Jameaiana a 

Bn ff'ulianae a 

B. replicMta b 

B. Sargeniiana b 

Bn Thunbergii b 

Bn TiacMeri b 

B. Veitchii fl 

B. vire^cena a 

B. yunndnenaia b 

Mahonia japanica b 

Podophyllum Emodi a 

1-7. Cercidiphyllum japonicnm h 


Species hybrids 

60-215. Rhododendron aUadarenae b 48-163. Quercua Learn (—Q. imbricariax f 

Rn viacoaepala b vehdina) 

Rn occideniale X calendulaceum b 40-143. Roaa calocarpa {-Rn rugoaa + in- a 

R. mai.vatica x Kaempferii b dica) 

“Jeannette” 

Horticultural forms of unknown origin 

60-215. “Raphael de Smet” a An japonicum aurevm filicifolium b 

“Corneille” a An palniatum reticidatum a 

“II Tasso” a A.palmatumacolopendrifolmmaep- b 

“Joseph Baumann” a temlobum Oaakozuki 

KH 101 “Mrs A. Waterer” a A. palmaium acalopendrifolium b 

K H 177“ Whitethroat ” a veraicAdor 

KH 182 a An platanoide.a laciniatum b 

57-200. Acer Davidii Forreatii b 40-143. Pyrua communis o 

Cyantdin S-monoside. 

Gyanidin monoside, 
c C^^anidin 3-pentoseglycoside. 
d Cyanidin pentoseglycodide. 
e Cyanidin 3 : 5-dimonoside. 

f Mixed ^anidin saccharides, probably chiefly S-saccharides. 
g Oyaatiidin S-bloside. 
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h Cyanidin diglycoside, 
i Pelargonidin S-monoside 
j Pelargonidin S-pentoseglyooside. 
k Delphinidin 3-monoside. 

I Delphinidin 3 : 5-dimonoHide. 

n These all contained amounts of diglycoside as well as the main anthocyanin. 
o The distribution of the anthocyanins in these cases was intermediate between monoside and 
pentoseglycoside. 

p The anthocyanin i s largely pentoseglycoside, but contains a small amount of diglycoside. The 
aglycono from the pentoseglycoside fraction consists of cyanidin together with some antho- 
cyanidin, in lesser amount, with a high distribution to the cyanidin reagent, 
q Largely cyanidin monoside containing some diglycoside which on acid hydrolysis gave a 
mixture of cyanidin and some anthocyanidin based on delphinidin. 
r The anthocyanins were monosides and the aglycones gave reactions indicating mixtures of 
cyanidin with pconidin. C^yanidin was certainly present, but the constituent with a high 
distribution to the cyanidin reagent may have been pelargonidin. Peonidin was considered 
more likely on account of marked blueing on dilution with absolute ethyl alcohol, 
s These two resemble Spiraea nipponica in that the aglycono consists of cyanidin containing 
some anthocyanidin with a high distribution to cyclohexanol- toluene. Jt may have been an 
acylateil cyanidin, since unlike Crataegv4t Boynionii and C. Doumingii^ after repeated washing 
of a cyclohexanol’toluene extract, the ferric* reaction was still completely jiositive. 
t Mixture of cyanidin monoside with a cyanidin 3-8accharide of higher distribution. 

II The anthocyanidin was cyanidin, but the saccharide was of unusual type. The distribution 
(without salt) was nil, but on saturating with salt the pigment was partly extracted. This 
lichaviour remained unaltered after purification (by repeated extraction with amyl alcohol 
an<l returning to 1% H(''l and repeating the process). The colour reactions were dirty, but 
indicated a 3-saccharide. 

V Diglycosidic anthocyanins based mainly on malvidin together with a little cyanidin. 
w Similar to the above variety fim'o-pnrpurascenSf except that the amount of cyanidin present 
is greater. 

X Delphinidin diglycoside. 
y Malvidin 3-mohoside. 
z Malvidin 3: 5-dimono8idc. 

A Pelargonidin 3 : 5-dimonoside and a cyanidin diglycoside in more or loss equal proportions. 

B Delphinidin 3 : 5-diraonosidc. 

C Petunidin diglycoside. 

D Petunidin 3-pento8egIycoside. 

E Petunidin 3-mono8ido'. 

F Pt'f»nidin diglycoside. 

G Pelargonidin 3-bioside. 

H Pelargonidin 3 : fi-dimonoside. 

J Pelargonidin diglycoside. 

K Betanin tyy)e of pigment. 

L Delphinidin 3-pentoHegIycoside. 

The authors thank the following for the provision of material: The Royal 
Botanical Gardens, Kew; The Royal Horticultural Society, Wisley; Mr Lionel 
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CCXVL SPECTROGRAPHIC STUDIES ON THE 
ANTIMONY TRICHLORIDE REACTION 
FOR VITAMIN A 

III. THE RELATION OF THE SPECTRAL ABSORPTION 
OF THE BLUE SOLUTIONS OF OILS TO 
THAT OF THEIR CONCENTRATES 

By OLAV NOTEVARP and HARALD WILLIAM WEEDON 
From the Norwegian Fisheries Research Station, Bergen, Norway 

{Received 11 July 1938) 

Measubembnts of blue solutions of oils and their corresponding concentrates 
have been made by a number of authors using the tintometer [Coward et al. 1931 ; 
Dyer, 1933; Crcjws & Cox, 1934; Notevarp, 1935; Morgan & Pritchard, 1935], 
and also by some who have examined them both spectrographically and with the 
tintometer [Morgan et al. 1935]. 

Values for the ratio l>etween the blue value of oils and that of their concen- 
trates have been found between LIB (minimum found by Dyer [1933]) and 6'35 
(maximum found by Morgan & Pritchard [1935]). 

As calculated by means of the equations from Part I of these studies [Notevarp 
& Weedon, 1936], this corresponds to a minimum ratio between the 603 and 
618m/t bands of 0*65 and a maximum of 3-6. The ratios between the actually 
measured values for the two bands of Morgan et al. [1935] lie between 1-0 and 
1-75. 

We have shown in Part I that for purely physical reasons a concentrate gives 
a linear blue value^ approaching twice that of an oil with the same absorption 
value. Higher or lower blue value ratios than a little under 2:1 must therefore 
signify that the absorptions at 603 m/z (oils) and at 618m/i (concentrates) are not 
equal. 

Higher blue value ratios are explained by inhibition of the reaction with the 
oil by the saponifiable fraction. In Part II of these studies [Notevarp & Weedon, 
1938] this inhibition was shown to be considerable in all cases when the reaction 
was carried out in the usual way. 

Loss of chromogen is the only reasonable explanation for 618m/Li values 
lower than the corresponding 603 m/x values. It follows therefore that as all 
hitherto published results for oils must presumably have been carried out under 
conditions favouring inhibition, all concentrate/oil blue value ratios as low as 
1*0 or less show that substantial losses of chromogen must have occurred. Values 
above 2 or more indicate strong inhibition of the type found in tmoxidized oils. 

The object of this study was to investigate whether there exists a definite 
relation between the blue value and absorption of oils and concentrates. 

^ To avoid misunderstanding “linear blue value*' is defined as the value obtained by direct 
calculation to 18*18 g./l. from the concentration which gives a blue value of 60. 
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Experimental 

The relation between oil and concentrate absor'ption determined 
with ordinary reagent 

We measured J^eoa/eism#!* blue value and ^ number of oils both 

fresh and after some oxidation, and for their concentrates. The results are collected 
in Table 1. 

Table I 


Linear u.v. 


Oil no. 


Ratio 

Oil 

Cone. 

Ratio 

Oil 

Cone. 

Ratio 

15 

0-21 

0-26 

1-24 

2-.5 

4-9 

1-96 

0-19 

0-10 

0-53 

3 

0-54 

0-94 

1-74 

5-9 

160 

2-70 

0-48 

0-40 

0-84 

unoxiclized 

3 

0-90 

0-94 

1-0.5 

9-(> 

16-0 

1-67 

0-48 

0-40 

0-84 

max. by oxidation 
with air 

2a 

0-30 

0-82 

2-70 

2-3 

15-2 

6-60 

0-38 

0-32 

0-84 

2b 

0-70 

0-82 

M7 

7-8 

15-2 

1-95 

0-38 

0-32 

0-84 

4a 

0-49 

0-9.5 

1-94 

.5-7 

18-8 

3-30 

0-45 

0-37 

0-82 

4b 

0-8.5 

0-9.5 

1-12 

9-8 

18-8 

1-92 

0-45 

0-37 

0-82 

la 

0-36 

105 

2-90 

6-0 

240 

4-00 

0-52 

0-45 

0-87 

ic 

0-88 

1-05 

1-19 

10-4 

24-0 

2-30 

0-52 

0-45 

0-87 

1 

1-80 

2-35 

1-30 

16-0 

.30-0 

1-88 

0-90 

Oil 

0-86 

18 

17-8* 

17-6 

0»9 320 0 230 0 

* Max. at 610m^. 

1-09 

7-40 

610 

0-83 


The results confirm the deductions made in the introduction. After maximum 
absorption obtainable by oxidation with air was reached the A^eis/^eoam/i ratio 
varied from 1-05 to 1*30. Unoxidized oils gave ratios from 1*74 to 2*9. One 
potent oil gave 0*99, probably because there was much less saponifiable matter in 
relation to the amount of chromogen, as the ultra-violet absorption showed that 
losses during preparation had not been excessive. 

For reasons already explained, the ratio between the blue values was higher, 
ranging from 1*67 to 2*3, in the oils where maximum obtainable absorption had 
l)een reached. For unoxidized oils the range was 2*7 to 6*6. Oil No. 18 was an 
exception, as the properties of this oil approached those of a concentrate. 

The figures are by no means unique, and are included merely to demonstrate 
that the relation between the blue values and 603 - 618 m/i absorption of oils and 
their concentrates varies considerably, not only in the case of unoxidized oils, 
but also for oils in which maximum absorption obtainable with air had pre- 
sumably been reached. Apart from one oil of exceptionally low pottmey, the 
ratio between the ultra-violet absorption of the oils and the concentrates is 
constant within the limits of error of the method of determination and is in 
close agreement with the ratio demonstrated earlier by one of us [Notevarp, 
1935]. The small loss of chromogen during preparation of the unsaponifiable 
fraction should therefore be approximately constant. 

From these facts it must be concluded that there is no constant relation 
between the blue values, measured either optically or spectrographically, of oils 
and those of their concentrates when the or^nary reagent is used. For frc«h oils 
strong inhibition makes the values much too low; the inhibition can be sub- 
stantially reduced by oxidation with air, but even when maximum values have 
been reached by tiiis method the fact that the concentrate values are definitely 
higher than the oil values shows that inhibition still exists, while the variations 
in the ratios demonstrate that no well-defined part of the inhibition is removed. 
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If, therefore, the 603/618m/x absorption is caused by vitamin A, we have 
further evidence of the view put forward in Part II of these studies, that the blue 
value as ustially determined is not a true indication of the vitamin A potency of 
cod liver oils, even when the facts set out in Part I of these studies are taken into 
consideration. 

If maximum absorption resulting from oxidation by air has been reached, 
however, and in Part II of these studies it was shown that this is probable in a 
majority of cases, the error is not much greater than the inherent inaccuracies of 
the blue value determination, a further explanation of the comparatively reliable 
blue values obtained in routine assays. 

The relation between oil and conceMrate absorptions using 
oxidizing reagent 

Oils of low potency, corresponding blue values were 

determined for cod liver oils using the oxidizing reagent containing 0-1 g./l. 
bromine described in Part II of these studies. 

The oils were in various stages of oxidation and ranged from quite fresh ones 
to slightly rancid ones (oil 15). The results are recorded in Table II. 


Table II 


Linear B.v. 

Oil ~ , ^ 


no. 

^eoam/i 

hnittiTfx 

Ratio 

Oil 

(^onc. 

Ratio 

Oil 

Conv, 

Ratio 

15 

0-32 

0-26 

0*82 

2*9 

4*9 

1*69 

019 

0*10 

0*53 

2 

()-94 

0-82 

0*87 

11*0 

17*5 

1*59 

0*38 

0*32 

0-84 

19 

im 

104 

0*98 

12*4 

20*2 

1*03 

0*40 

0*30 

0*90 

\h 

1-32 

M5 

0*85 

15*0 

24*2 

1*61 

0*52 

0*45 

0*80 

20 

1-60 

1*52 

0*95 

21*0 

35*0 

1*($0 

0*0] 

0*56 

0*92 

21 

1-80 

1-65 

0*92 

24*2 

39*0 

1*62 

0*72 

0*04 

0*89 


Average ratio 0*90 103 0*88 


The average ratio between for for concentrates was about 

the same as the average ratio between Sflosm/n with about the same 

deviations from the average in the two cases. (Oil No. 15 was not included in the 
average for ultra-violet absorption ratio, as there was reason to bcilieve that the 
value obtained for this oil was too high owing to the presence of substances other 
than vitamin A). The blue value ratio, as would be expected, was higher 
(average 1-63), with about the same deviations as the other ratios. This shows 
that when the bromine reagent is used there is a definite relation between the 
8 bCl 3 reaction values for oils and their concentrates, corresponding to the well 
known relation between the ultra-violet absorption values. The eflect of prepara- 
tion of the concentrates is a loss in J^eoa/eism/* about 10 %, together with a 
shifting of the band ; these two effects together determine the blue value ratio, 
according to the relations discussed in Part I of these studies. 

Oils of potency above the average. Throe cod liver oils of potency considerably 
above the average were measured by means of the bromine reagent. Unfortu- 
nately no fresh samples were available, as cod liver oils of such potency are 
scarce and are only available when oils from single livers are prepared. The results 
are recorded in Table III. 

The first two oils showed lower -Beoa/eoom/it than values, indicating that the 

inhibition by the rancid oil was not completely removed. The most potent oil 
showed the usual relation, while the blue value ratio was considerably lower than 
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for less potent oils. This is because the absorption band was no longer at 603 m/x, 
but had moved to 606 m/x, indicating that the properties of the oil were approach- 
ing those of a concentrate. 

Table III 


Linear b.v. Ambdiu 

A -A 


Oil 

no. 

cfCOHm/e LI 

Ratio 

oiT 

Cone. 

Ratio 

OiT 

CV)nc. 

Ratio 

17 

4-5 

5*3 

117 

51 

84 

1()4 

20 

1-7 

0-85 

16 

13-4 

16*2 

M3 

190 

296 

1-55 

5-5 

4-7 

0-85 

18 

190 

17-6 

0-93 

300 

350 

M7 

7*4 

61 

0-83 


Shifting of the band from 60S to GlSmfjL 

No experimentally proved explanation of the shifting of the main absorption 
band of the SbClg reaction from 603 to has come to our notice. The 

occurrence of vitamin A in an esterified form in oils, and as a free ahohol in 
concentrates, may he an explanation, while we ours(0ves have ascribed the 



Fig. 1. Alteration in wave length with inoroasing 


0-3t) 


QQ 


(H2 




100 

E 


200 


Fig. 2. Alteration in Y/B ratio with incrc^asing 




Fig. 4. Alteration of E for b.v. =6 
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siting to the change in the solvent effected by the unsaturated glycerides of the 
oils [Notevarp & Weedon, 1936]. If the latter explanation is correct, the 
maximum should move gradually towards 618m/x with rising IS? values. 



No. times 


Table IV 

Ratio 



Oil no. 

fortified 


m/ii 

riB 



15 

— 

0*32 

603 

0*12 

6*5 

0*90 

15 

21 

5-30 

605 

0*16 

6*8 

0*84 

15 

101 

2400 

607 

0*27 

8*6 

0*64 

17 

— 

4-50 

604 

0*13 



— 

17 

41 

200 00 

616 

0*36 


— 

16 

— 

13*40 

605 

0*12 

7*2 

0*80 

16 

11 

163*00 

614 

' — 

— 

— 

18 

— 

19*00 

606 

0*14 

8*9 

0*61 

18 

2 

3500 

609 

0*26 

10*0 

0*52 

14 

(halibut) 

— 

170*<X) 

615 

— 

— 

— 


As an experimentally proved explanation would seem to be of interest, both 
theoretically and as a basis for a better understanding of the relation between 
the blue value and chromogen content of oils, wc have measured absorption, 
location of bands and blue values of oils and of the same oils fortified with their 
own concentrates, using the bromine reagent. We have also measured the ratio 
of yellow to blue matching in the Tintometer, as this indicatc^s the location of 
the band, while on the other hand the relation between this ratio and the 
location of the band is unknown. 

The results have been collected in Table IV together with the E values corre- 
sponding to a blue reading of 6, shown graphically in Figs. 1 and 2, 3 and 4. In 
Fig. 1 are also shown some values obtained by using the ordinary reagent. 


Discussion 

Comparison of the three methods for the determination of vitamin A in oils 
and their concentrates, i.e. blue value, absorption of SbClg blue solution and 
ultra-violet absorption, shows that with the ordinary reagent there is in all cases 
definite inhibition of the SbCl^ reaction with oils, making absorption values and 
consequently blue values too low. The degree of inhibition varies for differtmt 
oils, even when the major portion of the inhibiting factors has been removed by 
oxidation with air. This suggests strongly that although the blue value of oils 
obtained by the use of ordinary reagent in a majority of cases gives a good indica- 
tion of the vitamin potency, the varying degree of inhibition is a source of error 
which cannot be controlled when such reagent is used, and may, in the case of 
fresh oils, lead to very considerable errors. 

With the use of the bromine reagent the relation between the absorption of 
SbClg blue solutions of oils and their concentrates is constant within the limits 
of error of the determinations for normal oils of low to medium potency and is 
the same as the corresponding relation between the ultra-violet absorptions. For 
such oils, therefore, the inhibition of the band is practically completely 

removed, consequently the ratio between the blue values is constant and about 
1*6, in accordance with the conclusions reached in Part I of these studies. 

The values for three oils of higher potency do not allow a very definite 
interpretation, probably because the oils were of uneven freshness. A considerable 
portion of the inhibition must have been removed, but although /E^^^ 
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is still above 1 for two of the oils, the b.v. ratio is about the same as for ordinary 
oils with an E ratio of about 0*9. Complete removal of the inhibition would there- 
fore have resulted in a lower b.v. ratio indicating shifting of the bands towards 
618mfi. This is in fact the case with the third oil, where the E ratio is normal. 

Table IV and Figs. 1-4 throw light on the mechanism of the shifting of the 
band from 603-61 8 m/x. A greater number of determinations would have l)een 
desirable, especially as the accuracy of determination of both wave-length of the 
maximum absorption and Y : B ratio is not very great. Nevertheless, the values 
shown demonstrate that there is a continuous change in both wave-length and 
Y : B ratio with rising E values. 

The shifting of the band is therefore due to some gradually changing in- 
fluence, most probably the concentration of the glycerides, as we have suggested 
earlier. There should therefore exist a simple mathematical relation between the 
distance the band has moved, AA (in m/x), and the concentration of glycerides, 
which again is inversely proportional to the chromogen concentration, i.e. to E, 
Such a rtdation would be of a tangential tyjK-. In Fig. 1 the curve corresponds 


to a function 


E^mtg 6AA 


wIktc 6AA is expressed as degrees. As AA can vary from 0 to 15, the function 
varies from 0 to oc^. It will be seen that the measured values are grouped 
sufiiciently close around the curve to make the simple tangential relation 
highly probable. 

Although the three other figures contain only a small number of values, they 
nevertheless show that for E values somewhere^ about 50, or, according to Fig. 1, 
for maximum wave-lengths above 610m/i, the YjB ratio and the Ej^ y „f.E ratio 
approach those of a concentrate. This means that if insignificant inhibition of the 
main band is assumed, linear blue values above 5-600 should be proportionate to 
the content of chromogen, as is the cam? with concentrates. 

The curve obtained with the ordinary reagent in Fig. 1 indicates that the 
shifting of the band is more rapid than when the bromine reagent is used. On 
the other hand, the ordinary reagent involves the inhibition which is removed by 
the bromine ; the picture is thus complicated and it would seem of little interest 
to study this relation closer. 

Summary 


By measurements of the SbClg absorption of oils and their concentrates with 
the ordinary non-oxidizing reagent, no definite relation was found between oil 
and concentrate absorption and blue values, even when maximum absorptiop of 
the oils by oxidation with air had been reached. The oil absorption values were 
lower than those of the corresponding concentrates, indicating that there re- 
mained inhibiting factors in varying amounts. 

When the bromine reagent was used the relation between oil absorption and 
concentrate absorption values was constant for normal oils, and corresponded 
closely to the relation between the ultra-violet absorption values. The blue value 
ratio was also constant, but in accordance with the facts set out in Part I of 
these studies the blue values of the concentrates were higher than those of the 
oils. 

Bromine reagent would therefore appear to eliminate the difference between 
the SbCls-reaction with oils and their concentrates except the shifting of the 
absorption maximum. If the laws governing the latter are known, there should 
be no reason to isolate the unsaponifiable matter to obtain a reliable blue value 
for normal oils. 
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Measured values for the relation between wave-length and E indicated that 
there is a continuous movement of the band from 603 m/x towards 618 m/n with 
increasing E, If the shifting is caused by the concentration of glycerides the 
shifting should follow a tangential function; this is shown to be probable. The 
ratios between yellow and blue matching and the E value for a blue reading 
equal to 6 probably also change continuously. The curves found for all relations 
show that the properties of a concentrate are approached from about £ = 50; 
above this value, therefore, the linear blue values should be proportionate to the 
chromogen content. 
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CCXVIL THE PROTEOLYTIC ENZYMES 
OF SPROUTED WHEAT. Ill 

By JAMES DENIS MOUNEIELD 
From the College of Technology, University of Manchester 

{Received 18 July 1938) 

In two previous communications the author [1936, 1, 2] has described the chief 
properties of the proteinase and dipeptidase found in aqueous extracts of 
sprouted wheat. The present jiaper is a continuation of these studies and deals 
])rimarily with the action of the proteinase on gedatin, ovalbumin and on the 
principal proteins of wheat, namely, gUadin and glutenin, both separately and 
in the form of gluten. 

Experimental 

The Sorensen method of formaldehyde titration in two stages, (a) and (6), 
again formed the basis of investigation, enzyme activity being recorded in terms 
of NI20 NaOH increase. 

Substrates. The gluten, gliadin and glutenin used as substrates were prepared 
from a sample of untreated Canadian flour. The gluten was obtained from a 
dough made by mixing 100 g. flour with 55 ml. tap water. The dough was first 
immersed in tap water at 18^" for 1 hr. and was then kneaded under a stream of 
tap wat(T until all starch, etc, had been removed. After a final washing in dis- 
tilled water and the removal of surplus watt'r the gluten mass was cut into small 
pieces and mixed with sufficient i\r/5 acetic acid to yield a final gluten concen- 
tration of 10%, allowance being made for the watcT retained by the gluten. 
This water content was determined by drying a sample for 24 hr. at 100'". 
(dutt'n, of course, consists almost entirely of gliadin, glutcmin and water, the 
two proteins together forming about 34% and the water about 66% of the 
mass, although small amounts of lipins, mineral matter etc., remain firmly 
adherent. 

The gliadin and glutenin were prepared simultaneously by a modification of 
methods proposed by Troensegaard [1931] for gliadin and by Damodaran [1931] 
for glutenin. Wet gluten, obtained as described above, was cut into small pieces 
and the gliadin extracted by several changes of 70% ethyl alcohol at 28 ^ The 
dissolved protein was precipitated by concentration of its solution under reduced 
pressure at 30° and purified, firstly by treatment with ether to remove fats, lipins 
etc,, secondly with distilled water to remove mineral matter etc., and finally 
by re-solution in 70% alcohol and precipitation by concentration again. De- 
hydration with alcohol in gradually increasing concentration up to absolute 
alcohol completed the process. 

Treatment of the air-dried residue from the gliadin extraction with 0-2 % 
NaOH yielded a solution of glutenin wliich was precipitated by adjusting the 
pH to 6‘8~7'0 (the isoelectric point of glutenin) by addition of acetic acid. The 
precipitate was purified by repeated dissolution in 0-2 % NaOH and subsequent 
precipitation with 0-4% acetic acid at pH 6-8*-7-0. The protein precipitate was 
washed with distilled water by decantation until free from acid, then with 
absolute alcohol and finally with ether. Both preparations were thereafter kept 
in vaeuo over PjOg. 
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Results 

Determination of "pH optimum for gelatin. A freshly prepared 10 % aqueous 
solution of Gk)ld Leaf gelatin was used as substrate. The corrected curve shown 
in Fig. 1 has an optimum at pH 6‘1. In the same figure are included the experi- 
mental test and control curves from which the corrected curve was calculated 
by difference. The control curve was determined on mixtures containing buffers 
and enzyme extract only. 



Fig, 1. Effect of variation in pH on gdatin hydrctmin. (bnc. of gelatin in reaction mixtures: 2*0%. 

Enzyme dilution 2:7. Mjl acetate, Mjl KH 2 P 04 'Na 0 H anti Mjl KjHV 04 *Na 0 H buffers. 

Titres as ml. A720 NaOH per 5 ml. sample. Reaction 4 hr. at 40^ > Acetate buffers. 

0 KH2l*04*Na0H buffers. ® K2HP04-Na0H. + (’-ontrol curve, x (’orrected curve. 

Fig. 2. Effect of variation in yH on gluten hydrolysis. Cone, of gluten in reaction mixture; 3-0%. 

Enzyme dilution 2:7. Mil potassium phosphate-NaOH buffers. ©Test curve. ® Cor- 
rected curve. X (Control curve. 

Actim of proteinase on ovalbumin. Over the range covered by acetic acid- 
sodium acetate buffers (pH 3*75-6-7) no increase in titre above that of the 
control value was observed after 4 hr. at 40*^. This result was confirmed after 
4 hr. and 24 hr. respectively, at 40® by Harris’s [1923] method of titration in 
85% alcohol using thymolphthalein as indicator. As substrate, a filtered 5% 
solution of dried egg albumin (Merck) in iV/5 acetic acid was used. 

Determination of pH optimum for gluten. The effect of variation in pH on 
gluten hydrolysis by wheat proteinase was determined after 4 hr. at 40®. The 
results in Fig. 2 show that the corrected curve has an optimum range of pH 5-6- 
6-4, with a mean value of pH 6. All reaefiion mixtures contained a considerable 
amount of precipitated gluten proteins. 

Effect of NaCl on gluten hydrolysis. In view of the inhibitory effect of certain 
concentrations of NaCl on edestin hydrolysis by wheat proteinase [Mounfield, 
1936, 1, Fig. 7], parallel experiments were conducted at pH 6 with gluten (final 
cone. 2-4%) as substrate. With increasing con<5entrations of NaCl up to 0-26 Af 
the difference from the control value without salt did not exceed 0-04 ml. 
N /20 NaOH which is below the limit of experimental error. As in the preceding 
experiment all reaction mixtures contained a curdy white precipitate of gluten 
proteins, the amount of which was not, however, increased by increasing salt 
concentration. Sodium chloride up to 0-25 Af is therefore without influence on 
gluten hydrolysis by wheat proteinase. 
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Relation between initial reaction velocity and gluten concentration. Variation 
in gluten concentration produced the results indicated by the upper and lower 
lines in Mg. 3. The increases for total titre (a +6) and titre (h) did not bear a 
constant ratio to each other as expected and both are therefore reproduced in 
the figure after deduction of control values without gluten. With increased con- 
centration of gluten there was a corresponding increase in the amount of pre- 
cipitate in the reaction mixtures. 



Fig, 3. Effect of ffluten roncentration. Enzyme dilution 2 : 7. J/,7 potassium phospliatf-NaOH 
buffer at pH 6. Heaction 4 hr. at 40^ @ Total titre without cyanide, x Titre (i*) without 
cyanide. 0 Titre with cyanide. 

Fig. 4. Effect of edeatiii concentration. Enzyme dilution 2:7. .If ,7 acetate buffers at pH 4*1. 
@ Total titre without cyanide. « Titre (6) without cyanide. 0 Total titre with cyanide. 
A Titro (ft) with cyanide. 

The curve for titre (/>) reaches a maximum at a gluten con(i(*ntration of 
approximately 1*5% whereas the curve for total titn* continues to rise over the 
whole range of substrate concentration examined. 

Relation between initial reaction velocity and, edestin concentration. The effect 
on proteinase activity of variation in edestin concentration differs to some extent 
from that obtained with gluten as substrate. The ratio betwetm the increases in 
total titre and titre (b) (see Fig. 4), is almost constant throughout at 2 : 1. 

Effect of NaCN on hydrolysis of edestin at varying concentrations of the latter. 
Increases in titre in the presence of cyanide may conceivably be due to a more 
complete hydrolysis of the cleavage products rather than to a simple acceleration 
of reaction velocity. Data which appear to throw some light upon this problem 
were obtained by redetermining the curves showing the effect of edestin con- 
centration on proteinase activity in the presence of a constant concentration of 
cyanide, i.e. 0-01 JIf (see Fig. 4). The curves for total titre and for titre (b) in 
the presence of cyanide are proportionately higher in both cases than are the 
corresponding curves in the absence of cyanide. 
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Influence of cyanide upon proteinase actitdty vising gluten as substrate. The 
addition of cyanide to mixturea containing gluten as substrate caused no 
activation of the wheat proteinase as measured by increase in total titre. There 
was, however, some alteration in the ratio of titre (a) to titre (6) : the latter was 
increased slightly at the expense of the former, total titre remaining the same as 
in the absence of cyanide. The middle line in Fig. 3 represents the effect upon 
titre (6) of a constant concentration (0-01 M) of cyanide when the concentration 
of gluten is varied. 

Effect of cyanide on control values. During the determination of control values 
(without added substrate) in connexion with the foregoing cyanide experiments 
it became evident that at certain pH values the cyanide caused not only a 
small but definite increase in total titre over and above the corresponding 
control value* without cyanide but also an appreciable alteration in the ratio 
titre (a) to titre (6). The normal control mixtures consisted of enzyme extract -f 
buffer, with water in place of substrate solution : the cyanide controls contained 
NaCN to a final concentration of 0*01 M. In Table I arc presented a few typical 
values for titres (a) and (6) at different pH values with and without cyanide. 

Table I 


pH value 


411 

5-23 

C-02 

715 

8-08 

Without 

cyanide 

Titre (a) 
Titre (b) 

002 

0-08 

002 

010 

001 

0-20 

002 

0-29 

0-02 

0-27 


Total 

010 

012 

0-21 

0-31 

“"0‘29 

With 

cyanide 

Titre (a) 
Titre (6) 

0-00 

Oil 

000 

014 

-004 

0-28 

-0*08 

0*44 

- 0*09 
0*40 


Total 

Oil 

014 

0-24 

0*36 

0*35 


The influence of cyanide is first to produce a slight increase in total titre 
and secondly to enlarge titre (6) at the expense of titre (a). Both these changes 
are more pronounced at the more alkaline reactions. 

Action of wheat proteinase on gliadin and glutenin. Gliadin and glutenin 
prepared in the manner already outlined do not appear to be affected to any 
great extent by wheat proteinase. Over the range pH 3-75-8*2 no increases in 
titre greater than those of the control could be detected except at about pH 5. 
At this point a slight optimum was discernible in the case of gliadin. Substrate 
concentrations of 2*0% in N 15 acetic acid were employed. Doubling the con- 
centration of protein produced no further effect upon the titre increase. These 
results were confirmed on four occasions with separate preparations of gliadin 
and glutenin. 

In view of any possible modification of the glutenin by the NaOH used in its 
preparation the action of wheat proteinase was determined on a sample of 
glutenin prepared as already described with the exception that solution in 
0‘2 % NaOH and precipitation with 0-4 % acetic acid were omitted, the air-dried 
residue being simply dehydrated with increasing concentrations of alcohol. The 
proteinase was found capable of attacking this substrate and although the extent 
of scission was by no means as great as in the case of gluten it was sufficiently 
great to reveal a slight optimum at approximately pH 6-5. 

Disoitssion 

The investigation of the effect of wheat proteinase on proteins other than 
edestin reveals a somewhat unexpected range of specificity. Gelatin and gluten 
are readily attacked whereas ovalbumin and the constituent proteins of gluten— 
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gliadin and glutenin — are not. Gelatin shows an optimum at pH 5-1 (see Fig. 1), 
a value which is close to the isoelectric point of the protein, pH 4*9 [Pauli & 
Modem, 192f5]. Papain [Willstatter et al. 1926], yeast proteinase [Willstatter & 
Grassmann, 1926] and malt proteinase [Liiers & Malsch, 1929] also attack 
gelatin optimally at pH 5. These facts suggest that plant proteases, generally, 
hydrolyse the unionized form of gelatin. 

It will be observed from Fig. 1 that phosphate used as buffer has a slight 
retarding influence on the rate of proteolysis. The phosphate curve is, however, 
parallel over its whole range with the acetate one. The importance of the control 
curve correction is made particularly manifest in Fig. 1, an apparent optimum 
of pH 6 being reduced thereby to one of pH 5-1. It should be borne in mind, 
however, that the use of the correction curve (obtained from mixtures of buffer 
and fn^sh enzyme extract only) is based on the assumption that on the addition 
to the control mixture of another substrate such as gelatin the latter will not be 
preferentially attacked by the pniteinase, an assumption which may not be 
entirely justified. 

The behaviour of wheat proteinase towards ovalbumin finds again a parallel in 
the behaviour of papain [Willstatter & Grassmann, 1924], yeast proteinase [Grass- 
mann & Dyckcrhoff, 1928] and malted barley proteinase [Linderstrom-Lang & 
Mill, 1929] towards this substrate ; in no instance is the native protein hydrolysed. 
The albumin is however attacked by yeast proteinase which has been activated 
by cyanide while th(‘ denatured protein is degraded by papain without cyanide 
activation [Willstatter et aL 1926]. The above evidence of absence of hydrolysis 
of ovalbumin was secured either by alcohol or formaldehyde titration of the end 
products of hydrolysis. On the other hand, by measuring the disappearance of 
substraU*, as indicated by the loss of coagulability of the ovalbumin, Hopkins & 
Kelly [1931] were able to demonstrate an optimum of pH 3*3-3-6 for the action 
of malt<Hi barley prot(»inase on the native protein. It is conceivable that the 
chemical cdianges aceompanjdng the loss of coagulability are not of sufficient 
magnitude to influence a formaldehyde or alcohol titre. Northrop [1922], for 
<*xample, obtained different results on measuring the effi»ct of substrate 
concentration on the trj^ptic digestion of casein according to whether 
he measured the rat<* of disappearances of casein or that of amino-nitrogen 
liberation. 

From the (curves in Fig. 2 it is clear that wheat gluten is acted upon by the 
proteinase present in aqueous extracts of sprouted wheat, the reaction having 
an optimal range of pH 5-6-6*4 with a mean value of 6*0. This figure is slightly 
to the acid side of the isoelectric points of gliadin and glutenin as reported .by 
Tague [1925], who found a value for gliadin of pH 6*5 and for glutenin of pH fl-S- 
7*0. The choice of gluten as a substrate is of course opcm to criticism: gluten is 
neither a pure protein nor simply a group of proteins. It contains in addition to 
gliadin and glutenin small quantities of fats and lipins, carlx)hydrate, mineral 
matter etc, A typical analysis of dried gluten is given below [Norton, 1906] : 


Fat or ether extract 

4-20 

Carbohydrate 

9-44 

Fibre 

202 

Mineral matler 

2-48 

Gliadin 

3900 

Glutenin 

3507 

Globulin (10% NaCl extract) 

a7.> 


99-05 
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Gluten WEB nevertheless employed as such, firstly on account of its unique position 
among proteins, secondly, because it is presumably the natural substrate for 
wheat proteinase, and thirdly, on account of its considerable technical import- 
ance. That the results shown in Fig. 2 are due to hydrolysis of the principal 
gluten proteins and not to the decomposition of concomitant substances such as 
fats and lipins is proved by the method of their determination: increases in 
titre (6) by formaldehyde titration can be due only to the formation of amino- 
acids or closely related compounds. Further, although there arises the possibility 
of the hydrolysis of other proteins such as wheat globulin or leucosin which 
remain in the mass of gluten, nevertheless the extent of this hydrolysis could 
have but little influence upon the final result on account of the extreme dilution 
of these proteins in the final mixtures. For example, assuming the amount of 
globulin in the sample of dry gluten used in the present experiments to have 
been 7 %, the concentration of the globulin in the final reaction mixtures could 
not at any time have exceeded 0*21 % . This corresponds to a final crude glutcm 
I)ercentagc of 3. If then the curves in Fig. 3 are assumed to be the outcome of, 
say, wheat globulin hydrolysis, then not only are titre increases of considerable 
magnitude obtained at substrate concentrations of 0-21 % but appreciable 
increases still accrue at concentrations as low as or even lower than 0*007 % 
(corresponding to a gluten percentage of 0*1). Judging from the data obtained 
with edestin and gelatin such an interpretation is highly improbable. 

Gluten hydrolysis by wheat proteinasti does not appt'ar to be affected by 
sodium chloride in concentrations up to 0*25 jM, nor is the amount of substrate 
precipitate present in each mixture increased by the salt addition. Edestin, 
on the other hand, is precipitated by sodium chloride in acid solution and the 
rate of hydrolysis of edestin in the prc^sence of this salt has been shown to 
depend upon the amount of protein remaining unpnunpitated [Mounfield, 
1936, 1]. The apparently obvious explanation that by precipitation the edestin 
is removed from the sphere of activity of the enzyme cannot, however, be 
accepted as the sole reason for the inhibitory effect, since precipitation of edestin 
can occur in certain mixtures containing acetate buffers only, particularly at 
about pH 6, without an equivalent reduction in rate of hydrolysis [Mounfield, 
1936, 1, Fig. 1]. The edestin precipitated in sodium chloride solutions does not 
therefore apptiar to be identical with that formed by simple adjustment of an 
edestin solution to its isoelectric point. This suggests the formation of an 
edestin-sodium chloride complex which is not attacked by the proteinase. That 
the latter enzyme is capable of directly hydrolysing precipitated substrate is 
proved still further by the experiments on the relation between initial reaction 
velocity and gluten concentration. At all concentrations from 0*05 to 3*0 % the 
gluten appeared to be completely precipitated, yet with increase in gluten con- 
centration there was continued increase in total titre (see Fig. 3). 

Figs. 3 and 4 depict the results of parallel experiments on the variation in 
initial reaction velocity with substrate concentration using gluten and edestin, 
respectively. In the case of gluten the titre (6) curve reaches a limiting value at 
a substrate concentration of approximately 1'5%, while for edestin the curve 
becomes almost horizontal at approximately 2% substrate. The latter curve 
was published in an earlier communication [Mounfield, 1936, 1] but is here 
reproduced for convenience in reference. The substrate concentration at which 
half the limiting velocity is reached should be numerically equal to the Michaelis 
constant, , a characteristic of the enzyme. For edestin this has already been 
reported as occurring at about 0-05 % . IVom Fig. 3 the value for gluten is seen 
to be approximately 0*26 % although in view of the complex nature of this 
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substrate and the probable interference of dipeptidase activity (see below) the 
precise meaning to be attached to this information is rendered (jven more obscure 
than in the case of edestin. 

The curve in Fig. 3 showing increase in total titre (a-f fc) with variation in 
substrate concentration does not run parallel with that for titre (6), the ratio 
titre {a) : titre (b) increasing with increasing substrate concentration. In Fig. 4 
however the curves for total titre and titre (b) approximate more closely in 
shape, the ratio total titre : titre (6) being almost constant at 2 : 1. In neither 
case is a limiting value reached within the limits of the experiment. 

In this connexion it should be borne in mind that titrti (b) represents prin- 
cipally the increase during hydrolysis in amino-acid-N together with a portion 
of the polypeptid(i arnino-N while total titre includes also that portion of the 
polypc^ptide amino-N not measured in titre (b) and also any carboxyl groups 
liberated, for example, by ester scission [Richardson, 1934; 1935; Griinhut, 
1919]. Ester scission is unlikely in the present instance and in any case would 
be very largely eliminated by the deduction of control values so that increases in 
titre (a) or titre (h) may safely be assumed to result from hydrolysis of protein only. 

Now the mean pK' of most peptides is about 8-3 while that of amino-acids 
is alxjut 9*6 [Richardson, 1934] so that pt^ptide formation alone (if such should 
occur) would lead to increases in both titre (a) and titre (6). Amino-acid production 
on the other hand would result in increase in titre (6) without appreciable rise 
in titre (a). The distinction is of courses by no means qiiantitative but merely 
indicates a timdency. The hydrolysis therefore of, say, glycylglycine (pA’’' = 7-75) 
to glycine (piL' = 9*75) or of leucylglycine (pA'==7-83) to glycine and leucine 
(pA' = 9 f)) should cause a decrease in titre (u), a comparatively large increase in 
titre (6) and a small increase in total titre. These changes were observed experi- 
m(*n tally and arc discussed l>elow. 

Thus the continued rise in total titre with increasing substrate concentration 
in Fig. 3 after titr(» (b) has attained an almost constant value suggests at first 
sight a continuance of polypeptide formation after amino-aeid production has 
reached its maximum. Whether or not this be due to the activities of more than 
one enzyme it is difficult to state? with certainty. In the gluten experiment with 
reaction conditions at pH. 6 it is however probable that the proteinase and dipep- 
tidase are active simultaneously, in which case a constant ratio between total 
titrci and titre (6) cannot be expoctc^d. It is possible also for the dipeptidase to 
reach saturation point at a lower percentage of substrate than does the pro- 
teinase. In the case of edestin the reaction conditions (pH 4-1) would almost 
immediately cause the destruction of any di|)eptidase. 

It is therefore highly suggestive to discover that in this coniu'xion there is 
no disturbance of the balance bt?tween polypeptide and amino-acid productions 
when edestin concentration is increased. There is an almost constant ratio 
between total titre and titre (fc) (see Pig. 4), so that if produced the two curves 
should become horizontal at the same point. The activities of a single enzyme, 
namely, wheat proteinase, thus appear to account for the relevant facts. 

The activation of wheat proteinase by cyanide using edestin as substrate has 
already beon described [Mounfield, 1936, 2]. According to the hypothesis of 
Bersin [1933] and co-workers cyanide activates by reducing the S — S linkage of 
the inactive oxidized form of the enzyme to the SH form. This merely has the 
effect of mcreasing the quantity of active enzyme so that the course of any given 
proteolysis should not thereby be altered except in velocity. This reasoning is 
supported by the results of the experiments on the effect of cyanide on the 
relations between edestin concentration and initial reaction velocity (see Fig. 4). 
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The ratio total titre ; titre (6) with cyanide is almost identical with the corre- 
sponding ratio without cyanide, namely, 2 : 1 in each case. This indicates quite 
clearly that cyanide caused no disturbance of the equilibrium between poly- 
peptide and amino-acid production. The cyanide merely elevates both total 
titre and titre (6) curves to proportionate extents and does not induce a more 
complete hydrolysis of the split products. 

The inability of cyanide to effect an increase in the rate of hydrolysis of 
gluten as measured by increase in total titre (see Fig. 3) is somewhat surprising 
since in most other respects this substrate l>ehaves similarly to edestin. It 
is unusual to find that activation by cyanide depends \ipon the substrate. It is 
possible that the mechanism of attack by the enzyme is different in the case of 
gluten or it may be that tHb method of preparation of the substrate jKjrmits 
the introduction into the reaction mixture of reducing substances which com- 
pletely activate the proteinase and render the cyanide ineffective. 

Another explanation however presents itself. Since proteins most probably 
contain the S-^ and SH type of linkages it is conceivable that they also are 
affected by cyanide in much the same manner as papain and related enzymes 
are considered to be affected. Such an assumption would explain not only the 
dependence of activation upon choice of substrate (gluten for example might be 
regarded as a fully '‘activated” protein, the addition of cyanide causing no 
further modification or increase in susceptibility) but it would also form the 
basis of a rational explanation of the extension of the range of sp('cificity 
exhibited by cyanide-activated papain, cathepsin and yeast proteinase. A(?- 
cording to Willstatter & Grassmann [1924J imtreated papain attacks only 
gelatin, denatured albumin and x)os8ibly peptones whereas aft(‘r activation 
native albumin, histones, protamines and even certain tripeptides are included 
within its range of substrates. An almost identical widening of substrate range 
occurs with cathepsin [Waldschmidt-Leitz et al, 1929] and yeast proteinase 
[Grassmann & Dyckerhoff, 1928]. Instead, therefore, of supposing that the 
enzyme is the activated component it is equally reasonable to consider the pro- 
tein as being “activated” or rendered more susceptible to attack. Indeed, both 
enzyme and substrate may be affected in this way. 

In spite of its inability to affect the increases in total titre in th(* gluten 
experiment cyanide does however cause a small but definite inenjase in titre (6) 
and a corresponding reduction in titre (a) (see Fig. 3). In accordance with the 
argument outlined above this disturbance in the equilibrium suggests that the 
quantity of amino-acid is augmented by a more complete hydrolysis of peptide 
linkages brought about in all probability by cyanide activation of the dipeptidase. 
That such is still possible to a small extent at pH 6 has already been demon- 
strated [Mounfield, 1936, 2]. Support is gained for this view from the data 
cited in Table I. In the absence of all substrate except that naturally present 
in the sprouted wheat extract by virtue of its method of preparation (probably 
wheat globulin and leucosin together with peptides etc.) slight activation by 
cyanide as measured by increase in total titre is again observed. Further, the 
same depression of titre (a) and increase in titre (6) is evident. The phenomenon 
is absent below about pH 5*5 but is prominent tetween pH 7 and 8 a range 
which covers the optimum for dipeptidase activity, to which the effect is no 
doubt due. The middle line in Fig. 3 is of course plotted from values obtained 
after deduction of such controls carried out in the presence of cyanide. Reference 
has already been made to the fact that precisely similar results were recorded 
during the measurement of the hydrolysis of glycylglycine and leucylglycine by 
wheat dipeptidase. 
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An unusual feature of this work has been the almost complete inability of 
the enzymes of sprouted wheat extract to attack (dther glutenin or gliadin as 
prcjpared by the methods outlined in the introduction to this paper. In the case 
of gliadin it is true there is evidence of a slight optimum at or near pH 5 but the 
extent of the hydrolysis in no way compares with that secured with other 
substrates. Doubling the concentration of substrate was without influence upon 
the titre increase, a fact which disposes of any error which might have arisen 
through the use of substrate concentrations below saturation point. The device 
of using a mixed substrate of glutenin and gliadin in equal proportions was also 
without avail — ^there aj)pears to Ik‘ no complementary n?lation8hip l:)etween the 
two proteins in this (jonnexion. 

It has lx*en pointed out by Dakin & Dudley [1915] that contact with alkali, 
which causes racemization of proteins can render the protein molecule resistant 
to attack by prok^olytic enzymes. This might conceivably be the explanation for 
the slight increase in tlu* (‘xtent of hydrolysis of glutenin when preparc^d without 
contact with alkali, but it is certainly not responsible for the resistance shown by 
the gliadin used in those exiK'riments. 

Several possibilities suggest themselves hut none appears to offer a satis- 
factory explanation of the phenomena. In the first place it is conceivable that 
by prolonged contact with reag(*nts such as ethyl alcohol and acetic acid, 
ne(*essar>^ for their pr<q)aration, the proteins have been modified in such a wav 
as to obstruct proteolysis. This however is (contrary to commonly observed 
fads, since denaturation, coagulation and alli(‘d changes tend rather to render 
th(‘ protein structure more suscc'ptible to attack. Secondly, the nu^thod of 
preparation may have introduced substances possessing power to inhibit proteo- 
Ij^sis or, on the c»th(‘r hand, may have removed C(*rtain necessary" activators. The 
latter two .sugg<*stions off(T most promise, but so far work along these lines has 
prt»ved unfruitful. Attempts to activate with cyanid(‘, for example, have Wn 
unavailing. 

Summary 

1. Wheat proteinase hydrolyses gelatin optimally at pH 5-1 and wheat 
gluten at pH (vO but does not attack ovalbumin, and affects glutenin and gliadin 
only slightly. 

2. Amino-acid production from gluten reaches a maximum at about 1*5% 
substrate concentration whil<‘ half the maximum reaction velocity is reached at 
about 0*25% gluten. Sodium chloride is without effect upon gluten hydrolysis. 

3. The effect on initial reaction velocity at pH 4*1 of variation in edestin 
concentration is explicable on the assumption that only wheat proteinase is 
active. With gluten as substrate and reaction conditions at pH 6 the end pro- 
ducts ap|:»ear to be capable of fiirther modification by the participation of wheat 
dipeptidase in the reaction. 

4. Activation of wheat proteinase by cyanide using edestin as substrate 
merely affects reaction velocity and does not bring about a more complete 
hydrolysis of the cleavage products. 

5. No activation with cyanide is observed wdien gluten is employed as the 
substrate for the proteinase. The decrease in the ratio titre (a) : titre (b) may be 
attributed to a slight activation of the concomitant dipoptidase. 
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Yoitno cultures of B. fluorescens liquefaciens quantitatively secrete a proteinase 
into the culture modium, as was found by Virtanen & Tarnanen [1931; 1932] 
and Virtanen & Suolahti [1937]. In previous work on the proteinase of Cl. histo- 
lyticurn Weil & Kocholaty [1937] reached a similar conclusion. 

R(‘cently Maschmaun [1938, Ij reported on a bacterial proteinase (B. botu- 
Unas, B. Welchii) which lu' considers to be in the ‘'intracellularly acting pro- 
teinase of anaerobic bacteria*’, differing from the proteinase which is secreted 
by the bact(»rial cell. In a later publication on Cl. histolyticum, the same author 
[Maschmaun, 1938, 2] concludes that this micro-organism produces three distinct 
f)roteina.s(?s. These are somewhat v^aguely differentiated according to their actions 
on different protein substrates and their behaviour towards cysteine and other 
activators. Two of these enzymes are believed to be '^extracellular" in character, 
being secreted in tlie early stages of bacU'rial growth and to be indifferent towards, 
or even inhibitcMl by, cysteine and other common activators. The thiid enzyme is 
considered to be “intercellular *, and to differ from the others in its ability to 
hydrolyse clupein but not gelatin, and to be activatcnl by — »SH compounds. 
Maschmaun claims that the activation phenomena observed by us on culture 
filtrates of f 7. histolyticum are due to this intracellular proteinase, wdiich is freed 
oidy by autolysis of the bacterial cell. 

Our previous work on this micro-organism has been extended and the results 
are still at variance with the conclusions reached by Maschmaun. In cultures of 
Cl. histolyticum, both the bacterial growth and the proteolytic activity (initial 
and full^) of the cell-free bacterial filtrates, reach a maximum value within 
24 hr. after inoculation. This is true regardless of the type of medium employed 
provided thatthe latter haspHnearthe neutral point. In all cases here investigated 
it was possible to activate the proteinase by means of Fe^ * in combination <rith 
sulphydryl compounds. Thus, a proteinase activated by cysteine was found 
in filtrates from 6 hr. cultures, at a time when practically no bacterial autolysis 
had yet taken place. Similar activation was observed in filtrates prepared after 
incubation periods up to 12 days: Fe+^-cysteine likewise activated the intra- 
cellular proteinase obtained by destroying the bacteria themselves wdth a super- 
sonic oscillator. On the basis of the results there appears no justification for 
assuming a diflFerenoe between the intracellular proteinase and the proteinase 
secreted into the culture medium. 

Cell-free filtrates obtained after incubation periods ranging fiom 12 to 48 hr. 
were found to hydrolyse both clupein and gelatin. In every case activation by 

^ By initial activity is meant the original proteinase activity without addition of activator; by 
full activity is meant the activity obtained in the presence of an Fe+ + -SH activator. In the present 
work cysteine was used as the source, underconditions described by Weil & Kocholaty [19371. 
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means of Fe++-cysteine was observed. Maschmann states that the clupein- 
splitting enzyme is intracellular, and distinct from the gelatin-hydrolysing, 
ejxtracellular enzymes. But its appearance in the culture filtrates (12 hr. in- 
cubation) before appreciable bacterial autolysis has ocouned, indicates that it 
too is secreted and is probably identical with the gelatin-hydrolysing enzyme. 

When cultures of CL hiatolyticum are incubated beyond the point at which 
maximum bactc^rial growth and proteolytic activity occur (24 hr.) a fairly rapid 
decrease in the activity of the proteinase takes place. This is not due to a tempera- 
ture effect but appears to be related in some way to the autolytic processes. The 
stability of the bacteria] proteinase depends also on the type of medium employed 
in the culture. 

Expekimental 

The organism used was, as in previous work, a dissociated strain of CL hisU)- 
lyticum obtained from the American Type' Culture Collection, No. 4872 [Hooger- 
heide, 1937]. The culturing was done as previously described, with the exception 
that the time of incubation was 24 hr. unless otherwise stated [Koeholaty & 
Hoogerheide, 1938]. The medium was in every case adjusted to pH 7*4 before 
inoculation. The estimation of proteolytic activity was carried out by measuring 
the liberation of free NHg groups from a gelatin substrate by the Van Slyke 
method. All results are expressed in terms of ml. 0*1 N base equiv. NHg-groups 
liberated. Unless otherwise stated, the enzyme studies wtTe made with cell-free 
solutions obtained by centrifuging and filtering the cultures through Seitz filters. 
Bacterial counts were made as previously descrilx'd. 

Secretion of proteinase 

The relationship between bacterial growth and proteolytic activity is shown 
in Fig. 1. A horse meat broth medium (National Drug Co.) was inoculated with 
CL hiatolyticum and incubated at 37*5°. Samples were removed at intervals, 



Fig. 1. Relation between growth and proteinase secretion of Cl. hiatolyticum. AbsciHsa: hr. 
bacterial growth after inoculation. Oidinate (left side) ; proteinase activity in ml. 0*1 iV KOH . 
Ordirmte (right side) : no. of bacteria in 1 ml. x 10“». □ - no. of bacteria. O =full activity of 
Cl. hiatol^icum proteinase, x =::: initial activity of Cl. hisUdyiicum proteinase. 


filtered through Seitz filters and both initial and full activities measured. Bacterial 
counts were made at the same time. Both initial and full activities of the pro- 
teinase in the culture filtrates increased with increase in bacterial count up to a 
maximum at about 24 hr. After this a sharp drop occurred in the number of 
bacteria present and the initial and full proteolytic activities also decreased, but 
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at a slower rate. These results indicated the improbability of the proteinase being 
liberated into the medium as a result of bacterial autolysis. If such were the 
case an increase in the proteinase activity would be expected to occur after the 
24 hr. maximum. Such an increase has never been observed. The proteinase which 
is activated by Fe++-SH is already present in the filtrates 6 hr. after the inocula- 
tion, and mereases rapidly with increase in bacterial count. This is doubtless an 
example of true bacterial enzyme secretion. In contrast to this finding, Masch- 
mann claims that just this particular proteinase which can be activated by 
Fe++-SH is the “intracellular proteinase, which is liberated only by autolytic 
processes occurring afttT the death of the bacteria, and wliich makes its appear- 
ance in the culture medium at a relatively late stage of incubation"’. 

When the bact^Tia are separated by centrifuging and Seitz filtration from a 
culture which has not yet reached its maximal growth (15 hr.), it is found that the 
(;ell-free filtrate contains pratjtically the whole of the proteolytic activity. The 
bacteria themselves attack gelatin only slightly. 

Example: a KK) ml. portion of 3% neopc^ptone, pH 7-4, was inoculated with 
r/. histolyticum, and afttT 15 hr. incubation at was passed through a Seitz 
filter. One ml. of the bacteria-fre<‘ filtrate gave, in 20 hr. incubation with gelatin 
under the usual conditions, an initial activity of 1*56 and a full activity of 2-62 
(ml. 0-1 N alkali). The entire mass of bacteria removed by centrifuging and 
filtration was washed, suspended in saline and subjected to the action of a 
HUpcTSonic oscillator until cell destruction was about 80*^/^ complet(‘. The pro- 
teolytic activity of the whole mass of broken-up bactCTia, measured against 
gelatin as above was: initial, 0*26; full, 0-68. The proteolytic activity of the 
l)acterial mass w'as only about 0*3% of that of the w^hole filtrate. That the 
baotc*ria themselves do show a slight proteolytic activity may be due to the fact 
that they still contain small amounts of preformed, unsecreted proteinase. Since 
in a 15 hr. culture rapid cell proliferation is still taking place and little autolysis 
has occurred, the fact that almost the entire amount of proteinase is found in the 
filtrate is further evidence that a true sc^cretion of enzyme as expressed both by 
initial and full activities has occurred. The bacteria themselves contain a poly- 
peptidase and a dipeptidase which pass into the culture medium only on 
autolysis and which are not secreted by young cells under conditions in which 
the proteinase is secreted. This fact also supports th(‘ idea that the lattcT is 
li Unrated not by autolysis but by a truly secretory process. 

In a second, similar experiment, 41. 2% neopeptone were inoculated with 
CL hisf^lyticum and incubated at 37-5'^ for 20 hr. The bacteria were collected by 
centrifuging, washed thoroughly with physiological saline and finally suspended 
in 10 ml. saline. 1 ml. of this suspension gave an initial activity against gelatin 
of 0*98 ml., and a full activity of 1*21 ml. When tin* bacterial suspension was first 
treated with the supersonic oscillator until 80% cell destruction occurred, 
0*2 ml. gave the following activities: initial 1*31 ml.; full, 3*29 ml. Also in this 
experiment the activation behaviour of the proteinase obtained from the bactt*ria 
themselves did not differ from that previously observed for the enzyme secreted 
into the culture medium. 

If the changes occurring in the bacterial count and the proteolytic activity 
(both initial and full) in a CL hislolyticum culture are determined from time to 
time one finds, as previously shown, that a maximum occurs at about 24 hr., 
after which a steady decrease takes place. If to such an incubation mixture in 
which the bacterial count has passed its maximum and is decreasing rapidly, one 
again adds fresh sterile culture medium, the bacterial count rises and reaches a 
new maximum at 24 hr. Simultaneously both the initial and full proteolytic 
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activities of the medium also increase to a new maximum. Further incubation 
beyond this point results again in a decrease in both bacterial count and pro- 
teolytic activity. A typical experiment is shown in Fig. 2. Enzyme activities 
were determined as before, on cell-free Seitz filtrates of the culture medium. 



Fic. 2. Relation between bacterial growth and proteinase wuTPtion. Abscissa : days of meubatif>n. 
^ Oi-dinate (left side): proteinase activity in ml. 0*1 A" KOH. Ordinates (right aide): number ol 
bacteria in 1 ml. x 10-». □ -no. of bacteria. O ^ fuU activity of ( L /ns/o/yitnm proteinase. 
X -initial activity of Cl. hiMdyticum proteinase. Addition of new culture medium on the 
7th day of bacterial growth. 


Hydfolysis of clv/pBiti by prot^ifidsc, dud its dcMvotion by 

When a bacteria-free culture filtrate of Cl histolytievrn (12 hr. growth) was 
allowed to act on gelatin or clupein, both substrates were split by the proteinic. 
In each case activation of the proteinase was obtained by addition of Fc++.SH. 
Since in 12 hr. maximal bacterial growth has not nearly been reached (sw Fig. 1) 
although clupein and gelatin are decomposed by the bacU^rial filtrate, this efifeoti 
must be due to a proteinase which is secreted. After maximal growth has passed 
and autolysis of the bacteria occurs there is no increase in enzyme activity, 
either initial or full, towards clupein, as reported by Maschmann, but rather a 
decrease (Table I). 


Table I. Hydrolysis of clupein by (3. histolyticum proteivase 

CL histolyticum grown in a solution of 3% heart infusion broth (Difeo-standardized) at pH 7*4. 
After 12, 24 and 48 hr. growth at 37-5^ samples were taken out and the Seitz -filtered enzyme 
solutions used for the exp. Determination: 2 ml. enzyme solution, 1 ml. cysteinc-HCl (10 mg., 
neutralized), 0-6 ml. Jf/10 FeSO*, or l-fi ml. water, 2 ml. eitrato-phosphate buffer pH 7*0 
(Mcllvaine) and 2 ml. 6*6% gelatin (neutralized) or 2 ml. of clupein sulphate ( = 50 mg. adjusted 
to pH 7*0). Digestion time was 5 hr. at 37*5®. 


Age of 
bacterial 
culture 
(hr.) 

12 

24 

48 


A<*tivity of the proteinase 

^ - - ■ , — - - -- - 

Gelatin substrate Clupein substrate 


Initial 

Full 

Initial 

FuU 

0-28 

0-51 

0-26 

(>■39 

0-67 

114 

0-38 

0-73 

0-40 

0-85 

0-27 

0*55 


Since the activation behaviour, as well as the secretion, was found to be 
practically identical with respect to clupein and gelatin hydrolysis, there seems 
to be no reason to assume that the olupein-splitting enzyme differs from the one 
attacking gelatin, as Maschmann claims. 
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Stability of the proteinaae 

The decrease in both the initial and the full prot(H)lytic activities after 
maximal bacterial growth has occurred is surprising. This decrease has been 
studied in thre^^ different culture media. It was found that the highest stability is 
shown in a casein medium. In neopeptone the stability is less, and about equal 
to that in horse moat broth (see Figs. 3 and 4). It seemed likely that the decr(?ase 




Kig. 3. Stability of CL histolyhcnm proteinase on neope])ton(* as culture* medium. Abscissa: days 
of incubation. Ordinate (left snle): proteinase activity in ml. 0-1 N KOH. Ordinate (right 
side): number of ba(*teria in I ml. x JO*^. H] -no. of bacteria. Q —full activity of CL histo^ 
lyticum proteinase, x initial a<*tivity of <7. histolylinnn proteinase. 

Kig. 4. Stability of CL hiMtolyiinim proteinase on casein as culture medium. Abscissa: days of 
iriculmtion. Ordinate (left side): proteinase activity in ml. 0-1 A’ KOH. Ordinate (right side): 
no. of bacteria in 1 ml. > 10**^. of bacteria. O --full activity of CL histolyticum 

proteinase, x -initial activity of Cl, hislolytiruvi proteinase. 

in the activity of the secreted proteinase* in the culture medium might be due to 
inactivation during the long jK^riods of incubation at 37*5". Table II shows that 
this is not the case, since cell-fn^e filtrates kept at 37*5'' retain their proteolytic 
activity much longer than do unfiltei’ed portions of the same incubation mixture. 
It is probable that the decrease is related to some process occurring during the 
autolysis of the bacteria. 

Table II. Stability of Cl. histolyticum proteAnase 

Horse meat broth medium, 24 hr. culture; one jwrtion (A) of the culture was allowed to stand 
at 37*5® without previous removal of the bacteria; a second portion (B) was freed from bacteria 
by Seitz filtration and also incubated at ST-S"*; a third portion {C) was freed from bacteria and 
allowed to stand in the ice box. Enzyme determinations were made every 24 hr. 

Proteinase activity 


Days of A B C 


incubation 

r 

^ 



Initial 

A 

^ 

. 

at 37‘5^ 

Initial 

Full 

Full 

Initial 

Full 

0 

1*24 

214 

1-24 

214 

1-24 

214 

1 

0-58 

1-42 

1-20 

2-88 

1-35 

2*40 

2 

0*40 

M7 

1-20 

2*22 

1-32 

2-38 

3 

0-32 

0-97 

1-20 

2-18 

l-3<3 

2-41 

4 

0*22 

0-76 

0-97 

2-12 

1-37 

2-42 
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Summary 

The proteinaBo of CL histolyticum is liberated into the culture medium by 
secretion from the living bacteria, and is activated by Fe++-cysteine under all 
conditions. On the basis of its activation behaviour, and its effect on various 
protein substrates, it appears to be identical with the proteinase obtained by 
breakdown of the bacterial cell. 

The authors wish to express their gratitude to Dr Ellice McDonald, Director, 
for his interest and support throughout the work. 
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The first noteworthy work on bacterial peptidases as endo-enzymes was that of 
Vlrtanen & Tarnanen [1931; 1932, 1, 2J on B, fluorescens liquefaciens. Later, 
Gorini et aL [1932] and Gorbach & Pirch [1936-7] reported on the same subject. 
These various authors agree that the bacterial' peptidases are present exclusively 
within the bacterial cell, are not secreted and show optimal activity at an 
alkaline reaction. Also in no instance has it been possible to demonstrate the 
presence of a carboxypeptidase in the bacterial cell. 

In all of the above-mentioned work use was made of toluene autolysis to 
liberate the peptidases from the intact cell. Investigations carried out in this 
laboratory on the strict anaerobe, 67. histolyticum, have shown that this time- 
consuming method of autolysis can ho dispensed with to advantage by use of a 
supersonic oscillator to disrupt the bacttTial cells. With this apparatus it is 
possible to break up the bacterial cells in a very short time, which is of particular 
advantage in view of the extreme instability of the bacterial peptidases in 
solution. When the tissue debris is removed from such preparation by filtration, 
a cell-free, water-clear fluid containing considerable quantities of peptidases is 
obtained. Tn this way it was shown that young cultures of Cl. histolyticum 
contain a polypeptidase with pH optimum at about 8*7, and a dipeptidase with 
an optimum at pH 7-6. All attempts to detect a carboxypeptidase failed, and it 
ap}>ear8 fairly certain that such an enzyme does not exist in bacteria. The 
bacterial polypeptidase is activated to a considerable extent by Mg"^"^, a pheno- 
menon previously descrilicd by Johnson et aL [1936] for the animal polyjx'ptidase, 
leueylpeptidase. The bacterial ciipeptidase appears to be indifferent toward 
Mg^'*’. 

Among the deamidascs, we w'ere especially interested in the enzyme w^hieh 
deaminizes /-aspartic acid. The deamination of this amino-acid by suspensions of 
CL histolyticum occurs optimally at pH 7*6 with formation of succinic acid as 
previously shown by Cook & Woolf [1928]. The presence of an aspartase could 
not be demonstrated, although previously this enzyme had been found in 
suspensions of B. coli commune by Quastel & Woolf [1926], and in cell-free 
preparations of B, fluorescens liquefaciens by Virtanen & Tarnanen [1932, 1, 
2]. We were however able to show the presence of other deamidases, which in a 
weakly alkaline medium attack glycine, /-leucine, d-alanine, d-glutamic acid and 
/-tryptophan with liberation of NHj. 

In a previous publication Weil & Kocholaty [1937] suggested that the pepti- 
dases of CL histolyticum might be secreted by the intact cells. This idea was 
advanced because of the fact that no polypeptidase could be found in bacteria 
which had been autolysed with toluene. However, at that time determinations 
were made on very small quantities of bact<:>ria and the activating effect of Mg++ 

( 165)1 ) 
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was unknown, so that the peptidase in question may have been present in the 
inactive form. The results now reported definitely indicate that these enzymes 
are not secreted, but must be classed as endo-enzymes. 

Experimental 

The micro-organism used, as in previous work, was the dissociated strain of 
CL histolyticum described by Hoogerheide [1937]. The culture medium used in 
all cases was a 2% solution of neopeptone {Difeo standardized), adjusted before 
inoculation to pH 7*4. After an incubation period of 18-20 hr. at 40", the 
bacteria were centrifuged down, washed carefully, resuspended in saline and us(k 1 
at once. Such a suspension contains a negligibly small amount of spores and 
cellular debris, most of the bacteria being intact. The pH of the suspensions was 
always 7*0. When studies were to be made on cell-free material the washed 
bacteria were disrupted in the supersonic oscillator, aft(T which the cellular debris 
was removed by Seitz filtration. The enzyme solutions obtained in this way were 
extremely unstable. 

Under the conditions employed, a 10 min. treatment of a bacterial suspension 
in the supersonic oscillator resulted in a destruction of about 50% of the cells. 
This could be increased to 80-85% by a further treatment of 10 min. In order 
to avoid destruction of the enzymes the disruption was never carried beyond that 
point. This method for preparing bacterial enzyme^ solutions is advantageous not 
only because the cellular disruption is accomplished rapidly but also because it 
avoids the use of toluene which is sometimes harmful to enzymes. However, 
because of the formation of slimy material, bacterial 8usjH‘nsionH treated in this 
way are very difficult to filter. 

The estimation of peptidase activity was carried out by measuring thi* 
increase in COOH or NHg groups produced in the substrates leueylglycine and 
leucylglycylglycine, using respectively the method of Foreman [1920], or of 
Van Slyke. The estimation of NHg was by the usual distillation method. 

pj? optimum of the peptidases 

To 1 ml. portions of the above described cell-free extracts wei-e added 3 ml. 
citrate-phosphate buffer (Mcllvaine — ^for the higher pH valutas KOH was also 
added); 5ml. Jf/5 leucylglycine or 5 ml. if/5 leucylglycylglycine, adjusted to 
the proper pH, were added as substrates. The mixtures were incubated for 7 hr. 
at 40°. pH estimations made before and after the incubation period showed 
practioaUy no change. The increase in free NHg groups was measured by the Van 
Slyke method, the results being expressed in ml. of 0*1 N base (Figs. 1 and 2). It 
should be pointed out that in all experiments reported the polypeptidase was 
accompanied by dipeptidase, since no attempt was made to separate the two 
enzjnnes. The values for polypeptidase activity are therefore only approximations. 

Activation of the polypeptidase by ifgf++ 

Reaction mixtures were prepared consisting of 1 ml. cell-free enzyme solution 
prepared as described above, 5 ml. Mjo leucylglycine or leucylglycylglycine 
previously adjusted to the optimal pH, 3 ml. of citrate-phosphate buffer at 
the optimal pH and 1 ml. of water or MgCls solution, the last to make the final 
molarity in the reaction mixtures 0*005-0*020. The mixtures were incubated at 
40° for 7 hr., the COOH increase being measured by the method of Foreman. 
Results (Fig. 3) are expressed in ml. of 0*1 N KOH. 
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Fig. J. Fig. 2. 


Fig. 1. ;jH. optimutii of CL histohjtirum diyieptidivse. AbsciBKa: />H. Ordinate: dipcptidase 
activity in ml. 0-1 A KOH. 

Fig. 2. pH optimum of T/. histolylicum polyiicjitidase. Abscissa: />11. Ordinate: iwlyiicptidase 
activity in ml. 0-1 S KOH. 

Fig. 3 shows the* effect of cone, of Mg^ -f- on the activity of Cl. histolyticum 
pol}T:)e])tidase. Table J shows some results obtained with the bacterial di- 
peptidasi* atyjll 7*6, and with the polyjw^ptidast* at pH 8*7. The Mg concentration 
w’’as 0*01 M in the final reaction mixtuix\ Comparative determinations were 
made using both a suspension of intact cells, and a cell-free enzyme solution 
prepared by the supersonic method. 


Table 1. Efftci of on the acihnty of Cl. histolyticum peptidases 

Dijicptidanc activity Polv])CptidaBe activity 

hr, incubation hr. incubation 


Enzyme .source 1 

4 

7 

24 

1 

4 

7 

24 

Intact cells - - 

-- 


(MH 

- 


— 

1*24 

Intact colls -t Mg' — 

- . 

- 

U*1H» 




2*tH) 

Disrupted cells O-.*).*! 

M8 

2*2,3 

- 

1*24 

2*,‘i4 

3*41 


Disrupted cells 4- Mg+ " — 

M,1 

- 


2*04 

— 

3*70 

— 


Fig. 3. 

Fig. 3. Activation of VI. histolyticum ptdypeptidasc by Mg+^. Abscissa: molarity of MgCl* added. 
Ordinate: polypeptidase activity in ml. 0*1 A" KOH. ^ : polypeptidase activity without 
Mg addition. 

Fig. 4. pH optimum of haspartic acid deaminase (Cl. histolyticum). Abscissa: pH. Ordinato: ml. 
Npo NH, liberated. 

Biochem. 1038 xxxn 
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It is apparent that the bacterial dipeptidase is indifferent toward the presence 
of Mg‘+-+. The extensive activation of the polypeptidase by suggests that 

this enzyme might be largely inactivated by dialysis. Addition (ff Mg++ to such 
dialysed preparations should reactivate the enzyme, as was shown by Johnson 
et ah [1936] in the case of the intestinal leucylpeptidase. However, the poly- 
peptidase preparations obtained were too unstable to teat this point. 

Cell-free Seitz filtrates, obtained from young actively-growing cultures 
(15 hr.) of Cl, histolyticum in which little autolysis has occurred, contain practi- 
cally no dipeptidase or polypeptidase. Also from Table I it is seen that young 
washed intact suspensions of the bactoria show little peptidase action unless the 
incubations are carried out for long periods of time (24 hr.). The activity observed 
under such conditions is probably the result of enzyme liberation by autolysis, 
since toluene was present as a preservative during the long incubation period. 
But if the bacteria are previously broken up by the supersonic oscillator, high 
peptidase activity is observed even in short incubations. Such results indicate 
that these enzymes are endocellular, and are liberated only after destruction of 
the cell membrane by autolysis or other means. 

Tests made under the same conditions for the presence of a bacterial earboxy- 
peptidase, using chloroacctyl-Z-tyi'osinc as Substrate at pH 7*4 and 8-4, and with 
and w’ithout added Mg++, were negative in each ease. 

Deamination of \-aspartic acid 

For establishing the pH optimum of this enzyme, reaction inixtun^s w^ere 
prepared consisting of 2 ml. bacterial suspensions (treati^d with the supersonic* 
oscillator but not filtered), 2 ml. iff /lO Z-aspartic acid and 5 ml. eilrate-pliosphatc* 
buffer. The incubation period was 20 hr. at 40^\ The results are shown in Fig. 4 
in terms of ml. iV/70 NHg formed. The pH optimum for the deamination was 
near 7*6. 

Similar reaction mixtures, extending over the same pH range, but containing 
2 ml. J//10 fumaric acid and 10*7 mg. NH4CI in pla(?e of the /-aspartic acid (total 
volume, 11 ml.) gave no evidence of asx)artic acid synthesis after 20 hr. incubation 
at 40*^. No appreciable decrease in free NH3 occurred, indicating that the enzyme 
aspartase was absent. 

In another experiment a fairly strong disrupted bacterial suspension was 
allowed to stand at pH 7-6 for 36 hr, with 4 ml. 3//10 aspartic acid (40" ). AfU^r 
filtration, 10% H3PO4 was added, and the solution extracted several times with 
ether. The ether extract was evaporated to dryness, taken up in water, and 
treated with animal charcoal. On evaporation a crystalline material, m.p. 185^ 
was obtained. A mixed m.p. with pure succinic acid showed no depression. For 
further identification, the Pb salt w'^as prepared, using Pb acetate. This salt was 
obtained in its characteristic form, small whetstone-shaped crystals arranged in 
rosettes. The deamination of aspartic acid yields succinic acid, as previously 
reported by Cook & Woolf [1928]. 

Deamination of other amino-acids 

Because of the scarcity of enzyme material, it was not possible to determine 
the pH optima of the deamidases which attack other amino-Acids. However, it 
could be shown that enzyme solutions obtained by the disruption method from 
Cl, histolyticum do bring about aerobic deamination of glycine, Meuoine, 
df-alanine, d-glutamic acid and /-tryptophan at pH 7-8. To 3 ml. enz3rme solution 
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were added 2 ml. J//10 amino-acid solution and Oral, citrate phosphate buflFer 
(Mcllvaine). After 48 hr. incubation at 40®, the NHg liberated was determined 
by the distillation method. The results are showm in Table 11. 

Table II. Dmminaiion of mnhio-acids by Cl. histolyticum enzymes 

ml. A';7U NH 3 
formed 


Amiiiu acid 48 hr. 

Glycine 4*34 

d-Alaninc .'MiS 

/-Leucim* 4*8f) 

c/-Glutamic acid 0-70 

/-Trvjjtophan 2-J4 


Intracellular nature of the enzymes 

All attempts to show the presence of the abovx* enzymes (dij)eptida.se, 
aminopolypeptidase, deaminases) in cell-free filtrates obtained from young 
rapidly growing (jultures w^ere unsuccessful. In agreement with other authors 
it must be concluded that these* enzymes are not seeret(*d during bacterial giwvth, 
but arc liberated only upon autolysis of the cells. 

Sl'xMMARY 

1. Solutions obtained by disrupting CL histolyticum suspensions with a 
supersonic oscillator contain a diix*ptidase with a pH optimum of 7*0, and a 
polypeptidase acting optimally at pH 8*7. 

2. The polypeptidase is activated by Mg^^, while the dipeptidase is un- 
aff(‘ct(*d. 

3. The })reparationH contain also enzymes which attack varioms amino-acids 
with liberation of NH.,. 

4. All of the above enzymes are eii do-enzymes, and are not seci'eted by the 
intact bacteria. 

The authors wish to expres.s their thanks to Dr Ellice McDonald, I)irt*ctor, 
for his interest and support throughout this work. 
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Kecently Kocholaty & Hoogerheide [1938] described an example of the 
adaptation of certain of the endo-enzymes of the strict anaerobe Cl, sporogencs: 
by varying the pH of the culture medium a considerable shift in the pH optimum 
of some of the dehydrogenases could be produced. It has now been found that 
under specified conditions the pH optimum of the proteinase secreted by this 
micro-organism can be shifted, and that, by repeated subculturings on gelatin or 
casein, specific proteinases are developed which will hydi‘olyse gelatin, but not 
casein, and vice versa. 

Experimental 

The methods used in preparing the Cl. histolyticvm proteinase and estimating 
its activity were the same as previously describe^d [Kot holaty et nl. 1938J. 
Casein (Hammarsten) and gelatin (Coignet Gold Label) were used as culture 
media, and as substrates for protiinase activity determinations. Baetoria-free 
Seitz filtrates of the incubated cultures were used in the enzyme studies. 

Shift in the pH optimmn of the jmteinase 

The proteinase secreted by Cl. histolyticum grown at pH on the 

common media, such as neopeptone, horse meat broth, gelatin or casein, has a 
pH optimum of 7-0 as found by Weil & Kocholaty [1937]. The same holds for the 
proteinase secreted by various other types of bacteria. When Cl. histolyticum is 
grown on casein medium at pH 6-0 for 20 hr. the secreted proteinase is no longer 
optimally active at pH 7*0 but at about pH 6-7. During the 20 hr. incubation, the 
pH of the culture medium increases from 6-0 to 6-7 or 6*8. If the culture medium 



Fig. 1. pH optimum of Cl. hutolyticum proteinase. Abscissa: pH. Ordinate: proteinase activity 

in ml. of 0-1 iV^KOH. -in acid medium (3% casein; 1% glucose). in neutral 

medium (3% casein). O -full activity, x ^initial activity. Age of the culture: 20 hr. 

is held at a definitely acid reaction during the whole 20 hr. of incubation a still 
larger shift in the pH optimum of the secreted proteinase takes place. A very 
simple method for achieving this effect is to add glucose to the culture medium. 
When Cl histolyticum is grown on casein (3 %) in the presence of glucose (1 %), 

( 1696 ) 
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extensive gas formation occurs as a result of sugar breakdown, and the of the 

culture medium drops, because of the formation of acids, from pH 7*4 to about 
5*8 toward the end of the incubation period. The pH optimum of the proteinase 
found in filtrates from such cultures is now about 6-0. These facts are illustrated 
in J^ig. L It will bo seen that identical shifts occur in the pH optima both of the 
initial and the full (with cysteine plus Fe^"^) i^roteinase activities. 

This simple example of enzymic adaptability can be made still more 
striking. If a solution of 3 % casein at pH 7*4 is inoculated with a culture of 
Cl. histolyticum grown on casein plus glucose as described above, the proteinase 
secreted after 20 hr. growth is again found to be optimally active at pH 7*0 (both 
initial and full activities). It is evident that the nature of the proteinase secreted 
by the bacteria adjusts itself very easily and rapidly to changes in the culture 
medium. 

The production of specific proleinases by Cl. histolyticum 

The proteinase of CL histolyticum readily attacks casein, gelatin, horse meat 
broth, egg albumin, noopeptone and clupein among the media investigated. The 
hydrolysis, in every (uise, is activated by SH-heavy metal complexes, for example, 
by cysteine plus ‘ ^ When the bacteria are grown on casein or gelatin the 
secreted proteinase atta(‘ks both casein and g(4atin to about the same extent 
(see Table I, Exp. 1). 

Among the easily available proteins of high mol. wt., casein and gelatin show 
the greatest divergence in their amino-acid compositions. For this reason these 
two })roteius were chosen for the following experiments : the greater the difference 
in the proteins studied, the easier it should be to establish a specific enzyme 
adaf)tation in the proteinase seerete<l by CL histolyticum when repeatedly sub- 
cultured on the respective proteins. The main differences in the amino-acid 
compositions of casein and gelatin are shown below, the values being those given 
by Hawk & Bergeim 11931]. 


Aiiiino-{ic‘id 

% in gelatin 

in casein 

(llycine 


0-4 

/- Hydroxyproline 

141 

()1> 

(/-V' aline 

C-d 


rf- Hydroxyglutainie arid 
/-Tyrosine 

(H) 

UK-) 

(HU 

(»•.“) 

/-Trypto])hari 

0-0 



By repeated transfers of CL histolyticum cultures from gelatin to gelatin, 
and from casein to casein medium, an attempt was made to develop specificity 
in the secreted proteinase for one or the other of these proteins. The trans- 
plantations were made as follows : inoculations of CL histolyticum from the stock 
culture were made in test tubes containing 10 ml. 10% gelatin or 10% casein. 
After bacterial growth had become well established,^ 1 ml. portions of these 
incubation mixtures were transferred into fresh 10 % gelatin and casein media, 
respectively. This operation was repeated 6 times, always transferring from 
gelatin to gelatin, and from casein to casein. The incubation period during these 

^ It was frequently found that Cl, histolyticum did not grow readily on gelatin medium. When 
ordinary gelatin was used an entire week often elapsed before bacterial growth began. This 
induction period could however be shortened by using a gelatin medium which had first been 
partially digested by trypsin, and then sterilized. Usually after one subculture on such trypsin- 
digested gelatin, the bacteria became sufficiently adapted so that satisfactory growth and enzyme 
secretion could be achieved on ordinary (not previously decomposed) gelatin. With casein, on the 
other hand, good growth and enzyme secretion wore usually obtained otter the fiiist inoculation, no 
extensive induction fieriod occurring. 
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sub-culturings varied from 24 to 48 hr., satisfactory bacterial growth occurring 
within this time. After the 6th transfer, larger amounts of 3% gelatin and 
3 % casein were inoculated with the respective cultures, and incubated for 24 hr. 
The solutions obtained after removal of the bacteria by Seitz-filtration were used 
in the enzyme studies. 


Table I. Formation of specific proteimms by Cl. histol 3 ^ticum 



Enzyme 
Substrate ... 

G 

Gelatin 

Q 

Casein 

(' 

Gelatin 

C 

Casein 

1 

Initial activity 
Full activity 

1-47 

2*51 


1*30 

2*09 

* 

1*29 

2*34 


112 

2*43 

** 

2 

Initial activity 
Full actix ity 

1*18 

210 

M2 

2*(K) 

0*38 0-54 
1-88 1-81 

9*40 

1*80 

0-70 

1*79 

1(M) 

2*27 

0*97 

2*24 

3 

Initial activity 
Full activity 

1*28 

2-.50 

1*20 

2*08 

0*90 0-40 
1-29 1*28 

(KK> 

1*47 

9-37 

209 

M8 

2-32 

M2 

2*41 

4 

Initial activity 
Full activity 

0-30 

0*59 


9*18 

9*30 

9*24 

9*40 


9*41 

0*89 



Explaimtion of Table I : 

Cr — Knzyme 8olution obtained by growing r/. hiatolyticxm. on gelatin medium. 

C = Enzyme solution obtained by growing CL InMolyiicum on casein medium. 

Activity determinations were made on cell-free bacterial filtrates using gelatin and casidn ns 
substrates. Reaction mixtures contained 2 ml. filtrate. 3 ml. 6*6% casein or gelatin adjusted tt> 
7 iH 7*0, 5 ml. citrate-phosphate buffer (McUvaine) at pH 7 0 and 1*0 ml. water (for initial activity) 
or 1 ml. neutralized eysteine-Hd (10 mg.) plus 0*6 ml. N}\0 Fe804 activity). Incubation 

time was 20 hr. at 40". Estimations wore made by the \'an Slyke method, results being expressed 
in ml. 0*1 N base eqiiiv. to the — NH, groups liberaUnl. 

Exp. 1. Comparison of iirot<dnases obtained in casein and gelatin media after one inoculation. 
The bacterial filtrate was prepared from a culture of CL hislolyticum grown for 24 hr. at pH 7*4 on 
3% gelatin or casein. 

Exp. 2. Specificity of proteinases obtained after (5 transplantations on 10% casein and 
gelatin. 

Column ♦ — addition of 15 mg. d-valine, 13 mg. l-ivrosine. 4*3 mg. l-tryptophan and 21 mg. 
d-hydroxyglutamic acid to 10 ml. enzyme solution before activity determination. 

Column ** — Addition of 50 ing. glycine and 28 mg. /-hj^droxyproline to 10 ml. of enzyme solu- 
tion before activity determination. 

Exp. 3. Same as Exp, 2 except that 12 successive transplantations were made. 

Exp. 4. Loss of specificity of CL hiHolyticam proteinases. CWdii-trained bacteria (12 trans- 
plantations) were grown for 24 hr. on 100 ml. 3% gelatin supplemented w ith 150 mg. d- valine, 
130 mg. Ltyrosine, 43 mg. /-tryptophan, and 210 mg. d-hydroxygJutamic acid. Gelatin-traiiieH 
bacteria (12 transplantations) w'ere growm for 24 hr. on 100 ml. 3% casein supplemented with 
500 mg. glycine and 280 mg. /-hydroxypi’oline. After Seitz filtration, the enzyme solutions thus 
obtained (designated C and G, respectively) were tested for activity as described above. 

As shown in Tabic I, Exp. 2, small differences are evident, after 6 trans- 
plantations, in the specificities toward gelatin and casein exhibited by enzymes 
developed respectively in gelatin and casein media. Particularly with reference 
to the initial activity, the gelatin-trained enzyme has lost some of its ability to 
hydrolyse casein, while the casein-trained enzyme attacks gelatin less readily 
than it does casein. By adding to the gelatin and casein enzy^mes, respectively, 
the more important amino-acids missing in casein and gelatin a slight increase in 
the initial proteinase activity towards these substrates is observed. 

The transplantation of the above gelatin and casein cultures was continued 
as before, from gelatin to gelatin, and from casein to casein, until a total of 
12 sub-culturings had been made. Then larger amounts of 3 % gelatin and 3 % 
casein media were inoculated, incubated for 24 hr., and the bacteria removed by 
Seitz filtration. Enzyme studies on the cell-free filtrates gave the results shown 
in Table I, Exp. 3. In the absence of added activator, the gelatin-trained enzyme 
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is no longer able to hydrolyse casein, and the casein-trained enzyme does not 
attack gelatin. Rather remarkable is the fact that addition of the activator, 
cy8teine-Fe++, reduces this specificity, so that the gc‘latin-enzym(^ now hydrolyses 
casein, and vice versa, the casein-enzyme atta(^ks gelatin. Interesting also is the 
confirmation of the observation reported in Table 1, Exp. 2, that the gelatin- 
enzyme can Ik? somewhat activated tow^ards c asein by addition of the amino-acids 
missing from the latter, but prestsnt in gelatin. The same holds, mutatis mutandis y 
for the casein-trained enzyme. 

When casein is inoculated with 67. hislohjticum w^hich has been carried through 
12 sub-cul tarings on gelatin, no bacterial growth takes place even in 2 weeks of 
careful incubation. The same holds true when gelatin is inoculated with the 
casein-trained bacteria. However, when the culture medium consists of gelatin 
plus those amino-acids which are missing from this protein but present in gelatin, 
the casein -trained bacteria will develop a fair growlli in several days. Likewise 
the gelatin-trained bacteria w'ill .slowly grow on a (jasein medium, supplemented 
by the amino-acids absent from the latter but present in gelatin. As shown in 
Table I, Exp. 4, the enzymes secreted in the.se latter cases are able to attack both 
cas(*in and gelatin again, although not very strongly. 

Discussion 

For the sake of brevity, the specific enzyme obtained by rej)eated sub- 
culturings on g<4atin is termed “gelatinasc^ ”, and that obtained in casein medium, 
“easeinase”. 

The results just de.scribed are of considerable interest from several points of 
view. systematicalh' training CL histolytiewn on media such as casein or 
gelatin it is possible to develop tw^o distinct proteinases of such extraordinary 
specificity that they can sharply differentiate betwe^en casein and gelatin. Also by 
.simply culturing the casein- trained bacteria on a gelatin medium supplemented 
by tho.se amino-acids missing from gelatin but present in casein, an enzyme 
is produced which again attacks both proteins. The same result is achieved by 
growing the gelatin -trained bacteria on casein supplemented by amino-acids 
missing from this protein but present in gelatin. Such results indicate that the 
specificity of those prot-einases must be of v<Ty labile quality, depending onh?^ oti 
the nature of the protcuns used in their production. Addition of simple amino- 
acids to the culture medium, in fact, suffices to cause the specificity differences to 
disappear. The results presented in Table I, Exp. 4, show how easily these 
“trained” bacteria, and their secretcKl proteinases, can revert to their original 
state. 

Of particular interest i.s the behaviour of the specific proteinases tow^ard 
cysteine plus Fe *"^. In the absence of this activator, the “gelatinase ” and the 
“caseinase” fail to attack casein and gelatin, respectively, but both substrates 
are hydrolysed by each of these enzymes w^hen the activator is present. There 
are two possible explanations for this SH-Fe++ effect. 

1. The initial activity of the proteinase undergo(‘S an activation in the sense 
that an extension of the "field of specificity of the onzj^me occurs. In other words, 
SH-Fe**"*'-activation broadens the specificity range so that different types of 
proteins can be attacked. 

2. A 2-enzyme system may be present, as once postulated for papain by 
Bergmann [1037]. In this case the initial activity would represent a proteinase I, 
which would not be influenced by SH-Fe++. A second enzyme, proteinase II, 
would be inactive under normal conditions, and active only in the presence of 
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heavy metal-SH complexes, and could be perhaps a typo of peptidase. Attejmpts 
are being made to decide between the two ideas. Preliminary results indicate 
that the first theory is probably correct. 

Recently two reviews of previous work on the subject of enzymic adapta- 
tion in micro-organisms were presented by Yudkin [1938] and Karstroem [1938], 
Both authors distinguish between “adaptive” and “constitutive” enzymes. 
Quastel [1937] holds the view that the so-called constitutive and adaptive 
enzymes do not represent entirely different classes of enzymes. They represent 
rather the limits of variability of enzymes in a cell, the constitutive having the 
least range, and the adaptive the greatest range, of variability under diffenuit 
environmental and nutritional conditions. Our own view goes still further: we 
are inclined to picture the differentiation between constitutive and adaptive 
enzymes as a function of time; the longer a micro-organism is trained under 
altered environmental or nutritional conditions, the more will the properties of 
the constitutive enzymes disappear, until finally complete adaptation occurs. 
The many examples of the dissociation of various bacterial strains indicate that 
this view is probably not far wrong. 

Yudkin [1938] has developed an interesting “mass action theory” of enzyme 
formation in bacteria. He postulates the existence of various inactive enzyme- 
precursors in the bacterial cell, and explains enzymic adaptation not by the 
formation of new enzyme, but rather by the conversion of the already existing 
precursor into active enzyme. The addition of substrate rc'sults in shifting the 
equilibrium of the enzyme-precursor system in the direction of active enzyme 
formation. On this basis, the results presented in Fig. 1, on the shift in the pH 
optimum of the secreted proteinases, would have to be (explained as follows : the 
cultivation of CL histolyticum on gelatin at a low pVL results in the secretion of a 
proteinase, already present in the cell in the precursor form, which attacks 
gelatin optimally at an acid reaction; cultivation in neutral gelatin results in the 
secretion of a different enzyme, also present in inactive form, which splits gelatin 
optimally at neutral reaction. Such an assumption is difficult to justify. The only 
difference in the stimulations to which the bacterial cells are subjected in the two 
cases is the difference in the of the media; the substrate remains the same. 
A more reasonable theory appears to be that recently proposed by Quastel [1937] 
which treats the enzymes as “ct?]l metabolites whose rates of formation and 
destruction follow the same physicochemical laws as those controlling the 
metabolism of any other metabolite of the cell”. 

The action of an enzyme depends essentially on its active group. On the 
basis of known facts, it may be tentatively suggested that perhaps not every 
enzyme present in the bacterial cell has its own characteristic colloidal carrier. 
It may be that only a limited number of different colloidal carriers are present, 
which are interchanged as necessity demands, and according to definite laws, 
among the active enzyme groups already present or formed during bacterial 
growth. The extent of substrate specificity can of course be influenced also by the 
more detailed structural characteristics of the colloidal carrier. The views of 
Quastel and Yudkin may perhaps be brought into harmony as follows: the 
“enzyme-precursor” postulated by Yudkin may be identical with the colloidal 
carrier which is in equilibrium with the various prosthetic groups; through 
various external influences these equilibria within the cell are disturbed, so that 
on the basis of the mass action law a coalition between colloidal carrier and 
active groups occurs, resulting in the formation of a new enzyme. 
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Summary 

Several examples of enzymic adaptation in the proteinase of CL histolyticum 
are described. By changing the pH. of the culture medium it is possible to change 
the pH optimum of the secreted proteinase. By repeatedly subculturing the 
bacteria on gelatin or casein media, enzymes arc finally obtained which hydrolyse 
casein but not gelatin and vice versa. The mechanism of bacterial enzyme forma- 
tion is discussed. 

The authors wish to (‘xpress their gratitude to Dr Ellice McDonald, Director, 
for his interest and support during this work. 
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The enzyme catalase has been investigated by a great number of workers. 
Zeilo & Hellstrom’s [1930] method of preparing horse liver catalase has been 
used with some slight modifications by most investigators. The most active 
preparation so far obtained is that of v. Euler & .losephson [1927] (Kat. f. 
43,000). Sumner & Bounce [1937] have recently described a different method 
for the preparation of catalase from beef liver. Sumner’s crystalline catalase 
showed the activity 28,000.^ The present pajxT reports the preparation of an 
enzyme from horse liver, with an activity of 55,000-60,000. 

The method of preparation 

2 kg. horse liver are ground and extracted twice with 2 1. water for 6 hr. 
Haemoglobin and other inert proteins are precipitated with alcohol and chloro- 
form according to Tsuchihashi [1923]. After centrifuging, the clear supernatant 
solution is evaporated at a low temperature down to 2 1. and mixed with 3 1, 
saturated ammonium sulphates solution. The precipitate is dissolved in 1-5 1. 
water after which an equal vol. of 95 % alcohol is added. Precipitated protein 
and salts are centrifuged down and 700 ml. alcohol more are added. The enzyme 
is precipitated and is separated from the solution after which it is dissolved in 
1 1. water. 800 ml. saturated ammonium sulphate arc added again. A compound 
with a high Fe-content (about 16%) is thrown down. This compound accom- 
panies the catalase, when preparations are made according to previously de- 
scribed adsorption methods, and is the cause of the widely different values 
reported for the iron content. This iron is easily split off and after acid hydrolysis 
gives the characteristic red colour with NH^CNS. The ammonium sulphate 
concentration is raised to 58-60% and the enzyme precipitate is filtered off. 
It is dissolved in water, reprecipitated with alcohol, and the preparation is then 
dialysed. The activity is 40,000-43,000. The preparation is stable for months at 
0°. The yield is 0*8 g. 

The preparation is further purified by adsorption on tricalciura phosphate. 
The diluted solution of enzyme (0-2 mg./ml.) is adjusted to about pH 5-5 by 
addition of KH2PO4 and is then filtered through a column of tricalcium phos- 
phate as is usual with chromatographic analysis. The enzyme is adsorbed in a 
distinct layer at the top of the column and then eluted by a phosphate buffer at 
pH 8. The catalase solution is dialysed in- cellophane bags. 

1 I>uring Prof. Sumner’s stay in Uppsala last winter I made a joint determination with him 
of Kat. f. of catalase, in the course of which we confirmed that our procedures were identical. The 
present values of Kat. f. are therefore directly comparable with those of Sumner & Bounce. 

( 1702 ) 
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The activity of the preparation is 55,000-60,000. This procedure has been * 
rei)eated a number of timers with the same result. 

The analyses show that the preparation contains 15*5% N (by micro- 
Kjeldahl) 0*085 + 0*005% Fe (by the method of Jorpt^s), and 0*02-^*03% Cu 
[by the [1933] method of Eisler et ah 1936]. 

For the determination of the activity the method dcscrib(?d by v. Euler & 

T 1 r -I 1 r reaction constant 

Josephson 11927] was used. Kat. f. = — „ : ; — . 

^ L j weight of prejiaration in g. 

Deiermirvation of the spectrum 

The light absorption at difTtjrent wave-lengths was estimated by a photo- 
electric apparatus like that described by Warburg & Negelein [1929]. 

Stern [1937] has recently reported a quantitative determination of a catalase 
spectrum in the visible range. His preparation does not seem, however, to have 
been highly purified, 

lo thf* “ To t\iv 

elect rmle ’j i' electrode 

K vessel I I vctecl 



(.()() f)20 5S0 540 m AW 420 3S0 340 300 Z(iO 220 
W'avc lengths in mp 

Fig. 1. 



Fig. 2. Tlie approviinate position of the 
coloured preparation after the cataphoresis. 


The molecular absorption coefficients are calculated from luy . 

rf = the depth of the cell in cm. 

C — P- pre jiaration 
ml. X mol. weight * 

1q represents the intensity of the incident light and I the intensity of the 
transmitted light. 

Table I. The molar coefficients at the tnaxitna of absorption 


Wave-length 

nifi 

t323 

536 

400 

280 


Molar absorjition 
coefficients 

8*3 X W 
9*4x107 
78*5 X 107 
85*0 X 107 


Cataphoresis ezpefimerUs 

The purity of the preparation was tested with the cataphoresis apparatus of 
Theorell [1934]. The boundaries between the catalase solution and the buffer 
solution were level with the middle disk at the start of the experiment. During 
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the experiment the preparation migrated towards the anode. The displacement 
was counteracted by transferring the liquid from one vessel to the other, 
according to the principle introduced by Tiselius [1937]. In this way it was 
possible to have the boundaries of the enzyme solution at the end of the experi- 
ment approximately in the same position as at the beginning. 

Conditions: pH 6*99. Conductivity 1-37 x 10 ®. Current 5 mA. Time: 
22 hr. and 40 min. Temp. 20^^ 

8x2 ml. were brought from the ‘ ‘ negative ” electrode vessel to the ‘ ‘ positive ’ ’ , 
corresponding to a displacement of the free boundaries of 8 cm. 

The results of the analyses from the experiments are given in Table II. 


Table II 



mg. 

prep. 

ml. 

Kat. f. 

The solution contained in the + T 

2-0 


three cells above the middle 
disk 

Ditto beloMi the middle disk *- 1 

rvi) 

r»l.(K.K) 

„ +11 

9*55 

54.0(10 

-11 

114 

52.000 

The preparation in the U-tube 

11 0 

51,000 

Preparation not submitted to caia- 

12-5 

50.000 

phoresis 





lO'-l'/ml. 


10 U' ml. 

10 *l7ml. 


N mg. 


Pg-, 


t’u Mg-/ 

0/ w 

/O 

ml. 

%Fe 

ml. 

% Cu 

ml. 

14-9 

:i-30 

0-1 

7*8 

— 

— 

1.5-5 

:i-17 

0-082 

0*0 

0-044 

1-15 

15-8 

3-:h5 

0*091 

.5-8 

0-027 

J*9 

15:1 

341 

0-079 

ti-2 

0*020 

2-0 

15-9 

3-21 

0-081 

0*3 

0*020 

1*7 

1.5-7 

3-02 

0*082 

0-8 

0-023 

24 


The contents of nitrogen and iron were both proportional to the activity of the 
solution in the cells. The copper also accompanied the activity, but in one cell 
(-1) the percentage was double as much as that usually found. 

UUracentrifuge experimeMs 

Thanks are due to Prof. Svedberg for the opportunity of performing ultra- 
centrifuge experiments at his Institute in co-operation with Nils Gralc^n. Using 
the light absorption method and light of wave-length 546 m/x the sedimentation 
constant of the iron-porphyrin-protein was found to be 11-2 x 10 The pre- 
paration proved however not to bt^ homogeneous. Ultra\dolet light photographs, 
250-290 m/x, showed the presence of a component with a sedimentation constant 
of about 3*2 x 10~^®. From dry weight determinations of the content in the two 
compartments of a “separation cell” [Tiselius et al, 1937] the concentration of 
this component is calculated to be 15-20% of the total protein. 

The diffusion constant was measured by the method of Lamm & Poison [1936] 
and was found to be 4-3 x 10 ’ while the partial specific volume was determined as 

0*715. Using the formula M = 7 ; molecular weight is calculated to 
be 225,000. 

Stern & Wyckoff [1938] found the value 11 x 10 for the sedimentation 
constant of horse liver catalase. 

Sumner & Gral6n [1938] have found the sedimentation constant^ for crystal- 
line catalase from beef liver to be 11*3 xlO*”^® and the diffusion constant 
4*1 X 10~’, which give a value of 248,000. 

Separation of a copper-protein from the iron-porphyrin-protein 

The preparation (2mg./ral. in ilf/16 NajHPOJ was mixed with 1/3 of its 
volume of a saturated solution of picrid acid. Then NjVi acetic acid was added 
till a precipitate appeared at pH 5*2. This was centrifuged down and more 

^ Corrected values, personal communication. 
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acetic acid added to the solution to bring the pH to 4*6, at which another fraction 
precipitated. These two fractions were dissolved separately in J//15 Na 2 HP 04 
and were dialysed free from picric acid. 

Each fraction has separately a considerably lower activity than the pre- 
paration before separation, i.e. fraction 1: Kat. f. 60(X) and fraction 2: Kat. f. 
3500. If how'cver the original prejmration is mixed with an equal volume of 
picric acid and the precipitation carried out by the addition of enough acetic 
acid to precipitate both fractions together at pH 4-0, the preparation retains 
the greater part of its activity after removal of the picric acid. This makes it 
probable that the inactivation is not due to the slightly acid reactu)n or to the 
action of the picric acid. It is possible therefore that both comporu^nts may be 
necessary for the catalase activity. 

The fraction which is first precipitated has an Fe content about 01 and 
almost no Cu, whilst the oth<‘r fraction has a Cu content of 0*10% and ve*ry 
little Fe. 

The sedimentation constants of the two isolated components have been 
detcrmin(*d. The Fe-porphyrin-protein had a sedimentation constant of about 
12 X 10“*^ and that of tlie (^i-proteiii was 3*27 x lO-^^. 

It is probable that the preparation by picric acid precipitation giv’cs rise to 
the same two fractions which were observc'd in the earlier ultracentrifuge experi- 
ments, mentioned above. 

Kubowitz [1937] has reccmtly shown that an oxidative* (mzyrne, x)olypheiK)l- 
oxidase, is a Cu-protein (0’165%). Keiliii Hartree [1938] have shown that the 
Fe in catalase is reducjed by hydrogen jx^roxide from the trivalent to the bivalent 
state. It is how’over immediately oxidized in the presence of molecular oxygen. 
It seems possible, that the (*u-protcin in this highly active catalase pre^mration 
might — by analogy v> H\i Kubowdtz’ oxidative enzyme — be necessary for the re- 
oxidation of the bivalent Fe of the reduced catalase. The Cu-protein would in 
such a case be an integral part of a catalase sys^tem. 

The activity was not, however, restored by a simple mixing of the tw'o 
fractions nor w^as it raised by the addition of the Cu-protein to the original 
preparation. Further studies will however show, whether it is possible to .se- 
parate the original preparation into two inactive fractions by other means than 
addition of picric acid and wdiether, in such a case the activity will be restored 
after mixing. 

Tlie difference's in the activity of the prei>aration of Sumner & Bounce and 
that here dcscrilaHl may be due not to impuriti<*s but to a difference in the 
structure of the prott'in (the pre|)arations are made from different sjH'cies.of 
animal) or, if the Oi-f)roUun is significant in the activity, to a different content 
of this substance. No information is given by Sumner & Bounce concerning the 
presence of copper. 

The author’s thanks are due to Stiftelsen Thercse och Johan Anderssons 
minne for grants. 
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By MOTNAHALLI SREENIVASAYA and NORMAN WINGATE PIRIE 
From the Biochemical Laboratory, Cambridge 

{Received 25 August 1938) 

It is well known that many bacteria are iysed and that toxins and antigens are 
modified by treatment with surface-active materials such as soaps and bile salts, 
llecently the commercially available wetting and spreading agents have been 
used in this way. Dean has summarized the chemical nature of these substances 
[1937J. The inactivation of diphtheria toxin by lauryl sulphate and the lysis of 
Gram-negative organisms have b('en studied by Bayliss [1936, 1937], and other 
workers, continuing the work of Larson el al. [1925], have prepared bacterial 
antigens by incubating suspensions of bacteria with these substances. This 
technique probably hits no general application, for we have found that many 
large molecules are destroyed iindt^r these conditions. The destruction of 
pr(q)aration.s of potato virus “X*' and of bushy stunt virus by inetibation with 
the sodium salt of the sulphuric half ester of dodecyl alcohol has already bt*en 
described [Bawdeii & Pirie, 1937; 1938, 1], and in this paper some observations 
on the disintegration of tobacco mosaic virus preparations will be reported. 

Of this group of substances sodium dodecyl sulphate (Imperial Chemical 
Industries) and the apparently similar product called “Sulphonated ' Lorol 
(Ronsheim and Moore) are the most efficient virus-inactivating agents that have 
been tested but the eorrt'sponding estt^rs of cetyl alcohol and of the alcohols 
derived from palm oil, and the related amide, Igepon T, have some action; only 
sodium dcKlecyl sulphate (called 8DS in future) has bt'cn studied in any detail. 

The rate of action depends on temperature, concentration of SOS and pH, 
When tobacco mosaic virus preparations are disintegrated by SOS they become 
more acid, as they do when boiled [Bawden & Pirie, 1937]; it is therefore 
necessary to add a buffer to the system. Buffer solutions containing phthalates, 
phosphatc^s or borates cannot be used, for even when dilute these form insoluble 
crystalline complexes with SD8. These complexes have not been investigated 
further. Veronal does not apparently combine with SDS and this buffer systcmi 
[Michaelis, 1930] has been used. The action proceeds very slowly if at all in fluids 
more acid than 7*0 : at pH 8-0 disintegration takes place and this pH value has 
been used in most experiments for in more alkaline solutions, although the action 
proceeds faster, there is greater spontaneous breakdown of the virus pi-eparation. 

The course of the action may be followed in five different ways, for on 
disintegration tobacco mosaic pi’eparations lose their infectivity, serological 
activity, anisotropy of flow and sedimontability in a high-speed centrifuge and 
phosphorus and carbohydrate are no longer found in the precipitate w^hich 
separates when the solution is one-third saturated wdth ammonium sulphate. 
An experiment in which the loss of infectivity and serological activity of a 
potato virus “X preparation were followed has already been published [Bawden 
& Pirie, 1938, 1] and substantially similar results have been obtained with 
tobacco mosaic virus. 


( 1707 ) 
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In this work a good preparation of virus, made by the method already 
described [Bawden & Pirie, 1937], was used. This preparation was colourless 
and a 2 % neutral solution was nearly clear and wholly in the liquid crystalline 
state ; it gave specific precipitation with antisera at a dilution of 1 : 8,000,000 and 
contained 0-5 % phosphorus and 2*5 % carbohydrate. The protein shows strong 
anisotropy of flow when a 1 % solution is made in M 120 veronal buffer at jpH 8*0 ; 
this solution gives an immediate precipitate when mixed with an equal volume 
of a 1 % solution of SDS in buffer. The precipitate has the sheen and “crystal- 
line’*, or more correctly fibrous [Bernal & Fankuchen, 1937], appearance under 
the microscope that characterizes the precipitates given by tobacco mosaic virus 
with acids, strong salt solutions or clupein. After about I hr. at room temperature 
or after a shorter time at 37° the precipitate dissolves and the anisotropy of flow 
can now be followed by shaking the mixture in a tube about 1 cm. wide between 
crossed Nicols. The intensity of the anisotropy of flow falls off rapidly and after 
about 2 hr. at 37° it is barely perceptible, i.e. it corresponds to that given by a 
0*04% solution of the original preparation. The anisotropy of flow disappears 
completely after about 10 hr. incubation. Nothing can be sedimented from a 
solution treated in this way by centrifuging for 3 hr. at 14,000 r.p.m. (17,000 
times gravity). If the incubation is stopped l>efort5 the anisotropy of flow has 
disappeared completely a small birefringent pellet with the properties of tobac(*o 
mosaic virus is sedimented and material can be isolated, which contains carbo- 
hydrate and phosphorus and which precipitates specifically with tobacco 
mosaic antisera. 

If samples of a buffered mixture containing 0*5% of both virus preparation 
and SDS are withdrawn after various periods of incubation and added to 2 vol. 
of I saturated ammonium sulphate solution containing enough ammonia to make 
the solution alkaline to phenol red, it is foimd that the amounts of carbohydrate 
and phosphorus in the supernatant fluid after centrifuging inert^ase as the 
anisotropy of flow disappears and that the ammonium sulphate precipitate is free* 
from nucleic acid when it separatees from a solution giving no anisotropy of flow. 
This shows that in addition to inactivating the virus and breaking down the 
protein of high molecular weight the SDS separates the nucleic acid from the 
protein to which it was attached. 

The action, as measured by any of these methods, is very greatly affected by 
changes in the concentration of SDS and in the ratio of its concentration to that 
of the virus preparation. If the concentration of SDS is doubk'd the disruption 
of the virus is complete in 1 hr. at 37°, whereas if the concentration is halved 
the anisotropy of flow does not disappear completely even after many days if the 
initial virus concentration is 0*5%, but if the virus concentration is reduced to 
0*2 % the anisotropy of flow disappears in the usual way. 

To prepare a quantity of the nucleic acid-free protein 50 ml. of a 1 % solution 
of virus preparation are mixed with 15 ml. of 5 % SDS. It is unnecessary to buffer 
the mixture but i^/10 NaOH is added from time to time to keep the pH between 
8*0 and 8*6. After incubation for 24 hr. at 37° the mixture is filtered on a grade 
4*5 Bechhold membrane (Schleicher & Schull). Most, but by no means all, of the 
SDS is found in the filtrate. The filter residue is dissolved in 5-10 ml. of water 
and dialysed thoroughly in a cellophane tube ; this is necessary for the SDS is 
easily precipitated by ammonium sulphate. After a few days the dialysis sac 
contents no longer froth strongly. The .pH of the fluid is now adjusted to 8-9 
and saturated ammonium sulphate solution is added; with about 1/10 of a 
volume there is copious precipitation and on centrifuging the precipitate 
separates as a clear, gelatinous, coherent mass; this is redissolvcd and repreci- 
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pitated in the same way. If the disruption of the virus preparation has been 
complete there will be no further precipitation on the addition of more ammonium 
sulphate but if any protein remains undisrupted it will be precipitated. Nucleic? 
acid precipitates from the supernatant fluid on acidification ; if however the 
ammonium sulphate precipitation is carried out under slightly acid conditions 
part of this nucleic acid will precij)itate with the inotein. 

The nucleic acid-frec protein may be precipitated many times with ammonium 
sulphatfi but it is found that this treatment converts it in part into an insoluble 
material and in part into protein that is very easily precipitatc^d by ammonium 
sulphate. After four or five repreeipitations it precipitates with 1~2 % solutions 
of ammonium sulphate and of certain other salts. This apparent denaturation 
also takes place if the neutral protein is kc^jit at room temperature for some days 
and even more rapidly if it is made slightly acid. The insoluble protein, like the 
denatured protein made from tobacco mosaic virus preparations in other ways, 
is readily hydrolysed by trypsin preparations, whereas the protein prepared from 
disrupted virus by one or two precipitations with ammonium sulphate rf^st^mbles 
“native” proteins in its resistance to proteolysis. It would appear that the 
products of disruption contain iindenatiired protcun in an unstable state, they 
therefore resemble in many ways the “metaprotein” })repared by Theorell [1937] 
as a r(*sult of the removal of the lactoflavinphosplioric acid from Warburg s 
“yellow enzyme”. In each case the protein which is made by splitting the 
starting material into a protein and a non-protein partis less stable than the 
intact molecule, but the unstable protein from tobacco mosaic virus can be kept 
at 0° for some wee^ks without apparent change. If iK)WX'vcr solutions which 
contain both protein and nucleic acid, but from which the SDS has been removed 
by dialysis, are kept, a gelatinous or slimy precipitate separates containing both 
protein and nucleic acid and only soluble if the pH of the fluid is raised above 
8-5. The nucleic acid-frec protein gives all the usual protein colour reactions and 
precipitates with the usual protein precipitants; its absorption spectrum 
resembles closely that of other proteins, i.e. there is an absorption maximum at 
2750-2800 A. and gmeral absorption below 2500 A. This supports the vic‘W that 
the hitense absorj)tion maximum at 2GOO A. which is found in tobacco mosaic 
and bushy stunt virus preparations [Bawden & Pirie, 1938, 2] is due to nucleic 
acid, for tliis absorption maximum is absent from the nucleic acid-free protein 
preparations. 

Many attempts at fractionation have been made using acid, ammonium 
sulphate? and similar agents but so far it has not been found to be heterogeneous 
if the incubation with SDS has been continued for a time sufficient to inactivate 
the virus completel3^ This observation sheds some light on the constitution* of 
the protein of high molecular weight, which is the only recognizable component of a 
fully active virus preparation, for it seems to disintegrate into a nucleic acid and 
a protein that is too large to pass through a cellophane membrane but too small 
to sediment in a few hours in a centrifugal field of 17,000 times gravity. Bernal 
& Fankuchen [1937] have stated that tobacco mosaic virus preparations have 
not been made to give true crystals in vitro but that the submicroscopic rods 
which are responsible for the physical properties of virus preparations have an 
internal regularity which might be described as crystalline. It has been suggested 
[Bawden & !Pirie, 1937] that these rods are artefacts made by the irreversible 
linear aggregation of the virus particles as they occur in the sap of young plants. 
Study of the disruption of tobacco mosaic virus preparations suggests that these 
units (which have as yet only been studied by filtration methods), from which the 
rod-shaped aggregates are built up, are themselves built from a number of 
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similar or identical proteins of normal molecular weight. The methods that have 
been used so far for studying these products are however too crude to give a 
definite result. Some attempts have been made to prepare antisera using the 
disrupted virus as an antigen but these have lK‘en unsuccessful. 

Summary 

The kinetics of the disintegration of a tobacco mosaic virus preparation by 
sodium dodecyl sulphate are descrilx^d and also the preparation and properties 
of the resulting unstable protein. 
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CCXXIII. PYRUVATE OXIDATION IN BRAIN 

IV. THE OXIDATION PRODUCTS OF PYRUVIC ACID 

By CYRIL LONC 

From thf^ Dejmrtmmi of Biochemistry, (^jrford 
(Received 29 duly 1936) 

J)ETAILKD study of tho biological oxidation of })ynivi<* acid is desirable owing to 
its important role as an intermediary metabolit<‘ in carbohydrate breakdoMTi by 
tissue. A summary aiwl di-scussion of some earlier work on pyruvic acid meta- 
bolism has b<‘en giv<‘n in fin^vious pa|H*r.s from this laboratory [Peters, 1936: 
1937: M<*(iowan, 19371. 

Recently, several rjuantitative investigations hav(‘ lK‘cn made. Working on 
.slices of rat brain, W(dl-MalherlH* [1937, 2] showe^d that under anaerobic condi- 
tions the* amounts of lactic acid and CO^ formed from pyruvic acid were quanti- 
tatively giv«*n by th<‘ Krebs dismutation [Krebs & Johnson. 1937, IJ: 

Only of the acetic acid was found, but the (h‘ficit could be accounted for 
approximately by formation of succinic acid. W ith brei, the tendency was to 
form mor<' succinic acid at the (‘XfKUise of a<»eti<‘ acid. 

Ill aerobic studies, Mi tiowan ( I937J determined the Ojj pyruvic acid ratio for 
jiigeon brain brei, obtaining a value of 459 ^1. mg., the the'oretical for complete 
combustion being 635. This evi<lenc<‘ of iiicomphde oxidation was confirmed by 
th<‘ high valu<‘ found for the r<‘spiratorv quotient. 1-3, as compared with the 
<*alculated valu(‘ of 1-2 for (*omplete <ixidation. Jt was also shown that under 
these conditi<ins tin* forinatiou of a small amount of lactic acid a(*(‘ompaiiied the 
resfuration, but not sufficient t<» aeeoiiiit for the low value of the C)., pyruvate 
ratio, assuming the laetic acid to arise from the Krebs dismutation. 

The object of the exjKU*imentH to Ik* deserilK^l was to (*ontinue the above 
work, which involves <let<*rmining the amounts of lactic and aci'tic acids formed 
during the n^spiratioii, and finally to obtain a complete balan<*e .sheet for the 
oxidation of pyruvi<» acid under these* (smditions. 

Exj)€rt menial method 

The proeedure difFi*rs in one important rt‘SjK?ct from that of McGowan, 
namely" that unwashed tissue has l>een usihI in aU easi^s. The reason for this is 
that the jiyruvate oxidiise system in brain is to some extent destroyed by 
washing, with eonm'quent fall in rt*8piration, thus making difficult the accurate 
detcTinination of tlie small quantities of lactic and acetic acids involved. This 
difference in technique leads to slight eorn*ctioii8 in the increased Og uptake due 
to pyruvate. The appropriate corrt*etions to ho applied an? dealt with separately 
in the 8i*etions dealing with the calculation of laetic and acetic acid formation. 

The brain was prepared in the following way. Three pigeons were killed by 
decapitation and the brains dissected out. The membranes and cerebellum were 
removed and the rest thoroughly minced with a lione spatula on a warm (38®) 
plate. The brei was then transferred, in roughly equal quantities (350 mg.), to 
the experimental bottles. 
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Na pyruvate^ was used as substrate. A pure sample of this was kindly 
supplied by Prof. R. A. Peters. A fresh solution in J//10 phosphate Ringer solu- 
tion, pH 7*3, was made up for each experiment, such that 0*2 ml. contained 
about 10 mg. This amount was added to each bottle containing a total of 2*8 ml. 
fluid ; final concentration c. 0*03 Ji. 

The respiration was measured as follows. The brain brei was introduced into 
the previously weighed bottles, each containing 1*5 ml. Ringer phosphate, 
pH 7*3, as used in previous experiments in this laboratory. After reweighing, 
the tissue was diWded with a glass rod, 0*2 ml. of the Na pyruvate solution 
added and the total volume, including tissue, madc^ up to 2*8 ml. with Ringer 
phosphate. In each experiment, four scries of apparatus were used: 

(1) Containing onl}" tissue, stopped at the end of the equilibration ptTiod, 
i.e. just before the measurement of the respiration. 

(2) Containing only tissue, not stopped until the end of the respiration. 

(3) Containing tissue and pyinvate. stopju'd at the end of the equilibration 
period, 

(4) Containing tissue and pyruvate, stopped at the end oi the respiration. 

Respiration was measured in (> 2 , using Rarcroft-Dixon manometers. Th<* 

usual technique of this laboratoiy^ was emj^loyed for the absorption of CG 2 
(filter paper wdth 2N KOH). The rate of shaking was 108 oscillations jh.*!* min. 
the bath being kept at 38"^. 

Deferminution of the lactate jpy rum iv ratio 

The difference in lactate content of bottles 3 and 4 gives th<‘ amount of 
lactate formed from pyruvate during the respiration p(*riod. The differene(‘ in 
0.2 uptake of apparatus 2 and 4 gives the uncorrected uptake associated with 
the formation of this amount of lactate. At the beginning of the rc‘Hpiratic)n 
period, the amount of residual lactate is about 0*() mg. ]>er g. tisstie, and this 
falls to about 0*2 mg./g. at the end of the respiration (Table 1). 


Table 1. Residual hictic acid 




mg. f»er g. tissue 


E.\p. 

r ' 

JftitiHl 

Final 

OiO'en-rK-e 

90 

ihm 

()'2n 

n-rOi 


or>7 

010 

Oil 

93 

0-<>9 

0-29 

0-40 

Average 

00 1 

0*22 

0-31» 


This residual lactate disappearing is given by thc^ diftV-nmee betwec'ii the 
lactate contents of bottles 1 and 2. The 0^ uptake associalt^d with tht* oxidation 
of this 0*39 mg. lactic acid to pyruvic acid and Ijeyond is 222 /xl. In bottles 
3 and 4, the presence of pyruvatti inhibits this lactate oxidation [Green & 
Brosteaux, 1936] with its corresponding O 2 uptake. Hence the observed 
increased Og uptake, due to disappearance of pyruvate, must be correctiHl by 
adding 222^1. per g. tissue. From this corrcctt?d Og uptake the amount of 
pyruvate disappearing during the respiration has iDeeii calculated, using the 
value for the ratio uptake/pyruvate disaj)pcariiig=a450 found by McGowan 
[1937]. In these experiments, the respiration was usually measured in duplicate 
or triplicate. The initial values quoted in Table I for residual lactate must not 
be confused with those observed by Kinnersley k Peters [1929; 1930] for lactate 

* W© ar© greatly indebted to I)r E. Stedmau for recommending the use of Ke pyruvate. 
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formed in brain soon afkT death. Amounts of the order of 1 mg. lactate per g. 
brain were formed from carbohydrate within a]>out 1 min. after decapitation. 
Those in Tabic I are found roughly 90 min. aft(T masliing, the smalUir values 
being due presumably to oxidation of lactate to jn ruvatc* in this system. 

TJic estimation of lactate in the Barcroft bottk'S was carried out in the 
following way. Each bottle was treati^d with 1 ml. 25% trichk>r(iaeetic acid to 
jirecipitato the proteins and prevent further respiration, and after i hr, the 
contents were filt(*red. The bottle was th<‘n washed out twice with 2 ml. 
trichloroacetic acid. To the combined filtrati-s wren* added 5 ml. 10 ('USO 4 
and 6 ml. of a 10% C;a{OH.)2 susfK^nsion. After i hr. the volume w as made up to 
25 ml. and thf^ bulky blue j)re(*ipitate centrifuged off. 15 ml. of the centrifugate 
were \ised for each laetatfj <‘stimation, according to the metluKl of Fric'demann & 
Kendall [1929J, using the* improved absorption tow'cr of R. B. Fisher (private 
communication) an<l Xa2iIP04 for aldehyde liberation [Ltdmarlz. I92sj. The 
average recovery of ad<h*d lactate, using pure Zn lactate, was 98%. 

Table H .summarizes the r<'.sult.s of these ex|M*riments. In every case the 
value of the ratio lies l)etween 4-9 and 5*4, the variations Ixdng w^ithin the 
c.vf)erinicntal error of th(^ nu'thod. Th(‘ average^ value i.s 5-2 mol. lactic acid per 
KR) mol. pyruvic aci<l. 


'Fable i 1 . L*tclic acid fortmlinn 

lUv ic 





i K n|»tak«‘ 

qti » 

arid 

J..U tir 

vS. 


I >ur*fU i<>?i 


inti. 

.‘u‘ld 

in.ilar 

■Ap. 

jn nnii. 

tiiu. 

1 fin. IT 

('oiT. 

(ral» .) 


0 

0 


iMn 

404 

ItHi! 


4-42 

0 L»r> 

.“>•4 


ISO 

:4U() 

1 ."V "»7 



O’Jff 





1 

l.VU 

;mo 

o>m 

.74 




1441 

1.717 


o-lS 

.71 







(1 m 

40 




mu 


;j 7a 

0 lN> 

.7! 





li*(»7 


(Mr* 

.7 3 



:4n7 


i;ra 

:to.7 

IMU 

.7l» 


Ihtenni nation of the acetak pyrurak ratio 

As in the deierminatitm of lactaU\ the a<H^date pinxluction from respiration 
in })vruvate is equal to the difleivnc<» in acetate oontt'iit of bottles 3 and 4. There 
is a small amount of residual acetate formation, w’hi(‘h is given by stibtracting 
th(* acetate formed in 1 from that in 2. The net acetate prixluction is therefore 
th(' difft'rence betw^ecn these tw(» values. Tlu» small coiTection to be applied to 
th(' O2 uptake is almost negligible, Ixung only the (\ absorlx'd in converting 
0*39 mg, lactate into pyruvate, a value of al/out 50/tl. jku' g. tissue. 

The estimation of acetate wras ba.scHl on the (list illation method used by 
Weil-Malh<»rbe [1937, 1, 2]. There are sc'veral substan^’s which are volatile 
under the greatly reduced pressure employed. Free pyruvic acid, which is fairly 
volatile, is eliminated by ctmducting the distillation in the presence of phenyl- 
hydrazine [Weil-Malherbe, 1937, 2]: addition of pyruvic acid to the distilling 
flask did not increase the acidity of the distillate. Lactic acid is also slightly 
volatile under these conditions, but the amount distilled does not increase in 
proportion to its oonoentration [ Virtanen & Puikki, 1928]. In onler to counteract 
any effect due to varying low concentrations, all distillations were carried out in 
the presence of a large excess of lactic add, so that it wtis accoiintcd for in the 
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blank estimation. The contents of the bulb of the Parnas apparatiis were kept 
at about pH 2, at which reaction HCl is not liWated. 

Each bottle was treated with 0-2 ml. 10% H2SO4 to precipitate protein and prevent further 
respiration. There was evidence that the use of sulphuric acid for this purpose did not affect the 
results, since similar values wore obtaiiunl, in another connexion, when further respiration was 
prevented merely by placing the bottles in cold-store. When precipitation was complete — the 
bottles were usually allowed to stand oveniight in the refrigerator — the contents were* centrifuged, 
2 ml, of the clear liquid being used for each estimation. The total amount of acetate was calculated 
from the volume of fluid in each bottle, tissue being counted as fluid volume, sim*e the amount of 
solid matter is only about 15% of the wet wt. of the brain. 

To the sample were added 10 ml. of a solution containing 1 ml. 10% phenylhydrazino hydro- 
chloride, 1 ml. syrupy phosphoric acid and 5 g. NaH,P04. 0*2 ml. (10 mg.) lactic acid was added. 
The mixture w'as allowed to stand for at least J hr. before distillation, distilled water (2 ml.) being 
used to wash it completely into the bulb of the Parnas apparatus. Distillation in steam was 
cairied out at 14-16 mm. pressure, an exact amount of distillate (5.'j ml.) being <'oIIectod in each 
case. This was then titrated against fre.shly prepartnl A’/^OO COj^-free NaOH, using broniothymol 
blue as indicator. The standard colour tint was a solution of sodium acetate to which a few 
drops of the indicator had been added. A clearly defined end-]M)int at ;>H 7-6, sharper than with 
phenolphthalein, was obtained. Blank estimations were always performed, the usual value Inung 
about 0*25 ml. A72(K) NaOH. Under these conditions, the recovery of n<ldcd acetic ac*id. as shown 
in Table III, w^as 87*3%. Higher recoveries could be obtaim‘d by collecting more distillate, but 
this proved inconvenient. 


Table III. Recovery of adrkd acetic acid 

A/206 NaOH (ml.) 


Acetic acid 


* ^ 

Hccovcrv 

mg. 

( 'ale. 

Found 


0-650 

2*166 

1*808 

87*6 



1*884 

87*0 

0*325 

1*083 

0079 

m)*4 



0*072 

80*8 

0*163 

0-542 

0*460 

S6-t> 



0*457 

84*4 

0*lKi5 

0*217 

(»185 

85-3 


The proccdiire therefore differs from that of Weil-Malherln* in tlu' foHf)winp 
respects. Enz^TOic oxidation of pyruvic acid was arrest<*d by the use of DUJo 
H 2 SO 4 . A stock solution of NaH 2 P 04 , phosphoric acid and phenylhydrazine 
hydrochloride— “acetate mixture’ —was employed for all distilfations, and 
proved of great convenience. All estimations were carried out in the presence 
of a large excess of lactic acid. Finally bromothymol blue was used as indicator. 




Table IV. Acetic 

acid formation 










H.Ac. 


Duration 

Tissue 

()j uptake (ul.) 

P.A. 

Acetic 

P.A. 

Exp. 

, - 

. — _ 

mg. 

acid 

molar 

in min. 

mg. 

1 'ncorr. 

("orr. 

calc. 

mg. 

0 

'Cl 

80 

170 

327 

1131 

1147 

2*55 

0*42 

24*4 

81 

175 

392 

1432 

14.>2 

3*23 

0-55 

2.5*1 

82 

240 

383 

1805 

1014 

4*25 

0*71 

24*5 



368 

1801 

1008 

424 

0*74 

25*5 

86 

185 

356 

1320 

•1346 

2*90 

0*53 

25*0 



370 

1367 

1385 

3*08 

0*52 

24*7 



377 

1402 

1421 

3*16 

0*51 

23*8 

87 

185 

348 

1162 

1180 

2*62 

0*44 

24*6 



370 

1217 

1234 

2*74 

0*47 

25-0 
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Acetic acid was identified by the method of Kruger & Tschirch [1929]. 
Four distillatt‘s were neutralized, evaporat^'d to about 1 ml. and treated with 
5 % lanthanum nitrate (0*5 ml.), A'/50 12 in K1 (0*5ml.) and 1 drop of 4A" NH4OH. 
On warming g<mtly at first and finally boiling, th<* solution turned gr<M3n and then 
blue, a charactoistic blue precipitate 8c»parating out on cooling. This identifiecl 
either acjctate or propionate. Since the formation of the latter was unlikely, 
acetate was inforn^d. 

Table IV summarizes the n^sults of the expTiments. It will be seen that the 
% ratio lies between 23 and 26 in every ease, with an average^ of 24 S, 

Balance .sheet of ptjruvic acid disap2xarancA' 

Since the amount of lactic acid formed is so very small, the fate of pyruvic 
acid cannot be a(‘Counb*d for merely by the summation of the amounts which are 
compleUdy oxidized or which follow the ana^Tobie Krebs dismutation. It cannot 
lie argued that tins ob.served formation of la(‘tic acid is too small owing to 
reoxidation to pyruvic acid. As prt*viously .stated, the presence of p\TUvic acid 
should inhibit completely the lactic dehydrogenaHi‘. Moreover, the Krebs 
dismutation cannot account for such a large produi*tion of acetic acid. To the 
abovc^ tw'o prOf*<‘8ses 

1. ( flaCO.C’OOH 2HaO -aCOj. 

must be added a third 

Ilf. t’Hjt’O.COOH * JOj rOg, 

which will account for the exf'^'ss of acetic acid formed over and above that 
produced by the Krebs dismutation. 

The nu*tliod of calculating the jn^rcentages of t h(» above processes is as follows. 
5*2^0 Ift<’tic acid can only be derived from the Krebs dismutation; hence pro- 
cess 11 takes plac(.» to thcj extent of 10*4 Of the acetic acid formed, 5*2% 
comes from the Krebs dismutation, so that the remaining 19*6 is formed in 
process 111. The amount of 1 can be dtHluced from a consideration of the 
pyruvate ratio, 

4o0jal. O2 ar€' reejuired to oxidize 1 mg. pyruvic acid under thest' in vitro 
conditions. Process III oxidizes 1 mg. pyruvic acid with an accompanying 
127 /iJ. O 2 . Then, sim^e this proci^ss takes plac'e to the extent of only 19*6 

19*6/UKr^l27 = 2r>/xl. 

of Og are absorbed. All the remaining O, is used up by process I. For complete 
oxidation, 1 mg, pyruvic ackl requires 635 fil. Og ; it follows, th('n. that the amount 
undergoing complete oxidation is 

425/635x100 = 67%, 

The disappearance of pjTuvic acid can thus be accounted for quantitatively 
by an approimate summation of the three following equations. The extent to 
which each process takes place is represented by the accompanying percentage.^. 

CH,(J0 .COOH + JO, - > SCO, -t 2H,0 «7 % 

CH,CO,COOH 4 |H,0 iCO, 4 JCH.CHOH.COOH 4 1U*4% 

CH,eO.COOH4^ JO, - a. CO, 4 CH,COOH 19 (i% 

97 % of the pyruvic acid is accounted for. 
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Prom the above data, the respiratory quotient can bo calculated : 


~ i (19-6) +T(67) ~ 177-3 ^ ‘ 


This agrees well vdth the experimental value of 1-3 found by MeGowan [1937]; 
in fact if his one high value is excluded his average r.q. is l*28o. 


Discussion 

The pi'eceding section provides us with a detailed knowledge of the ultimate 
fate of pyruvic acid when enzymically oxidized by pigeon brain. The importance 
of this knowledge is that we now have quantitative data which any theory of 
aerobic pyruvic acid oxidation must take into account. The results must, how- 
ever, be interpreted with care. 

The fact that a balance sheet can be drawn up by ooinbiiiing three equations 
in an appropriate manner does not necessarily mean tliat all three processes can 
take place independently of one another, or even that, as su(.‘h, they take place 
at all. It may well l)e that the formation of lactic acid by the Krebs dismiitation 
is independent of the oxidative processes. Nevertheless there is no direct 
evidence that lactic acid is formed in this manner in the system. It may possibly 
arise by some other process, so far unknown. 

An ‘‘explosive ” oxidat ion of pyruvic acid giving COg and water, i.e. ri‘aetion I 
without any intermediary, seems most improbable. Several jJausiblo theories of 
pyruvic acid oxidation have been proposed involving a series of oxidation 
products usually in the form of a cycle, as in the Toenniessen-Brinkmann [1930] 
scheme and the Krebs & Johnson [1937, 2] citric acid cycle. If there were no 
evidence to the contrary [MeGowan & Peters, 1937], thes<» might appt^ar possible 
for aerobic oxidation in brain. 

The possibility of acetic acid being an intcTinediate stage of p>Tuvic acid 
metabolism is very unlikely, since it has no noticeable efiTec*! on brain res}>iration, 
either in the presence or absence of pyruvates [Metiowan & Peters, 1937 ; Elliott 
et aL 1937], If the formation of acetic acid is not independent of other oxidativt' 
mechanisms, then it may conceivably arise from the bn»akdown of some init ial 
stage of an unknown cycle*. It is suggested that the ftdlowing scheme might 
show the relationship between acetic acid formation and sonu* general mechanism 
of pyruvate oxidation : 

#Acotie add 
Pyruvic arid (A')^ 

X'yole rc-generatinjf bome pyruvic acid, CO* and water l*einii^ eliminated. 

Hence a cyclical theory must involve some unknown stage (A). 

^ It is clear from the balance sheet that if there is any formation of citric a<*id 
[Simola & Alapeuso, 1938], then it could only arisen from aboiit 3 of the pyruvic 
acid apparently unaccounted for. Of course, the above remarks apply only to 
aerobic pyruvate oxidation in brain, and do not in any way embrace anaerobic 
oxidations such as are brought about by methylene blue. 

Summary 

Lactic and acetic acids have been fotind in definite amounts when pigeon 
ono? r J in pyruvic acid. The quantities determined account for 

30 /o of the pyruvate disappearing, the remainder btsing oxidized completely to 
C(J 2 ana water, thus enabling a complete balance sheet to be drawn up. 
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Little work has hitherto been done to ascertain the effect of bacterial toxins 
upon physiologically active enzyme systems. Waltharcl [ 1934] reportt^d that the 
addition of diphtheria toxin in bouillon to a rat liver preparation in a Barcroft 
micro-respirometer exerted no action upon the rate of 0.2 absorption. On the 
other hand, Cross & Holmes [1937] reportt'd that the power of isolaknl liver tisstie 
of rabbits to form extra carbohydrak' in the presence of various substrates is 
much lower for tissue obtained from animals suffering from diphtheritic toxacmiia 
than for tissue obtained from normal rabbits. They also showeil tliat in the 
presence of pyruvate the rate of Og uptake of liver slices obtained from a 
toxaemic rabbit is subnormal. 

In this paper experiments are reported in which various toxins obtained 
from members of the Clostridium group of baekTia have benm aclded to siispcui- 
sions of actively respiring tissues in a Barcroft differential micro-respirometer. 

Experimental 

Corbet & Wooldridge [1936] pointed out the nt‘cessit v for replication' and 
repetition of experiments made with the Barcroft diffenuitial manometer, 
especially when comparisons are made betw^(*on results whicli do not differ 
widely. To record a result merely as the average of so many exj)eriraent« witliout 
giving the standard error makes the acc^eptanoe of such results difficult. Our 
own experience with tissue respiration studies reinforces us in our view that 
results are often misleading unless experiments bo both replicated and reix?ated 
and the final results expressed statistically. 

Most of the work described has been done with suspemsions in tap w^ak^r of 
small intestine minced in a Latapie mincer after washing to remove intestinal 
contents. Other tissues have been used and the technique of their preparation is 
similar, the tissues being minced in the Latapie apparatus (liver, kidney, skeletal 
muscle) or ground in a mortar (brain, heart muscle), suspended in tap water and 
filtered through muslin in order to obtain a more homogeneous suspension. 
Owing to the fa(*.t that the minced tissues actively oxidized succinate, and to the 
advisability for replication of results, which was i*elatively easy wdth suspensions 
of finely minced tissue, the tissue slice technique was not followed in this work. 

The tissues were obtained from guinea-pigs, and were used within 1 hr. of 
the death of the animal. The small intestine was employed to a great extent as 

I By “replication” i« meant the Betting up of a serteB of identical experimentu at one and the 
same time. 


( 1718 ) 



TOXINS AND TISSUE OXIDATION 1719 

CL welchii is frequently the cause of intestinal trouble in certain animals. In the 
manometric experiments tissue was placed in each cup, and usually the only 
difference between the contents of the left and right cups was the addition of 
substrate to the latter. Many substrates have b<jen tried but mainly succinate 
has been used. The nisults given are based on experiments lasting 40 min. at 
37*^, in which the rate of O^ absorption was still proceeding linearly. There was 
usually a diminution in the rate after 1 hr. The experiments were continued for 
2 hr. to make sure that their course was normal. The majority of our exjxjriments 
were put up in quadruplicate* or higher replication and each experiment was 
usually rej^iated at least o tiuies. In the tables the results are expressed as 
means, Mith the standard errors given in bra<,*kets. In order to facilitate 
.statistical analysis, the mean of the replicated results from any particular 
experiment was exjiressfd as 100 for the Og absorption in 40 min. by a 
substrate alone in the presenei* of a particular tissue but in the absence of 
toxin or antisc^rum. (The actual results varied in the different exp(‘riment.s 
bt^iwwn 80 pi. and l^Opl. for succinate.) The figures for the Og uptake in tla* 
presK^nce of toxin or mitiserum were altered in the same proportion to facilitate 
comparison. 

The micro-respirometers containcMl air and w'ere shaken at 37®, the readings 
btung started after 10 min. temj)erat>ire equilibration. A roll of filter paper 
soaked in KOH solutirm, to absorb COj, was present in the centre cup of all 
manonu'tric tbisks. 

The* toxins and antitoxins used were obtained through the kindness and 
generosity of Dr O’Brien, Prof. Daliing and Dr Montgomerie of the Wellcome 
Physiological R<\search Laboratories, l.<angleyCourt, Beek(*nham,Kent, England. 
These toxins w'ere prc[>aivd from broth filtrates of cultures of the appropriate 
anaerobe by jn’oeipitation with 70% ammonium sulphate, the deposit being 
dried in metto. The broth used was made from horse muscle with the addition 
of Parke Davis |x*ptone and a largt? proportion of cooked meat in the ease of 
C7. welchii, typ's A and D, and of Witte peptone with only a small amount of 
cooked meat in the case of the typ* C organism. As a control for these toxins a 
similar preparation w’as made from the uninoculated broth used for CL welchii, 
typs A, and this is alluded to in the tables and the text as the broth precipitate 
or broth precipitate control. The strengtli of toxin usually used in the mano- 
metric flasks was 0-4 mg. dried materia] pr flask. Tin* tissues used wei’c usually 
washed and suspnded in tap water but the contents of the flasks were main- 
tained at pH 7-4 by the addition of 0*5 ml. Jlf/20 phosphate buffer. No change in 
pH occurivd during the exp'riments. The average dry wt. of tissue (small 
mtestine) added to the flasks was 14 mg., but it varied betwwn 11 and 16 mg. 
and on occasion w’as as high as 20 mg. Where toxin and antist^rum w’ere used in 
the same cup they were mixed and allowed to stand for 15 min. before adding 
to the tissue. 

Aerobic ox^idatioiia by minced small intestine, Krebs [1933; 1935] and others 
have repoi’ted no markinl oxidative activity of small intestine with various 
substrates. Using aqueous suspnsions of minced small intestine in the mioro- 
respirometer we have been unable to show any definite oxidizing activity for any 
substrate other than succinate, p-phenylenediamine and dihydroxyphenylalanine 
(Table 1). Under our experimental conditions we weix* unable to show any 
activity with ginoosc, fructose, sucrose, lactate, pyruvate, fumarate, malate, 
oxalate, butyrate, oxaloacetate, citrate, formate, glycerol, alanine, serine, 
tryptophan, glutamate, aspartate, phenylalanine, glycylglj'cine, leucylglycine, 
glyoyltryptophan or glycyltyrosine. 
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Table I. Aerobic oxidations by small intestine 


Experimeatal details in the text. Each experiment with succinate and with p*])henylrne- 
diamine was quadruplicated and with dihydroxyphenylalanine was triplicated. Thep-phenylenedi* 
amine w'as used as the hydrochloride neutralized with NaOH. The mean values are given for the 
dry w1i. of tissue used and for the “Qoj”* The Oj absorbed is due to the substrate in the presence of 
the tissue, the tissue being present in both cujw, hence represents the difference in 

tme Qot caused by substrate addition. 


Substrate 
Succinate .V/120 
jp-Phenylenediamino J/ '54 
Dihydroxyphenylalaniiie M ; 1 > 


Dry w't. 
No. of ex|«. of tissue 

30 l3-7(» 

1 2 I. VS.') 

lt>*7S 


1I*73(s.k. 0‘47) 
lO-33(K.tt. -020) 
3*05 (s.E. 0-40) 


The effects of various bacterial toxins upon the aerobic oxidation of succinate in 
the presence of small intestine. Various t-oxins obtained from certain anaerobic 
bacteria were added to mixtures of succinate and small intestine in Barcroft 
micro-respirometors, and their effects upon the rate of at'robic oxidation obst?rved. 
It will be seen from Table II that all the toxins inhibit the oxidation to some small 


Table II. The effects of varmts bacterial toxins upon the aerobic oxidation of 
succinate in presence of small intestine 

The figures given for the 0^ uptake represent the means, and their standard errors, obtained from the 
numbers of experiments mentioned. Details in text. The meaning of the symbols used is as follows. S Jf/120 
succinate, BP = control broth precipitiite, A, 0 and D represent the to.xinR obtainwJ ros|)eotivcly from f'l, ^rtkhii, 
types A, C and D. Oerl., 8ept., and Tot. represent the to.\ins obtaineni resfMJctively from H. ordematkns, 
Cl. septigue and CL tetani. All toxins were used in a concentration of 0’4 mg. dried product jx*r manomctric cup. 
S.E. s: standard en'or, and P might be called the probability of signifieanee. If P* <0*0l this is ifgaixlcd as 
significant. 



8 

S-tBP 

84 A 

8 4 F 

S * D 

8 . i)vil 

8 •* .S<*pt. 

S^Tet. 

No. of exp.s. 

121 

9 

63 

30 

18 

0 

6 

5 

No. of manometers 

467 

27 

237 

141 

69 

23 

24 

18 

Mean Oj uptake 

umi 

8241 

1,V79 

.3501 

70-52 

77*80 

SO-53 

81 63 

S.E. (140 

Talues for P compared with; 

104 

035 

0-71 

ImO 

I-6‘> 

2-35 

2 15 

(a) Succinate control 

— 

<001 

<001 

<001 

^ 0-01 

<001 

0 0! 

<04)1 

(6) Broth ppt. control 

■- 


<001 

<0-01 

<0-01 

0 1 0-2 

0*2 

0-8<4>-9 


* For mcthwls of statistical calculations sec* Fisher [Mllb]. 


extent but that a similar inhibition is induced by the “ broth precipitate Only 
the toxins of Cl. wdchii produce inhibitions significantly greater than that of the 
broth precipitate, and of these inhibitions that induced by the type A organism 
is greatest and that by the type D least. The extent of the inhibition varies with 
the amount of toxin added, as is shown in Table III, but at the concentration 
chiefly employed in these puticular studies, viz. 0*4 mg. tnvin per eup, the 
inhibition by the toxins of the A, C and D types of organism are respectively 
84'2l, 64-09 and 29-48% (Table II). The proportion of the a, /S and e toxins 
present in these tl^ toxins is given in Table m and it will be seen that the 
a toxin is present in all. The j8 toxin is only present in the toxin from the type 
(; OTgMism Mid the e tomn only in that itom type D, and, in comparison with 
a toxin, their concentrations are high. These results suggest, therefore, that Ae 
inhibition of the suednate oxidation may be duo to the a toxin, but that, in any 
case the inhibitory actions of the j8 and e toxins must be small. 
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Table III. The effect of the toxine of Cl. welehii in different concentrations 
upon the. aerobic oxidation of succinate by small intestine 

The uj)|MT jmrt of the tahJo in<lic/ite« the nature of the toxin preparations used, ami the lower 
half gives the % inhibition produced by the various toxins in the concentration indicated in the 
first eoJimin, Kx|>eriinenU were made in quadruplicate and the standard errors were small. 

llroth j))»t. 


Toxin 

1 ype A 

Type (' 

Type D 

control 

Unitfe to.xin ikt 1#K) mg. 

a 

12-0 

Scmie 

Some 

0 

a 

0 

](H» 

0 

0 

c 

O 

Inhibition of Huer^inate 

0 

r>\idalion (^^o) 

HOO 

0 

.Mg. toxin |a*r cup 

0 0] 

fiH 

•10 

— 


0*40 

Ki 


.*{0 

10 

Id 

OS 

o:i 

<>0 

3S 

L»-4 

— 

— 

74 

30 


Tht fjprts of antiiS'^ ra njkon th, inhihilion indurf d btf the toxins of Cl. 'welcltii. 
Tlu» oxidation of snccinato by small intostim* is inhiinted by tho presence' of tli<‘ 
toxins of (7. wulchii, but if various antisera an? added as well as the toxin the 
inhilntion induced by the toxin is considerably diminished by those antisera 
which contain antibodu'S for th<* % toxin. Tabk* 1\' gives the results obtained 

Table I\'. 7’/ie iff^cts of various unt'mra ujnm th inhibition by the toxin of 
(‘I. welebii. iypf A, of the aerobic oxidation of sucxinate in the presence of 
'onalt inb' stint 

The figures gnen in the tabic arc the mcaiiH, and .standard ern^rs^ of five cxjycriments each 
made in (pmdrujdicMtc. I’hc rcaulls have been adju-^ted so that the mean for the Oj uptake due 
to succinato hIoiic is KKi. Tho a toxin present in the toxin ustni ing. per cup) could be neutral- 
ized b> a 1, iU,(SK> CKUieentnition of antiaenim or a 1 2KiH» concent rat K»n of the type J> auti.serum. 
Ub ]iidg<*d by mousednoeulation exj^rimentJ*. S := .succinate, AS - antiserum, N - normal horse 


serum, TX - toxin; other abbreviations a« foi Table II. 

inhibition 


Anijhcnim 

s 

S AS 

S TX 

S - TX 
AS 

TX 

AS 

(TX-vAS) 

-AS 

inai-ti' 
vat inn 
ofTX 

A, 1 lOOHK) 

•S.E. 

UH» 

2-2<i 

SS-70 

2-:»o 

ir>-(K> 

1-21 

47-00 

1-43 

S5 

11-3 

4M() 

51-7 

Wrlrhii ( \ 1 lO,0(H» 
.s.K. 

I(M:»-37 

223 

90-rsi 

2-28 

IS05 

1-71 

10-48 

1 35 

81-95 

3-87 

M)-02 

2-4 

M'eJrJifi (\ 1 400<> 

S.R. 

1(MH>I 

b37 

84-50 

l-Ol 

14-10 

0-Ht> 

37-08 

1-41 

S5-91 

15-45 

47*48 

44-7 

JVMii J>. 1 10,000 
S.IC. 

UHhfio 

2 14 

9295 

3-04 

17-S5 

1-54 

10-20 

0-93 

82-80 

7-70 

70-75 

1 ‘3 

Wekkii 1), 1 2H00 

S.K. 

l(Kh2r» 

2-87 

8.V22 

2-37 

13-55 

0-70 

49-92 

1-70 

80-70 

15-03 

35*30 

59-3 

Normal, 1 2800 

S.K. 

1(N» 

91-90 

2-14 

11-20 

M9 

8-40 

MO 

88-80 

8-10 

83-50 

0-0 

Septiqtfr, 1 28(K> 

S.E. 

10<.)*25 

219 

8«-r).5 

3-28 

1305 

1-03 

9-40 

1-03 

86-00 

11*70 

79*15 

S-0 

OedtfnaiienJi, 1 *2800 
S.B, 

99-75 

1-84 

84-25 

2-44 

14-70 

1-09 

933 

MO 

85-05 

15*50 

74*92 

U-9 

Tetani, 1 2800 

8.S. 

1(K>*27 

1*59 

85-10 

1-97 

138i5 

Ml 

8-35 

M2 

80-42 

15-15 

76*75 

11-2 
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with the toxin of Cl. welchii type A and various antisera, these sera being added 
in amounts equal to, or greater than, the concentration of the homologous anti- 
serum which should neutralize the toxin,, viz. 1/10,000. Of tlie antisera used 
only those for the three types of Cl. welchii contained antibodies for the a toxin. 
The antitoxic strengths of these three antisera were as follows : type A antiserum 
contained 300 units of a antitoxin per ml., type C antiserum contained 120 units 
of a antitoxin and 900 units of j3 antitoxin per ml. and type D antiserum con- 
tained 86 units of the a antitoxin and 275 units of the e antitoxin per ml. From 
the results given in Table IV it is seen that when these three antitoxins are 
added in amounts equivalent in a antitoxin units they each reduce the inhibitory 
effect of the type A toxin by about half. The other antisera used and the normal 
serum produced no appreciable inactivation of the toxin. It will be noticed that 
all the sera themselves produced some small but significant inhibition of the 
succinate oxidation and Ais has been allowed for in calculating the extent of the 

Table V. The inactivation of the toxin of Cl. welchii, type A, by its homologous 
antiserum, as measured by the inhibition produced of the aerobic oxidation of 
succinate by small intestine 

Experimental details in the text. The figures given were obtained from replicated 
experiments and represent the Oj absorbed. 

Cone, of antitoxin 0 J x 10“^ J x 10"* 1 y 10”* 2 x 10”* 4 v 10“* 

No toxin 100 90 K6 89 89 84 

Toxin present 13 10 30 48 59 74 

Table VI. The effects of various antisera upon the inhibition by the toxins of 
Cl. welchii, type C and type D, of the aerobic oxidation of succinate in the 
presence of small intestine, 

The figures given in the table are the means and standard errors of five experiments in the case 
of toxin C, and of fewer experiments in the case of toxin D, each made in quadruplicate. The 
results have been adjusted so that the mean for the Os uptake due to succinate alone is 100. The 
P toxin present in toxin C (0*4 mg. per cup) could be neutralized by a 1/3080 concentration of 
antiserum to the type 0 organism, while the e toxin present in toxin D (1*0 mg. per cup) could be 
neutralized by a 1/06 concentration of antiserum to D (i.e. twice the actual cK>ncentration used), 
as judged by mouse inoculation experiments. S —succinate, AS = antiserum. Tx — toxin, N = normal 
horse serum and other abbreviations as for Table IT. 


% inhibition 






S + Tx 

r " ■ ’ 


(Tx 4 As) 

inacti- 

vation 

Toxin + AS 

s 

S + AS 

S+Tx 

+ AS 

Tx 

AS 


of toxin 

Toxin C: 

Welchii A, 1/3080 

S.K. 

100*20 

2*12 

81*05 

3*12 

30*92 

2*60 

48*35 

2*57 

69*28 

18*25 

33*60 

51*5 

Wetehii C, 1/3080 

8.E. 

100*11 

1*87 

85*46 

1*54 

37*99, 

1*21 

61*26 

1*55 

62*12 

14*65 

34-20 

43*95 

Welchii D, 1/3080 

S.E. 

100*32 

1*60 

82*58 

1*58 

30*42 

1*93 

39*01 

1*80 

69*89 

17*73 

43*58 

37*7 

Normal, 1/3080 

S.E. 

99*82 

2*12 

86*93 

2*20 

29*42 

1*92 

25*20 

0*96 

70*40 

12*89 

61*73 

12*3 • 

Septiqne, 1/3080 

S.E. 

100*48 

2*22 

87*40 

2*91 

36*10 

1*09 

24*10 

1*43 

64*38 

13*08 

03*30 

1*7 

Toxin D: 

Welckii D, 1/134 

S.B. 

100*33 

4*37 

90*2 

3*26 

68*66 

4*18 

70*6 

3*48 

41-67 

10-13 

16-70 

52*7 

Wdekii A, 1/134 
BJL 

100*33 

4*37 

96*4 

4*31 

58*66 

4*18 

80 

3*29 

41-67 

3-03 

16-4 

60*6 
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diminution of the inhibitory effect of the toxin on addition of serum. By varying 
the concentration of the antitoxin added the extent of the diminished inhibition 
is changed accordingly, as is shown in Table V. Results similar to those reported 
in Table IV for the toxin of Cl. wehhiiy type A, were obtained with the toxins of 
the organism, types C and D (Table VI). This table shows that the extent of 
the reduction of the inhibition due to these toxins is greatest with the antiserum 
for the type A organism, i.e. it is greatest with that antiserum containing the 
most a antitoxin. These results support the view that the inhibition of the 
succinate oxidation produced by the toxins of Cl. welchii is due to a toxin. 

The effects of heated toxins upon the aerobic oxidation of succinate by small 
intestine. AH the toxins used in this work are heat-labile, except that for the 
type D organism, the e toxin in which is relatively heat-stable. If the inhibition 
of the succinate oxidation is due to any of these toxins except e toxin, then it 
should be removed if the toxins are first heated to 80® for 15 min. The results 
given in Table VII indicate clearly that the small inhibitions induced by the 

Table VII. Comparison of the effects of toxins^ before and after heating for 
15 min. at 80"^, upon the aerobic oxidation of succinate by small intestine 

The figures, which represent the amount of O* absorbed, are the means obtained from experi- 
ments replicated five or six times. The standard errors are given in brackets. The same intestinal 
preparation was used for a j)articular toxin, heated and unheated. Experimental details in the 
text. 


Toxin 

Suwiimto 

alone 

Toxin added 

Heated toxin 
added 

Difference 

columns 

3 and 4 

67. mkkiif type A 

100 (3-39) 

Ifi (2-68) 

73*2 (3*00) 

57*2 

67. welchiif tyjH* C' 

100 (3-72) 

34*0 

60*0 (2*10) 

32*0 

67. wdchii. tyf>e I) 

99-7 (0-87) 

702 (2-2) 

83*2 (3*01) 

13*0 

(H. oedentatiem 

10013 (4-8i>) 

73-.> (4-87) 

72*83 (4*73) 

0*07 

Cl. aeptique 

100-13 (2-34) 

80*17 (4*44) 

78*33 (3*11) 

1*84 

CL tdani 

100 (1-33) 

94*17 (3*fi7) 

95*00 (2*78) 

1*43 

Broth ppt. control 

99-9 (1-34) 

80*44 (2*58) 

88*94 (3*20) 

2*50 


toxins from Cl. sepiique, Cl. oedematiens and Cl. tetani are unaffected by first 
heating the toxin but the inhibitions produced by the toxins from the three 
types of Cl. welchii are considerably lessened by pre-heating the toxin. This is 
further evidence suggesting that the inhibitory action is associated with the a toxin 
of Cl. wdchii. 

The effect of the (Addition of the toxin of Cl. welchii, type A, upon other oxidations 
by small intestine. The only substances which appear to be oxidized actively 
by aqueous suspensions of minced small intestine are succinate, jp-phenylenedi- 
amine and dihydroxyphenylalanine (Table I). If the various toxins are added to 
mixtures of p-phenylenediamine and intestine in the micro-respirometer they 
all, including the broth precipitate control, inhibit the oxidation nearly 20 % but 
the toxins of Cl. welchii^ type A, possesses a slightly more inhibitory action 
(vide Table VIII). The action of this toxin is significantly different from that 
of the broth precipitate control, but its magnitude is small in comparison with 
its inhibitory action on the succinate oxidation. Furthermore no inhibition 
significantly greater than that produced by the broth precipitate is obtained 
with the toxins of Cl. wekhii^ types C and D. 

The addition of the toxin of Cl. welchii, type A, to dihydroxyphenylalanine 
(Jlf/120) and minced small intestine diminishes the rate of oxidation to about 
60 % of its normal value, an inhibition greater than that shown with p-phenylene- 
diamuie but only about half that registered with succinate (cf. Tables IX and II) . 
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Table VIII. Effects of bacterial toxins upon the aerobic oxidation of p-phenylene^ 
diamine in the presence of minced small intestine 


Each experiment was made in quadruplicate. Abbreviations are the 

same as 

for Table 11, 

Toxin 

but pp.d. = 
pp.d. 

pp.d. +BP 

p-phenylenediamine (Jf/54). 

pp.d. + A pp.d. 'fC pp.d. +0 

pp.d. 

^Oed. 

pp.d. 

+/Scpf. 

+Ta. 

No. of exps. 

10 

6 

5 

5 

5 

5 

5 

6 

Of uptake 

100 

82*78 

72*58 

86*37 

81*3 

79*23 

82*15 

82'66 

S.E. 

1-53 

1*24 

1*85 

2*25 

2*18 

1*52 

1*84 

l-7» 

% inhibition 

— 

17*22 

27*42 

13*63 

18*7 

20*37 

17*85 

17-34 

Values for P compared with: 

(o) Substrate control — 

<0*01 

<0*01 

<001 

<0*01 

<0*01 

<0*01 

<0-01 

(b) Broth ppt. control 

— 

— 

<0*01 

o*6-o*r 

0*4>0*5 

0-5-0-6 

0*7-0*8 

>0-00 


Table IX. The effect of the toxin of CL welehii, type A , upon the rate of 
oxidation of M/20 dihydroxyphenyhlanine by minced small intestine 

The experimental detail is the same as that described for succinate except that, owing to the 
slower rate of oxidation, the figures given represent the Oj absorbed over a period of 80 min. 
Control experiments with “ broth precipitate ** gave smaD inhibitions comparable with that reported 
for succinate, s.e. = standard error. 



Of absorbed 

S.E. 

No. of 
exps. 

No. of 
manometers 

Substrate alone 

100 

2*12 


16 

Substrate + toxin 

61*4 

1*90 

5 

16 


The effect of the toxin of CL welehii, type -4, upon the aerobic oxidation of 
succinate by various tissues. Minced preparations of small intestine, skeletal 
muscle, heart muscle, liver, kidney and brain actively oxidize succinate in the 
Barcroift apparatus. The activity of heart muscle is very gi*eat, being 15 times 
greater than that of skeletal muscle. Despite their varying activities towards 
succinate the addition of the toxin of Cl. welehii, type A, to aqueous suspensions 

Table X. The effect of the addition of the toxin of CL welehii, type A, upon the 
aerobic oxidation of succimte by various tissues 

The results given are from single experiments rex>lioated five times and are based on 40 min. 
readings, except for skeletal and heart muscle (20 min.). The experimental technique is described 
in the text. All inhibitions except that obtained in one of the brain experiments and that with 
brain and the broth precipitate control, are significant (i.e. <0*01). Three results are given 

with brain as they vazy considerably from animal to animal. This variation does not occur with 
other tissues. The tissues were suspended in tap water. The standard errors are given in brackets. 


Of uptake 


Tissue 

Dry wt. 
of tissue 

Qoi 

Succinate 

'N 

Succinate + toxin 
or broth ppt. 

0/ 

/o 

inhibition 

(a) With toxin: 

Intestine 

13*83 

11*76 

100-11 (0-46) 

16-79 (0-35) 

84*32 

Skeletal muscle 

38*00 

8*37 

100-5 (4-74) 

16-5 (2-76) 

84 

Heart muscle 

2*40 

126*25 

100-25 (3-33) 

29-2 (3-64) 

71*05 

Liver 

16*50 

11*64 

100-33 (3-66) 

38-25 (4-77) 

61*08 

Kidney 

7*80 

35*00 

00-8 (2-85) 

25-8 (2-06) 

74*00 

Brain 

7*80 

7*20 

100-25 (5-12) 

109-75 (2-68) 

- 9*5 

Brain 

17*30 

13*20 

99-83 (3-71) 

78-17 (6-41) 

21*66 

Brain 

12*50 

12*78 

. 99-00(2-18) 

52-00 (4-04) 

47*60 

(5) With broth ppt. : 

IntMtioe 

14*47 

12*06 

100 (1-16) 

82-41 (1-04) 

17*59 


8*0 

13*80 

99-9 (1-28) 

95-76 (2-64) 

4*15 
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of these tissues greatly inhibits the rate of oxidation of succinate with each 
tissue except brain. The inliibition is generally between 60 and 85 % , but with 
brain the results are indefinite although suggestive that some inhibition, less 
than that obtained with other tissues, occurs (Table X). 

The effects of bacterial toxins upon a dried preparation of tissue enzymes, A dried 
preparation of ‘‘lactic dehydrogenase’’ was obtained from ox heart as described 
by Green & Brosteaux [1936]. This preparation was active to some extent with 
lactate and malate but it was much more active with succinate? as its substrate. 
If the various bacterial toxins are added to mixtures of this enzyme preparation 
and succinate the rate of oxidation of the succinate? is inhibited by the different 
toxins to an extent comparable with that shown with small intestine (cf. Tables II 
and XI), The toxins of Cl, welchii exert specific inhibitions greater than that 

Table XI. The effect of bacterial toxins upon a dried preparation of succinic 
dehydrogenase obtained from ox heart 


The ahbreviatioriH, experimental technique and method of presentation of results are similar to those 
described for Table If. A small amount of cytochrome prepared by the method of Keilin and Hartrce [1937], 
uus added to each cup. The number of ex];H?riment<s made was not large. 


s 

S + BP 

S4 A 

s+c 

S + D 

S vOed, 

S + *S’c;rf. 

S + Tc/. 

No. of expfi. 3 

2 

3 

2 

2 

2 

1 

1 

No. of manometers 10 

6 

10 

6 

6 

6 

3 

3 

Oj absorfwd 1(K)’22 

82-0<i 

19*64 

,36*16 

57-50 

83*00 

87*33 

75 

H.K, 293 

3*42 

1-.3S 

3*87 

2-.5() 

2*21 

0-33 

(»-03 

% inhibition — 

18-00 

80*36 

63*84 

42-50 

17*10 

12-67 

25*00 

Values for P compared with : 

(tf) Succinate control — 

<0-01 

<0*01 

<0-01 

<0-01 

<0*01 

0-02-0-05 

<0-01 

(6) Broth ppt. control 


<0*01 

<0*01 

<0*01 

f)*8-0-9 

0-3-0-4 

U-2-0-3 


induced by the control broth precipitate. In one or two similar experiments 
carried out with this tMizyme preparation but using lactate or malate as sub- 
strate no inhibition was produced by the presence of the toxin of Cl, welchii, 
type A. The rate of Og absorption with these substraU'S vras only half that given 
with succinate and as the expt?riments have only been done twic*e their pre- 
liminary character must be emphasized. 

The effect of the. toxin of Cl. welchii, type A, upon succinic dehydrogenase. The 
experiments described in this paper suggest that the a toxin of Cl, welchii 
inhibits the oxidation of succinate by its dehj^^drogenase. If the activity of the 

Table XII. The effect of the. toxi^i of Cl. welchii, type A, upon the anaerobic 
oxidation of succinaie by its dehydrogenase 

The dehydrogenase preparations used were minced small intestine and a dried tissue product 
prepared from ox heart after Green & Bro8teau.v [1030]. The usual anaerobic methylene blue 
technique was followed except that Thun berg tubes with hollow stoppers were employed and the 
succinate and methylene blue were tipped into the enzyme and toxin mixture after 10 min. 
anaerobic incubation at 45". Reduction times (RT) in min. and the relative velocities (V) 
obtained from the reciprocals of reduction times are shown. 



Small intestine 

Dried preparation 

Bxp. 

RT 

V 

RT 

V 

(a) Enzyme alone 

00 

0 

CO 0 

(6) Enzyme + toxin 

36-4 

27 

00 0 

(f) Enzyme + succinate 

14-5 

69 

19 

106 

(d) Enzyme + succinate + toxin 

10-4 

96 

24 

83 

(6+c)-d 

Bioohem. 1938 xxxn 


0 

— 23 

110 
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enzyme in minced small intestine or in the dried tissue enzyme preparation be 
examined anaerobically in the presence of the toxin of CL welchii, type A, no 
marked inhibition is observed (Table XII). The addition of methylene blue, to 
act as an “oxygen carrier”, to a mixture of small intestine, succinate and toxin 
in the Barcroft micro-respirometer should reduce the inhibition of the succinate 
oxidation by the toxin if the latter does not exert its effect upon the dehydro- 
genase. The results given in Table XIII show that in the presence of 1/3000 
methylene blue the inhibition was reduced from 78 to 44%. 


Table XIII. The inhibition of the aerobic oxidation of sticcinate by small intestine 
in the presence of the toxin of Cl. welchii, type A and methylene blm 


The 0, absorbed in the presence of methylene blue (1/3000) was slightly more than without it, 
viz. 110 instead of 100. The experiment was made in quadruplicate. S —succinate, A:=:toxin of 
CL wdchii, type A (0*4 mg.), MB — 1/3000 methylene blue and s.k. = standard error. 


8 S+A 

Oa absorbed 100 21*75 

s.£. 1*58 0*48 

% inhibition — 78*25 

% reduction of inhibition — — 


S •+- MB S + A •+■ MB 

100 56 

1*58 2*97 

— 44 

— 43*8 


The effect of the toxin of Cl. welchii, type Ay upon the indophenol oxidase of 
small irUestine. If the presence of indophenol oxidase in small intestine is tested 
for with Nadi reagent in the way described by Keilin 11929], a very strong 
positive reaction is obtained. This reaction does not develop in the presence of 
cyanide but it is practically unaffected by the addition of the toxin of CL welchii, 
type A. Similar results were obtained with yeast and with heart muscle sus- 
pensions. 

Discussion 


The results reported in this paper show that those bacterial toxins which 
contain the a toxin of CL welchii exert a sjHJcific inhibitory action upon the 
aerobic oxidation of succinate by aqueous suspensions of various minced tissues, 
e.g. small intestine, skeletal muscle, heart muscle, liver and kidney. A similar 
e&ct is experienced with a dried enzyme preparation made from ox heart by 
the method of Green & Brosteaux [1936]. A few preliminary experiments suggest 
that the aerobic oxidation of p-phenylenediamine by small intestine or of lactate 
or malate by the dried enzymic product is not inhibited by this toxin. Some 
inhibition, although only half as much as that with succinate, of the aerobic 
oxidation of dihydroxyphenylalanine by small intestine is experienced in the 
presence of the toxin. A number of other toxins of the Clostridium group of 
bacteria do not show any inhibition greater than that induced by the addition 
of a similarly prepared precipitate |pom uninoculated broth. The inhibitory 
action of the toxins appears to be specific to the a toxin of CL welchii for no toxin 
without the a toxin produces effects greater than the broth precipitate 
control, the inhibitory action is destroyed by heating to 80° for 15 min. and it is 
largely neutralized by the addition of antisera containing antibodies for the 
a toxin. 

In comparison with its toxicity to the live animal the action of the toxin 
upon this enzyme system of tissues is low, ^though this may be due in part to 
our experimental conditions. Workii^ on a basis of the presence of 70 % water 
in a live guinea-pig, the presence of 0-01 mg. toxin of CL welchii, type A, per g. 
dry tissue is lethal, whereas for the production of an inhibition of 80% of the 
activil^ of the succinate system 1 g. dry tissue (small intestine) requires the 
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presence of 29 mg. of the toxin. Nevertheless, as an inhibitor of enzymic activity 
the toxin is potent. 

If the inUbitory action of the toxin is examined under anaerobic conditions 
it is found that no such marked inhibition of the activity of succinic dehydro> 
genase is depicted. Neither can any inhibitory action of the toxin towards the 
activity of the indophenol oxidase of small intestine be demonstrated. These 
results, together with the aerobic oxidation of succinate by small intestine in the 
presence of toxin and methylene blue suggest that the inhibitory action of the 
toxin is not exerted directly either upon the dehydrogenase or upon the oxidase 
but may be associated with an interference to some intermediate link, possibly 
with an inactivation of some “carrier catalyst’'. 

It has been clearly demonstrated that the a toxin of Cl, welchii interferes 
with a respiratory mechanism associated with the aerobic oxidation of succinate 
present in various animal tissues. Whether the pathogenicity of CL welchii is 
associated in any way with this inhibitory action upon an important respiratory 
mechanism of tissues is not known, but it is clear from recent progress in our 
knowledge of the physiological action of certain vitamins, e.g. lactoflavin or 
ascorbic acid, that the absence of factors associated with respiratory mechanisms 
of cells can lead to grave disease. Interference with enzymic systems necessary 
to the supply of energy to tissues might readUy lead to subnormality of function, 
which may open the way to the development of a more active pathological con- 
dition. In this way a particular bacterial toxin might facilitate the subsequent 
invasion of the body by the toxigenic organism itself or by some other organism 
present at the time. 

Summaky 

1. The toxins obtained from Cl, welchii^ types A, C and D, inhibit the 
aerobic oxidation of succinate by aqueous suspensions of minced small intestine. 

2. This inhibition is reduced to a considerable extent by the presence of 
antisera which neutralize the a toxin of Cl, welchii, 

3. The inhibitory action of the toxins is greatly reduced by heating for 
15 min. at 80®. 

4. The inhibitory action appears to be due to the x toxin. 

5. The toxins of CL oedematiem. Cl, septiqne and CL telani exert no action 
different from that induced by a precipitate prepared similarly from the broth 
medium. 

6. This, inhibitory action is not due to an eflFect upon either the succinic 
dehydrogenase itself or the indophenol oxidase, but may be due to an action 
upon some intermediate carrier catalyst at present unidentified. 

7. It is suggested that the pathogenicity of CL welchii may be associated in 
part with this inhibitory action of its x toxin upon an important respiratory 
mechanism of tissues. 

8. A brief discussion is given of the importance to invading bacteria of 
factors which will inhibit enzymic reactions of the host. 

We are greatly indebted to Dr J. O. Irwin for his advice on the statistical 
treatment of our results. Or thanks are also due to Dr O’Brien, Prof. Dalling 
and Dr B. F. Montgomerie for the supply of bacterial toxins and antisera, and 
to the Medical Research Council for a personal grant to one of us (C. H.) and for 
a grant towards the expenditure entailed in this work. 
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CCXXV. SULPHYDRYL GROUPS AND 
ENZYMIC OXIDO-REDUCTIONi 

By LOUIS RAPKINE 

From the Laboratory of Biophysics, Inslitut de Biohgie Physico-chimique, Paris 

(Received 19 Avgust 1938) 

Ik an attempt to correlate the observable physical changes that occur within the 
cell at mitosis with definite chemical processes, the author was led to formulate 
the working h 3 rpothe 8 is (Rapkine, 1931] that cell division is accompanied by 
configurational changes of the cell proteins resulting in an increase of protein 
SH groups. 

When it was later shown that iodoacetic acid reacts stoichiometrically with 
SH derivatives like cysteine and reduced glutathione [Dickens, 1933, 1, 2; 
Rapkine, 1933, 1} as well as with protcun SH [Rapkine, 1933, 2] according to the 
equation 

J? - SH + ICHjCOOH = HI + R - S - CH^COOH, 

various attempts were made [Ellis, 1933; Runnstrom, 1935; Rapkine, 1937] to 
study the effect of this halogen acid on cell division. 

In the meantime results published by various authors not only strengthened 
the belief that sulphydryl proteins (reduced — partially denatured(?) — proteins) 
may play in some manner an essential part during mitosis, but also lent more 
likelihood to the supposition that whenever the activity of a biological 
system proves to be inhibite<l by iodoacetic acid it is because this acid acts on 
SH groups contained in this system. Such are the results obtained on the 
influence of temperature, pH and concentration on the velocity of interaction of 
iodoacetic acid and the SH groups of C 3 rsteine, glutathione (6SH) and denatured 
proteins [Rapkine, 1933, 1,2; 1936]. Also the work of Schubert [1936] has shown 
that the spe^ of interaction of iodoactetic acid with tertiary amines is a good 
deal lower than with SH derivatives. Finally it was possible to show that after 
having inhibited cell division in yeast eells, by carefully controlled action of 
iodoacetic acid, these cells could be made to divide again by adding to the culture 
medium SH compounds [Rapkine, 1937]. 

It was therefore thought desirable that as many protein systems as possible 
should be studied in vitro with respect to their sensitiveness to iodoacetic acid. 
Those which should prove to be appreciably inactivated by this acid were to be 
examined for SH and to see to what extent their activity depended on the 
integrity of thiol groups within their structure. As prototypes of such systems 
enzyme preparations appeared to be the most adequate. 

The choice of particular enzymes must perforce be an empirical one, since 
very little is known about those which may bs involved in the metabolism of the 
cell during its division. The choice, however, as to the class of enzymes need not 
be, as far as our own work on cell division is concerned, empirical. The results 
obtained in the first paper of this series on the sea-urc^ egg [Rapkine, 1931] 
led us, ind<ied, to think that tihe period of predivision is characterized by dehydro- 
genatiem processes. Moreover, the lactic acid production in the sea-urchin egg 
* A prelirainsry note has already been published [Rapkine, 1938]. 

( 1729 ) 
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was correlated with the presence of SH groups. Our attention was therefore 
directed to enz 3 nnes which catalyse dehydrogenation. 

This paper is concerned with the enzyme which catalyses the oxido-reduotion 
between triosephosphate and pyruvate according to the following equation : 

Triosephosphate+ pyruvate phosphoglycerateH- lactate. 

The presence of coenzyme I is necessary for this oxido-reduction to take place 
[Meyerhof & Ohlmeyer, 1936; Euler et aL 1936]. A detailed study of the nature 
of the enzyme was made by Green et al. [1937] who, in the course of their work, 
have shown that it is one of a very small number of dehydrogenases that are 
readily inhibited by fairly low concentrations of iodoacetic acid. 

Although there exists already an extensive literature dealing with the thiol 
groups of hydrolytic enzymes, and how the activity of these enz 3 mies is influenced 
by oxidation and reduction of their SH groups,^ the only work of this kind on 
dehydrogenases has recently been published by Hopkins & Morgan [1938] who 
brought forward evidence showing that succinic dehydrogenase depends for its 
activity on the presence of thiol groups. 

In the work to be described in the present paper it will be shown that the 
activity of the enzyme responsible for the oxidation of triosephosphate by 
pyruvate depends on its state of oxidation-reduction. When oxidized by Ig or 
by oxidized glutathione (GSSG) its activity is greatly diminished. When re- 
reduced by cysteine, reduced glutathione (GSH) or HgS it is reactivated con- 
siderably. Oxidized methylene blue is shown to have no effect whatsoever. 
With the working hypothesis in mind that it is the SH of the enzyme proper that 
is being oxidized and reduced, further experiments were made with CugO which 
is known to react particularly readily with thiol compounds [Hopkins, 1929; 
Krie, 1931]. In this case too the evidence obtained shows that the activity of the 
enzyme can be nearly totally suppressed by CJugO and nearly fully regenerated by 
treatment with HgS. 

However, in order to ascertain that in the experimental conditions to be 
described the action of CugO, as well as the action of oxidants and reductants, are 
not concerned rather with the coenzyme than with the enz 3 rme, experiments 
were run in which the coenzyme was removed by adsorption before any subse- 
quent treatment of the enzyme. The results obtained show that this is not the 
case; the action of CugO, oxidants and reductants concerns mainly (if not 
entirely) certain active centres (SH) of the enzyme proper. 

I, Preparation of the enzyme and methods of estimating its activity 

The enzyme is essentially a dialysed aqueous extract of dried acetone powder 
from rabbit skeletal muscle. It is conveniently prepared by the technique of 
Meyerhof k Kiessling [1935] according to the directions of Green et ah [1937]. 
The method and the conditions of estimating enzymic activity were essentially 
the same as those used by the latter authors. Since the oxido-reduction of triose- 
phosphate and pyruvic acid results in the production of acid, the activity of the 
enzyme which catalyses this reaction may be followed manometrioally after 
addition of NaHCOg to the mixture containing the enzyme, the substrate and 
pyruvic acid. Since reduction of pyruvic acid to lactic acid involves no change 
in acidic groups, the increase in COg pressure is due to phosphoglyceric add which 
is formed on oxidatiGn of triosephosphate. There is still however one more 
condition to be observed if the COg production is to serve as a means of measuring 
the activity of the enzyme. Hexos^phosphate, which is used throughout these 

^ FuUrder^oes are to be found in an excellent critical review by Hdlerman [1937]. 
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experiments as the source of triosephosphate, is known to give rise to pyruvic 
acid via phosphoglyceric acid. Fluoride inhibits this reaction, and it must there- 
fore be added in all experiments. Measurements were carried out at 25® and at 
30® in the presence or absence of Og. 

II. Experimental jyrocedure 

(a) Experiments on irua^ivalion of the enzyme by oxidizing with GSSG. 
Preliminary experiments have shown that fairly concentrated solutions of GSSG 
were necessary and the following procedure was adopted : 5 ml. enzyme solution 
were placed with 2*5 ml. Af/20 GSSG (final concentration of GSSG is J//6()) in a 
Thunberg tube. The tul)e was evacuated and kept in the water bath at 30® for 
3-5 hr. A control exp€*riment w^as run along identical lines, in which the GSSG 
was replaced by 2*5 ml. water. The tubes were then opened and 1 or 1*5 ml. of 
each mixture was pipt^tted into a Warburg manometer cup. The following 
reagents were then added: 0-1 ml. 31 p^Tuvate, 0*3 ml. Mj2 NaHCOa, 0*7 ml. 
ilf/10 NaF, and finally 0*4 ml. 3//10 hexosediphosphaU* was placed in the side- 
tube. After temperature equilibration, the hexosediphosphate was tipped from 
the side-tube into the main compartment of the Warburg cup and the gas 
evolution was followed. 

(h) Experiments on inactivation by oxidizing with I*. The action of Ig is very 
rapid, and there was no necessity for incubating the enzyme with I 2 for more 
than 30 min. As the enzyme solution contains reducing substances which react 
immediately with Ig, it is quite impossible to know what fraction of the Ig added 
reacts with the enzyme itself. The procedure adopted consisted in adding Ig to 
an aliquot part of the enzyme solution until its reduction became slow. The 
amount varied with the enzyme preparation, the final Ig concentration varying 
according to the experiments from 0*003 to 0*009 A. The rest of the procedure 
was exactly the same as in (a) above, 

(c) Experiments on ivactivatian with Lj and GSSG, and remtivation with 
HuS, GSH and cysteine. When Ig was used as the oxidizing agent, the mixture of 
enzyme and Ig, after keeping in the water bath at 30® for not more than 30 min., 
was divided into two equal parts, one of which was reserved, whereas the other 
was treated with HgS. The HgS was then eliminated by a current of Hg. As usual 
a third equal portion treated similarlj" except for the addition of Ig served as 
control. Still another control of fresh enzyme solution w^as run for the mano- 
metric measurements, in order to see the extent of change in activity (if any) 
the enzyme may have suffered. 

When GSSG was the inactivator, the enzyme solution, after incubation with 
GSSG at 30®, was dialysed for 15 hr. against distilled HgO at 0® through a pello- 
phane membrane. The enzyme solution was now divided up into three equal 
lots, a, b and c. To a, MflQ (JSH was added to make the final concentration 
MI35. To b an equivalent amount of 3//10 cysteine and to c the necessary 
amount of water were added. The three lots were now^ placed in Thunberg tubes ; 
these were evacuated and placed in the water bath at 30® for 3-4 hr. A portion 
of the mutase solution, which served as a control, was taken through all the 
stages of treatment, dialysis, incubation, dilution etc., but without added 
glutathione. Dialysis of the enzyme solution results in a marked loss of activity, 
and therefore for the manometric measurements another control experiment was 
run with fresh untreated enzyme solution (adequately diluted) which had been 
kept in the ice chest at 0®. 

One other technical detail deserves mention. Since prolonged dialysis results 
in a marked loss of activity, a second dialysis after treatment with GSH or 
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cysteine was not practicable. It is therefore necessary, whenever manometric 
measurements are done in the presence of Og, to take into account the absorption 
of gas due to the oxidation of the excess GSH and cysteine, which in the presence 
of the enzyme solution is not negligible. 

(d) Experiments on inactivation with CU 2 O and reactivation with H 2 S, To 
10 ml. enzyme solution 200 mg. CU 2 O were added. The mixture was kept in the 
water bath at 30° for 15-20 min., with occasional stirring. It was then filtered 
and divided into two equal parts. One was reserved, while the other was 
treated with H 2 S in the usual manner. As a control a third portion underwent the 
same treatment (incubation and HgS) but without addition of CugO. In most 
experiments however the control portion of enzyme solution was taken through 
the stage of incubation at 30° only, since experience has shown that treatment 
with HgS does not in any way change the activity of the enzyme. 

(e) Experiments cm inactivation and reactivation of the enzyme after treatment 
with charcoal to remove coenzyme /. Merck “Medicinar* charcoal proved to be a 
good adsorbent of coenzyme I, provided that the charcoal was first washed with 
distilled water until the wash-water was no longer acid. The enzyme loses most 
of its activity after two charcoal adsorptions only. On addition of coenzyme I^ 
the activity of the enzyme solution is fairly completely restored. Once the enzyme 
had been charcoal-treated, it was taken through all the stages of inactivation 
with GSSG, I 2 and CugO. Reactivation experiments were only attempted on 
charcoal-treated enzyme which had been inactivated by Ig and Cug^O. Further 
experimental details will receive mention in the description of the particular 
experiments. 

III. Recults obtained 

(a) Oxidation and inactivation by 0S8G. Table I shows the results obtained 
in typical experiments when the enzyme is incubated with GSSG at various 
concentrations and for various periods of time at 30°. 

Table I 

After incubation the following amounts of the reagonte were pix>ett'ed into the Warburg mano- 
meter cups for manometric measurements of the enzymic activity; 1*5 ml. treated or untreated 
enzyme, 0-4 ml. Af/10 hexosediphosphate, 0*1 ml. JIf pyruvate, 0*3 ml. if/2 NaHCOj, 0*7 ml. 
if/10 NaP. The hexosediphosphate was in the side- bulb of the cup and was only tipi»cd into 
the main compartment after temperature equilibration. The amounts and concentration of the 
reagents added were, unless otherwise stated, always the same and need not afterwards be ret)eated. 



Time of 

Temp, of 



Final cone. 

incubation 

manometric 


/il. CO 2 in 

OSSG 

hr. 

measurements 


30 min. 

if/100 

n 

25- 

Enzyme + GSSG 

171 




Control without GSSG 

256 

if /100 

1 

2.5'^ 

Enzyme + GSSG 

160 




Control 

198 

if/60 

6i 

25"^ 

Enzyme + GSSG 

11 




Control 

157 




Fresh enzyme 

146 

if/ao 

Hi 

25^ 

Enzyme + GSSG 

17 




Control 

137 




Fresh enzyme 

145 

if/ao 

4i 

30*^ 

Enzyme +GSSG 

45 




Control 

102 




Fresh enzyme 

111 


’ I am indebted to Dr T. Cahn and Dr J. Houget for samples of coenzyme 1. 
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As is to be noted, fairly high concentrations of GSSG and rather long periods 
of incubation are necessary in order to oxidize and hence to inactivate the 
enzyme. The control which has been put through all the stages of treatment 
except for the added glutathione, suffers very little loss of activity as can be seen 
on comparing its activity with that of fresh mutase which had been standing in 
the ice chest at O'" until the manometric measurements were made. 

(6) Oxidation and inactivation by lo* I 2 reacts very quickly with the enzyme 
and the time factor is unimportant. As is seen in Table II it is the I 2 concentra- 
tion which matters. 


Table II 

Time of Temp, of 


Vol. enzyme 
ml. " 

1-2 

Final cone. 

I, 

0-0009 .V 

incubation 
at 30*^ (min.) 

30 

manometric 

measurements 

25 

Enzyme + 1, 
Control 

pi. ('0, in 
30 min. 

137 

256 

1-3 

0-003 A' 

10 

25^ 

Enzyme 1, 
Control 

72 

183 

10 

0-009 A’ 

.30 

25' 

Enzyme -t- 1, 
Control 

40 

198 


(c) The action of methylene blue on the enzyme. It was desirable to know 
whether some other oxidant than GSSG and Ig could be made to bring about an 
inactivation of the enzyme. Oxidized methylene blue was tried. Methylene blue 
(0*(K)6 M) was added to the enzyme solution until there was no more reduction, 
even after the mixture was evacuated in Thunl>erg tubes. After 3 hr. incubation 
in the water bath at 30 the necessary reagents were added and the activity of 
the methylene blue- treated enzyme was compared with a control (Table III). 
No inactivation wdiatsoever occurred. 

Table III 

Manometric measurements at 25"’. 

^1. COa in 
10 min. 

Enzyme -f- methylene blue 106 

Control without methylene blue 110 

(d) Inactivation with OSSG and reactivation with GSH and cysteine. As was 
mentioned in section II, reactivation of GSSG-treated enzyme entailed the 
elimination of excess GSSG by dialysis which in itself caused a loss of activity of 
the enzyme. The figures in Table IV illustrate this, as w'ell as the superiority 
of cysteine over GSH in reactivating the enzyme. This has been met with 
throughout all the experiments. 

Table IV 

Incubated with GSSG for 6 hr. Dialysed for 15 hr. at 0°. Incubated with GSH and 
cysteine for 3^ hr. Manometric measurements at 25^^. 

fil. CO, in 
30 min. 


Enzyme oxidized by Jf /60 GSSG, then dialysed 37 

Oxidized, dialysed enzyme reduced by if/36 wsteine 150 

Oxidized, dialysed enzyme reduced by Jlf/35 G-SH 81 

Control, dialysed 

Fresh enzyme diluted suitably 127 
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(e) Inactivdtion with 1 2 o,nd remtivaiion with H2S, As long as I2 is made to act 
upon a muscle extract containing both enzyme and coenz3niio, the inactivation 
is very marked, but the reactivation is rather feeble (Table V). 

Table V 

Incubatefl at 30° for 10 min. Final concentration of T 2 0*003 N* Mciasuremonte at 25°. 

fi\. CO, in 
20 min. 

Enzyme + 1, 23 

Ig-treated enzyme reduced by 45 

Control 

As will be shown below, the reactivation by HgS may bo nearly complete if 
the I2 is made to act upon an enzyme solution from which coenzyme I has been 
removed by charcoal adsorption. 

(/) Inactivation by CU2O and reactivation by H28, Although inactivation by 
CugO is rapid and thorough, the time of contact and the amount of CU2O are, 
up to certain limits, not negligible (Table VI). The degree of reactivation of 


Table VI 

Enzyme in contact for 3 min. at 30° with Cu^O before filtration of excess of the oxide. 
50 mg. Cu,0 per 5 ml. enzyme solution. HgS was passed for 5 min. 

^l. CO, in 
30 min. 

Enzyme + Cu,0 85 

Cu,0 treated enzyme decomposed by H,S 100 

Control (treated with H,^) 257 


Enzyme in contact for 20 min. at 30° with Cu,0 before filtration. 100 mg. Cu,0 i»er 5 ml. 
enzyme. H,S passed for 15 min. 

fil. CO, 
in 30 min. 


Enzyme + Cu,0 74 

Cu,0>treated enzyme decomposed by H,S 243 

Control (not treated with H,S) 268 


CuaO-treated enzyme by H2S also varies with time, and it was found that 
15-20 min. were quite sufficient for optimum reactivation. 

(^) Inactivoition and reactivation of enzyme after treatment with charcoal to 
remove coenzyme /. The fact that coenzyme I is in some methods of its prepara- 
tion precipitated as a Cu+ salt, albeit in acid solution, served as a warning in the 
interpretation of the results obtained ,when CU2O is made to act upon muscle 
extracts containing both enzyme and coenzyme I. Is not the inactivation of an 
enzyme solution by CU2O due mainly to its combination with coenzyme I? 

It was at once clear that the only way to answer this question, not only for 
CujO, but also for the other inactivators, was to subject the enzyme to oxidation 
and reduction after removal of its coenzyme by charcoal adsorption. Preliminary 
experiments showed to what extent the enzyme suffers loss of activity on adsorp- 
tion (Table VII). It is certainly not negligible, and the addition of coenzyme I 
in varying amounts restores, at best, ahout 80 % of the original activity. As for 
the residual CO* production by the complete system in presence of charcoal- 
treated enzyme without added coenzyme I, it cannot be due to dismutation of 
triosephosphate, since in the presence of pyruvic acid dismutation is completely 
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suppressed [Green et al. 1937]. It is very likely due to remaining traces of 
coenzyme I which have escaped adsorption, and which allow some oxido-reduction 
between triosephosphate and pyruvate to take place. 

Table VII 

Manornetric measurements at 25"^. 

inpf. fozymnse added 


1*5 10 0-5 

fi\. CO 2 in 20 min. 

(1) (2) (3) 

Charcoal-treated enzyme 4' hexosediphosphateH- 32 29 oo 

pyruvate + NaF 

As above but with coenzyme I 126 130 146 

Complete system with untreate<l enzyme 152 195 178 


The results of Table VIII show clearly that under the experimental conditions 
described the action of CugO cannot be exerted mainly on coenzyme I. If it were 
through some action on coenzyme I that inactivation of the enzyme by CugO 


Table VIII. Action of CU 2 O on charcoal-treated enzyme 

Charcoal- treated enzyme solution was divided into 7 jiortionB. To portions o, 6. c and d 
(’lijO was added (100 mg. jjer 5 ml.). After CujO treatment (20 min. at 30") the excess CujO was 
filtered off, and whilst a and h were reserved, c and d were treated with HgS. Coenzyme I was now 
added to a and r. To portion e was added a sample of coenzyme I M'hioh had been treated with 
(^UgO, and the excess of the latter filtered off. To / ordinary coenzyme I was added, whilst no 
coenzyme was added to g, A normal enzyme solution (not charcoal-treated) was now divided 
into four other portions, K j and k, h was the normal control; i, j and k were treated with 
C’ujO (20 min. at 30 ), and after filtration from excess CujO k was reserved, whilst coenzyme 1 was 
added to i. To J, instead of coenzyme I, fresh enzyme solution (enzyme -f- coenzyme) was added. 
Of each of these various portions of enzyme 1 ml, was pipetted into Warburg manometer cups, 
and the necessary reagents were added for manometric measurements (see part (o) of this section). 

fil, COg in 
30 min. 


(a) Charcoal-treated enzyme + 00,0 + coenzyme I 8 

(b) As above but without coenzyme I 19 

(r) Charcoal-treated enzyme + Ciu^O + HjS + coenzyme I 102 

(f/) As al>ove without coenzyme I 51 

(e) Charcoal-treated enzyme + coenzyme I which has 99 

been treated with Cu,0* 

if) Charcoal-treated enzyme + coenzyme I 170 

ig) As above without coenzyme I 84 

(A) Normal (not charcoal-treated) enzyme 183 

(i) Normal enzyme + CujO + coenzyme I 40 

ij) Normal enzyme 4- OugO 4- fresh enzy met ^ 

(«) Normal enzyme -f Cu,0 45 


* Coenzyme solution was in contact with CugO (20 mg. per ml. for 20 min. at 30"). 
t 0*5 ml. of fresh normal enzyme was added. 

occurred, then we should expect the charcoal-treated enzyme to be reactivated, 
even after CU 2 O treatment, by mere addition of coenzyme I to the system. As 
is shown from Exps. a and 6, this is not the case. Reactivation is only possible 
when the enzyme has been treated with HgS (see Exp. c and d, Table VIII). 

That 002^ does not react with coenzyme to any appreciable extent is also 
shown from e, where Cu20*treated coenzyme I was added to charcoal-treated 
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enzyme. Further evidence that CujO acts mainly on some active centres of the 
enzyme proper is shown from Exp. h, i, j and k. 

Action of I 2 on dui/rcoal-treated enzyme. It was shown in part e of this section, 
that reactivation by HjS of l 2 >treated enzyme is rather small, so long as the I 2 
is made to act upon ordinary enzyme solution. As will be seen from Table IX 

Table IX 

Final concentration of I 2 0*006 N, Manometric measurements 


Charcoal-treated enzyme 4- 1, + coenzyme I , 

As above but without coenzyme 1 
Charcoal-treated enzyme -f Ij + HjS + coenzyme 1 
Fresh mutase equally diluted 
As above + Ig 

good reactivation may be obtained if the I 2 is made to act upon an enzyme 
solution from which coenzyme I is removed. Moreover, it seems that the in- 
activation by Ig of normal enzyme solution is more pronounced than in the case 
of charcoal- treated enzyme. 

Action of 0S80 on charcoaUtreated enzyme. The results of Table X show the 
action of 6SSG on charcoal-treated enzyme as compared with its action on 
normal enzyme (untreated with charcoal). The action of GSSG is much more 

Table X 

The enzyme was incubated with GSSG (final concentration M /60) for 4 hr. 

/d. CO* in 
27 min. 


Normal enzyme suitably diluted 228 

As above GSSG ‘ 181 

Charcoal-treated enzyme 4- GSSG 4- coenzyme I 58 

As above but without coenzyme I 18 

Charcoal- treated enzyme 4- coenzyme I 147 

As above but without coenz^one I 52 


pronounced on charcoal-treated enzyme. It must be said that at present no 
explanation has been found to account for the difference of action of either I 2 or 
GSSG on normal and charcoal-treated enzyme preparations. Further work is 
being done in this direction. 

Discussion 

The strict interpretation of the experiments described is that the enzyme 
responsible for the catalysis of the oxido-reduction between triosephosphate and 
pyruvic acid depends for its activity on its own oxidation-reduction state. 
Acted upon by oxidants, the activity of the enzyme is greatly diminished or 
nearly suppressed; once inactivated, the enzyme may recover its activity to a 
great extent by controlled treatment with reductants. In making the tentative 
hypothesis that these changes in activity of the enzyme are to be ascribed to the 
oxidation and reduction of the SH groups of the enzyme, one must necessarily 
cope with the long-standing objections which have already been formulated ui 
the case of hydrolytic enzymes. To begin with, are the thiol groups involved at 
all? If they are, might there not be, side by side with these, other groups which 
are at least as essential for the activity of the enzyme ? It is, of course, impossible 
at present to state definitely that there are no other active groups than the 


at 25“. 

/a 1. CO* in 
7 min. 

50 

49 

113 

122 

29 
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thiol groups in the enzyme studied here. However, the h37pothesis tliat thiol 
groups are mainly responsible for the activity of the enzyme can be supported by 
many arguments. lodoacetic acid inhibits the enzyme readily and thoroughly. 
Although this acid has been shown to react with other groups, the speed with 
which it reacts with SH confers on this halogen acid, for practical purposes at 
any rate, the property of specificity towards thiol groups. The same can virtually 
be said of Cu^O, in view of the conditions under which this acts upon the enzyme 
preparation. The only difference is that an enzyme completely inactivated by 
CugO can be fully reactivated by HgS, whilst inactivation by iodoacetic acid is 
irreversible. 

In connexion with the reversible inactivation by GSSG, the arguments 
brought forward by Hopkins & Morgan [1938] in the case of succinic dehydro- 
genase are relevant. GSSG is a very mild oxidizing agent, and the fact that the 
GSSG 2GSH system is very negative in the potential scale makes it very likely 
that, as an oxidant for proteins, GSSG is specific for the thiol grouj)s of the 
protein. There is further evidence for this. Hopkins [1925] has shown that in 
the oxidation of the reduced thermostable residue of tissue by GSSG, the 
resulting GSH formed is a measure of the pre-existing SH of the proteins. This 
was latter confirmed on reduced heat-coagulat<^d egg-white [Rapkine 1933], 
where it was, moreover, shown that the amount of pre-existing fixed SH of the 
protein as measured by the iodoacetic acid technique is identical with that 
obtained by Hopkins’s method. Finally, Mirsky and Anson [1935] proved 
conclusively that the total numl)er of fixed SH groups in a protein can be 
approximately measured by the total amount of hydrogen transferred to the 
oxidant (cystine). 

The action of oxidized methylene blue on the enzyme studied here is again 
in harmony with the thiol group hypothesis. Methylene blue is, like GSSG, a 
mild oxidizing agent, and although it is high up in the scale of redox potentials it 
is known to react extremely slowly with thiol groups. This accounts for the 
ineffectiveness of methylene blue in inactivating the enzyme. 

The action of needs hardly any comment. Ig is by no means a mild oxidizing 
agent. Although it oxidizes SH to SS it cannot be said that it reacts readily only 
with SH groups. The action of Ig on the enzyme must therefore be considered 
only in conjunction with the action of other substances such as GSSG, methylene 
blue and CugO. However, it must be pointed out that inactivation of the 
enzyme by Ig is to a large extent reversible by HgS, especially if the Ig is made 
to act on a coeuzyme-free (charcoal-treated) preparation of the enzyme. 

The behaviour of GSSG towards charcoal-treated enzyme is rather curious. 
Unless other substances present in the normal enzyme preparations interfere in 
some manner with the action of GSSG, it is perhaps not unreasonable to think 
that the coenzyme exerts in some way some protective influence on the enzyme. 
Once the coenzyme is removed by charcoal, GSSG inactivates the enzyme much 
more quickly. Whatever the explanation may be, account should be taken of 
these results whenever similar experiments of oxidation and reduction are 
carried out on enzymes which require, for their activity, the presence of a 
ooenzyme. 

This paper deals with the reversible inhibition of an enzyme which takes 
part in the first stages of glycolysis. It is therefore not out of place to compare 
the results obtained on this particular enzyme with those obtained previously 
by other authors on the effect of inhibitors on glycolysis by whole muscle 
extracts. Thus lipmann [1934] showed that Cu in small amounts (10~® to lO'-W) 
activates musde glycolysis, whilst in concentrations of 10“^ to 10“® Jf it inhibits 
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glycolysis. Previously the same author [Lipmann, 1933] had shown that the 
inhibition of glycolysis by dichlorophenol-indophenol and O 2 could be removed 
by ascorbic acid and N 2 . 

Wagner-Jauregg & Rzeppa [1936, 1, 2] obtained evidence that the copper 
inhibition described by Lipmann [1934] may be reversed by 6SH, cysteine, 
coenzyme I and coenzyme II. More recently a detailed systematic study on the 
reversible inhibition of muscle glycolysis was made by Gemmill & Hellerman 
[1937]. Besides metallic compounds the authors also used Ig as an inactivator 
of glycolysis, the reactivants used being cysteine, OSH and ascorbic acid. In 
this same paper [Gemmill & Hellerman, 1937] mention is made of unpublished 
experiments by Leovey (carried out in 1936) in which the author shows that the 
conversion of pyruvate into lactate in rabbit mUscle pulp is inhibited by Ig and 
quinone and restored by HgS. 

The results just enumerated make it tempting indeed to suggest that 
precisely the enzymic system dealt with in the present paper is one of the 
systems with which the above-mentioned researches on glycolysis was concerned. 

Summary 

1 . The enzyme which catalyses the oxido-reduction between triosephosphate 
and pyruvate is inactivated by oxidation with GSSG. If now the excess GSSG 
is dialysed away, the enzyme can be reactivated by GSH or cysteine, the latter 
being more rapid in its action. 

2. The enzyme is inactivated by Ij. Such an inactivated enzyme can, to a 
large extent, be reactivated by HgS. The degree of reactivation is greater if the 
I 2 is made to act upon an enzyme preparation from which coenzyme has been 
removed by charcoal adsorption. 

3. Methylene blue exerts no influence on the activity of the enzyme. 

4. Cuprous oxide completely inactivates the enzyme. Its activity can, how- 
ever, be fully recovered on regenerating the enzyme by HgS. 

5. It is shown, using charcoal-treated enzyme preparations, that the action 
of CU 2 O, oxidants and reductants is mainly concerned with active groups of the 
enzyme itself. 

6. The changes in activity of the enzyme under the influence of CU 2 O, 
oxidants and reductants are ascribed mainly to SH groups. The oxidation or 
combination of these groups results in an inactivation of the enzyme. The 
re-reduction or regeneration results in a reactivation 6f the enzyme. This 
hypothesis is discussed. 

7. The work just reported is discussed in the light of work done by other 
authors on glycolysing extracts. 

I should like to take this opportunity of thanking Dr R. Wurmser for the 
interest he has shown in the progress of this work. I also wish to express my 
thanks to Prof. Sir P. G. Hopkins with whom I kept in touch throughout this 
work. His kindly interest was often a source of encouragement. 

I am grateful to Sarah M. Rapkine, who helped me with some of the experi- 
mental work. 
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The importance of nucleic acid derivatives in cell metabolism is becoming 
increasingly apparent; one may instance the function of muscle adenylic acid 
in fermentation and its presence as a constituent of coenzymes 1 and II; the 
P 37 rimidine ring occurs in cocarboxylase and uracil has been shown by Richardson 
[1936] to be essential for the ana,erobic growth of Staph, aureus. In the meta- 
bolism of bacteria it has recently been shown that musclt^ adenyli<? acid prevents 
the loss of activity of dZ-serine deaminase from a strain of Bact, coli [Gale & 
Stephenson, 1938], whilst adenosine behaves as a coonzyme for aspartase II 
prepared from the same organism [Gale, 1938]. 

As a preliminary to studying the mode of action of adenine compounds as 
coenzymes in the metabolism of bacteria the present study was undertaken in 
order to elucidate the changes which they themselves undergo in the presence 
of the enzymes of the organism. Previous studies on various bacteria (including 
Bact, coli) have shown that adenine and guanine are present as nucleotides, 
nucleosides and free bases in the acid-soluble extracts of the ceUs and that 
adenine comi)ounds are more than ten times in excess of guanine compounds. 
On autolysis of the cells nucleic acid nitrogen decreases and nucleotides, nucleo- 
sides and free bases increase [Mesrobeanu, 1936]. 

It has also been shown that in the case of Baet, coli there exist within the 
bacterial cell enzymes decomposing adenine compounds and that muscle adenylic 
add is dephosphorylated and deaminated by various organisms of the Bac- 
teriaceae. Hypoxanthine was identified as the end product of the action of 
Bctct, coli on ^enine, adenosine, inosine and inosinic acid, and adenyl pyro- 
phosphate was shown to be a cell constituent of the same organism [Lutwak- 
Mann, 1936]. It now seems probable that the acid-soluble purine derivatives 
found in the cell originate from the nucleic acid. It has been shown that yeast 
decomposes its own nucleic acid autolytically and that the adenylic acid thus 
formed (adenosine-S-phosphoric acid) is rapidly dephosphorylated giving ade- 
nosine ; the latter can be phosphorylated in its turn by the enzymes of the same 
organism giving adenosine-5-phosphoric acid muscle adenylic acid”) and also 
the di- and tri-phosphates functioning in fermentation [Ostem ei al. 1937 ; 1938]. 

In the present paper the same strains of Bact, cx>li as those employed in 
previous work were used; three types of •decomposition were studied: (1) the 
dephosphorylation of muscle adenylic acid; (2) the deamination of adenine, 
a^nosme md adenylic acid; (3) the removal of ribose from adenosine and 
aidenyhc add. 
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Methods 

The organiBms were grown in flasks of tryptic caseinogen digest broth for 
12-14 hr. and centrifuged and washed with water in the usual way. The strength 
of the bacterial suspension was estimated by the photoelectric turbidiinetc*r 
[Clifton et ah 1935J. The inorganic phosphate was estimated by the method of 
Fiske & Subbarow [1925], ammonia by the method of Parnas, and ribose by the 
method described in the appendix. The rates of dephosphorylation, deamination 
and liberation of ribose are generally expressed as ju.1. ammonia, phosphate or 

ribose per mg. dry wt. bacteria per hr. ( ) ‘ deamination is also 

expressed in ()Lig. nitrogen /mg. bacteria/hr.). The following stock solutions were 
used. Phosphate buffer pH 7*7 3i//450. Adenine 0-602 mg./ml. (3 x 33 pi. /ml.). 
Adenosine 1-15 mg./ml. (3 x 33 pi. /ml.). Muscle adenylic acid (adenosine-5- 
phosphoric acid) neutralized with NaOH 1-54 mg. ml. (3 x 33pl./ml.). d- Ribose 
0-670 mg./ml. (3 x 33 pi. /ml.). Bacterial suspensions 3-15 mg. dry wt./ml. as 
convenient. 

The decornpositiofi of adenylic acid 

Adenyli<’ acid is d<‘phosphorylatt*d and deaminated almost simultaneously, 
but in all cases so far tried the former process appears to precede the latter. 

Exp. 1. 5 ml. each of stock phosjjhate, adenylic acid (2 x stock) and bactc'rial 
suspension (3 mg./ml.) were incubated at 37 " ; 2 ml. and 1 ml. for the estimation of 



Fig. 1. The dephosphorylation and deamination of muscle adenylic acid by Bact, edi I. 
Fig. 2, Effect of pH on the deamination of adenosine by Bact. edi 1. 


ammonia and phosphate respectively were withdrawn at intervals ; the results 
are shown in Fig/ 1, The rate of dea^nation in this experiment corresponds to 
Bioohem. 1938 xxxn lii 
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^ 2 ^ =24. The rate of these reactions varies only slightly with jpH increasing by 
12 % between 6-5 and 8-0 after which it falls off. From the jjH curve for the 
deamination of adenosine (Fig. 2) it appears that the deamination of adenylic 
acid is controlled by the dephosphorylation and what is actually l>eing measured 
is the effect of pH on dephosphorylation. 


The oudion of inhibitors 

The action of various inhibitors was tested in the hope of separating the 
dephosphorylation from the deamination. The results are given in Table I. 


Table I 

% inhibition 



Inhibitor 

Dcphosjihory- 

Iniion 

Deamination 

1. 

Phenol 1% 

0 

10t» 

2. 

KCN if/500 

100 

100 


KCN if/1000 

1(K> 

m 

4. 

NaF if /50 

60 

m 

5. 

lodoacetate if /300 

0 

0 

6 . 

Toluene (saturated sol.) 

:i3 

IHl 

7. 

Chloroform (saturated sol.) 

100 

100 


In the cases of 1, 6 and 7 the bacteria were exposed to the poison for 30 min. at 
room temperature and then centrifuged and washed before use: 2, 3, 4 and 5 
were present during the reaction. 

The only useful inhibitor found was 1 % phenol which efft^ets a clean separa- 
tion of the two mechanisms; the phenol-treated and control organisms arc 
washed twice with distilled water before use. 

Exp» 2, 4 ml. each of adenylic acid phosphate and phenol-treated bacteria 
(6 mg./ml.) were incubated for 30 min. at 37"'; 2 ml. were then withdrawn for V 
and 1 ml. for NHg estimations. The remainder was then divided into two 4 ml. 
samples A and B, To A was added 0-26 ml. fresh bacterial susi)ension 15 mg./ml. 
so that the preparation contained 1 mg./ml. fresh bacteria; to B 0-26 ml. water 
was added. After 1 hr. further incubation the phosphate and ammonia estima- 
tions were repeated; the usual blank estimations w^ere done (see Table II). 
Phenol treatment has no effect on dephosphorylation ; when rates were measured 
with phenol-treated and untreated bacteria superimposablc curves were obtained. 


Time in 
min. 

30 

90 

90 


Table II 

NHj-N PhoKphate P 
fi]./2 ml. ^I..2 ml. 

(Phenob treated organism) <8 47<0 

( Phenol- treated organism) ' <8 47*2 

(Phenol-treated + fresh of^anism) 40*4 47-2 


Complete deamination and dephosphorylation corresponds to 00pl./2 ml. 


The decomposition of adenosine 

The adenosine used was obtained from Georg Henning (Berlin) and gave the 
following figures on analysis: 

C 46*11 %, H 4*90%, N 26*4% (calculated 0 46* 10%, H 4*86%, N 26*2%). 

DeamituUion. Adenosine is deaminated more rapidly than adenylic odd, 
espedsi^ by strain I, the difference being less marked in strain II (see Table III)! 
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Table III 

Strain I Strain II 

Average Qjf adenylic acid 20 13 

,, adenosine 104 24 

Phenol treatment completely inliibits deamination by both strains. 

The effect of pH is much more marked in the case of adenosine than in that 
of adenylic acid (see Fig. 2), the optimum being at pH 7*75. These facts are 
consistent with the view that adenosine is the compound actually deaminated. 

Bemoval of ribose 

The method used for the estimation of free ribose is described in the appendix. 
Having there shown that 10/xg. (l*5/xl.) ribose can be accurately estimated after 
the removal of the bacteria it became possible to studj'^ the liberation of this 
pentose from adenosine. 

Exp, 3. 1 ml. each of stock adenosine phosphate buffer and bacterial sus- 
pension (3 mg./ml.); 1 ml. of this mixture contains 33 fxl, (221p,g.) rilx)se in the 
form of adenosine. Control exp. in w’hich adtmosine is replaced by water. 
Incubation at 37"". 

1 ml. was withdrawn and deprotcunized with 3 ml. ()*2 N HCl and 2 ml. of 
the filtrate used for the estimation of ribose, this is equivalent to lll/iig. ribose 
which requires 2*(K) ml. ceric sulphate (Table IV). 


Table IV 




Ceric 


Time in 

sniphute 


min. 

ml. 

( 'ontrol 

0 

0-30 

Kxp. A 

0 

or4 

(>0 

0-,50 

Kxj), H 

0 

0-52 

,, 

00 

0-5, ’) 


From the results in Table IV it seems that either no ribose is liberated in the 
experimental period or it is immediately decomposed to substances which do not 
reduce ferricyanide ; Exps. 4 and 5 show that the latter alternative is correct. 

Exp, 4, Six test tubes each containing 0-5 ml. stock adenosine, 0*5 ml. water 
and 3*0 ml. 0-2 N HCl were heat^'d in a boiling water bath; at various intervals 
a tube was removed in wdiich the total free ribose was estimattMi in the usual 
way; the results are given in Fig. 3. From this it is seen that 90% of the 
theoretical amount of ribose is liberated from adenosine and can be estimated 
after 2 hr. acid hydrolysis. In order to raise the yield of ribose, stronger acid and 
longer hydrolysis were employed without effect. From the analytical figures 
for the adenosine used it seems unlikely that this deficit is due to impurity, 


Table V 



Ribose 

RiboBo 

Furfur- 

Time in 

added 

estimated 

aldehyde 

min. 

Mg- 

Mg- 

test 

0 

UK) 

99 

0 

30 

KM) 

93 

0 

00 

100 

97 

(-) 

120 

100 

104 


180 

m 

98 

(+) 


111—2 
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though a control in ■which 100 jag. ribose were heated under the same conditions 
shows a higher recovery of ribose and a slight furfuraldchyde reaction by the 
aniline acetate test (Table V). 



Fig. 3. Hydrolysis of adenosine by 0*2 N HCl at 100®. 

We next tried to determine whether the ribose is actually split off from the 
adenosine as a result of the bacterial action. 

Exp, 5, Equal vols. of stock adenosine, phosphate buffer (3J1//450 at pH 7*7) 
and bacterial suspension 3 mg, /ml. were incubated at 37"' (1) aerobically, 
(2) anaerobically; 2 ml. samples were removed at intervals and 6 ml. 0-2 N HCl 
added, shaken with kieselguhr and filtered; the ribose was estimated in the 
filtrate after 2 hr. acid hydrolysis ( J ) ; 2 ml. of the filtrate without acid hydrolysis 
were used as control (B), A — B ( = 0) is the ribose present as adenosine. 

IfCcC^^andCao etc. are the quantities of ribose found after the action of 
the bacteria for 0, 15 and 30 min. is the amount of ribose split off from 

adenosine in 15 min. as the result of bacterial action. 


Time 

min. 

Table VI 

/ig. ribose removed/mg. bacteria 

Aerobically 

'1 

Anaerobically 

0 

0 

0 

15 

42 

45 

30 

76 

76 

60 

182 

177 


Total available ribose s= 182 /*g. (90% of theoretical, see Kxp. 4). 

Table VI shows that in 60 min. 100% of the ribose of adenosine has dis- 
appeared yet no ribose can be detected in the culture fluid at any period as 
shown in Exp. 3. This implies that ribose must be destroyed as quickly as it 
is liberated, so a comparison was made of the rate of destruction of free ribose 
and that of ribose combined in adenosine. 
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Exp, 6, 2 ml. stock buffer and 2 ml. bacterial suspension (3 mg./ml.) were 
incubated (a) with 2 ml. stock adenosine, (b) 2 ml. stock ribose. 

2 ml. samples from (a) and (b) were removed at intervals and the ribose in 
each estimated in (a) after acid hydrolysis (as in Exp. 5) in (6) direct. From these 
results the rate of decomposition of ribose (a) as adenosine, (b) as free ribose 
were determined both for organisms grown on broth and on glucose broth. The 

results appear in Table VII. ^ 

Table VII 

Rate of fermentation of riboae 

/xg./mg. bafteria/hr. Free As adenosine 

Organism grown on plain broth 15 19S 

,, ,, ghicose „ 20 204 

Both inhibited 100% by treatment of organism with 1% phenol. 

The rate of disappearance of ribose in combination as adenosine l)eing so 
much greater than when frec^ confirmation of the phenomenon was sought by 
the manornetric measurement of the fermentation. Th(? course of the fermenta- 
tion was followed by measuring the total gas evolved in bicarbonate buffer, 
which may be CO 2 or Hj, and also gas liberated by fermentation acid. The experi- 
ments were done in Warburg manometers. 

Exp, 7. Each manornett^r contained 3 ml. total liquid. 

0-2 ml. J//5() substrate (side bulb), 

1 ml. bicarlionate buffer J//13, 

I ml. bacitTial susjiension (3 mg. 'ml.), 

0*8 ml. water. 



Fig. 4. Total gas produced in bicarbonate buffer from adenosine, inosine 
and free ribose (Boot, coli I) 

The usual controls were performed. Gas production from the following sub- 
atrates was measured: adenosine, inosine, d-ribose and hypoxanthine ; the results 
are given in Kg. 4. From this it is seen that the rate of fermentation of free 
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ribose is about 0*1 that of ribose combined in adenosine and in inosine. (The 
rate of fermentation of adenosine is the same in the presence and absence of 
phosphate.) The results of Exp. 6 are therefore corroborated and the dis- 
appearances of ribose in the free state and in adenosine are seen to be duo to 
fermentation. 

The deamiruitim of adenine 


Adenine is very slowly deaminated 3-5) ; this rate is increased two- to 
six-fold by the presence of adenosine or inosine. 

Exp. 8. Solutions were made up as in Table VIII; 2 ml. from each solution 
were removed at intervals and the NHo-N estimated; the results are given in 
Table IX. * . ’ 


Tabic 

ml. 


Bacterial susp. 3 mg./ml. 3 

Adenine stuck 3 

Adenosine stock 0 

Water 1*5 

Buifer 3 Jf/225 l-.'i 

Total vol. ml. 9 

No. of exp. 1 


ml. 

ml. 

ml. 

ml. 

3 

2 

3 

o 

3 

0 

3 

d 

0-3 

0-2 

0-6 

0-4 

1-2 

2-8 

0-9 

2-6 

1-5 

J-O 

1-5 

1-0 

9 

6 

9 

6 

•> 

2a 

3 

3a 


Table IX. NH.-N 


Exp. no. ... 1 2 2<i 

Time , ^ , > ^ ^ ^ 

min. mg. fil. mg. ^1. mg. 

0 <0-005 <8 <0-005 <8 <0-(K>5 <8 

30 <0-005 < 8 0-0279 44-5 0-005 8 

90 0-007 U 0-036 55 0-005 8 


2-: 

la 

3 


3a 


d”.! a 

/ 

mg. 

fil 

mg. 

— 

Ml. 

' mg. 

— 

Ml. 

mg. 

Ml. 

0 

0 

0-005 

8 

<0-(H)5 

<8 

0 

0 

0-0274 

36-5 

0-035 

56 

0-010 

16 

0-025 

40 

0-031 

47 

0-0457 

72 

0-040 

16 

0-0357 

56 


Table X 



ml. 

ml. 

ml. 

ml. 

ml. 

ml. 

ml. 

Bacterial susp. 3 mg./ml. 

1 

1 

1 

1 

1 

1 

1 

Adenine stock sol. 

1 

1 

1 

1 

1 

1 

1 

. , . stock , 

Adenosme —— sol. 

0 

0-5 

0-25 

0*05 

0 

0 

0 

* . stock . 

Inosine sol. 

0 

0 

0 

0 

0-5 

0-25 

0-05 

Water 

0-5 

0 

0-25 

0-45 

0 

0-25 

0-45 

Buffer 3 Jf/225 

0-5 

0-5 

0-5 

0-5 

0-5 

0-5 

0-5 

Total vol. 

NHj-N in 35 min. 

3 

3 

3 

3 

3 

3 

3 

mg./2 ml. 

0-005 

0-0178 

0-0141 

0-0124 

0-0176 

0-0139 

0-0114 

^J./2 ml, 

8 

28-5 

22-6 

19-8 

28-2 

22-2 

18-3 


X Adenine 

1 

1 

I 

1 

1 

1 

1 

1 

1 


Table XI 

Concentration = x (33 /nl/ml.) 


X Adenosine 

X Inosine 

Adenine 

0 

0 

4-2 

0-005 

0 

10-6 

0 

0-005 

9-7 

0-025 

0 

12-0 

0 

• 0*025 

12-0 

0-05 

0 

15-0 

0 

0*05 

15-0 

01 

0 

25-0 

0-2 

0 

27-0 
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Effect of (idenosim and inosine on the rale of deamimition of adenine, by Bact. 
coli /. Adenylic acid also has a catalytic effect on the deamination of adenine but 
slightly smaller than that of adenosine (Fig. 5) ; whilst the effect of ribose is 
comparatively insignificant, a concentration equivalent to that of adenine merely 
doubling the rate of deamination, 

Th(5 effects of lower concentrations of adenosine and of inosine on the rate of 
deamination of adenine were then tt^sted ; the results an* given in Table X, and 
the combined results from Tabl(*s IX and X shown in Table XI. 



Fig. 5. Thf offecf of adonosino and adenylic a< id (.‘1-3 /xl. ml.) on the deamination 
of adenme (33fxl.yml.). 

Fig. e, ElTcct of adenosine (3-3 /xl./ml.) on deamination of adenine (9li /^l./inl.). 


The catalytic effect of adenosine falls off with time, owing probably to its 
decomi>osition by the liberation of ribose ; if fresh adenosine is added the initial 
rate is again reston*d (Fig. 6). The decreasing catalytic effect due to con- 
centration shown in Table XI is partly accounted for in this way. 

It is premature to discuss the natun* of the catalytic effect of adenosine on 
the deamination of adenine. It is conceivable that the NHg group of adenine 
may be transferred to inosine which is then rapidly deaminated. The maximum 
rate of dt^amination of adenine in presence of adenosine is still less than that of 
adenosine, so evidence thus affonled is not iii(K)nsi8t(mt with this view. On the 
other hand Gale [1938] has recentW found the rat-e of deamination of aspartic 
acid by aspartase II from the same organism increased by the addition of 
adenosine far beyond the rate of deamination of adenosine a jone ; in this case 
therefore tho above hypothesis cannot hold and further work is necessary to 
arrive at the mechanism involved. 

Lutwak-Mann [1936] showed that hypoxanthine was formed as end product 
of the action of BaH, coli on adenine, adenosine and adenylic acid. We have 
confirmed this. 

laolaiion of hypoxanthine from the deamination of adenine 

The hypoxanthine was isolated as a silver nitrate compound [Bruhns, 1890] ; 
200 mg. ^enosine, 100 ml. M/50 phosphate at pH 7*7 and 5 ml. bacterial sus- 
pension containing 100 mg. bacteria were incubated aerobically at 37""; after 
3 hr. 2 ml. adenosine solution {OOpL/mh) were added ; the course of the reaction 
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was followed by NHg estimations; fresh Menosine was added at intervals of 
1 J hr. till 700 /xl. had been added. At the end of 24 hr. deamination had stopped 
having reached 70% completion. 2 ml. ION HCl was added, the whole shaken 
with kieselguhr and filtered ; the clear filtrate was evaporated in vdcvo to about 
30 ml. and treated with excess of sodium picrate to remove the unchanged 
adenine, the adenine picrate was filtered on a Buchner funnel and washed. The 
filtrate and washings were then treated with excess ammonia and completely 
precipitated with silver nitrate. The precipitate (consisting of silver chloride, 
phosphate and a silver hypoxanthine derivative) was filtered on a Buchner funnel, 
washed with hot water and the residue boiled with 50 ml. HNO 3 sp. gr. 1*1 ; the 
acid was decanted off and the precipitate filtered whilst hot and re-extracted several 
times with HNO3 • ^*25 g. AgNOg in HNO3 was added to the filtrate which was left 
24 hr. The precipitate was filtered off and dried at 100 “ for 30 min. and again taken 
up and reprecipitated with AgNOs and dried. The analysis was as follows: 



Found 

Calculated 


0 / 

/o 

% 

c 

20*52 

19«8 

H 

1*65 

1*31 

N 

22*8 

22*95 

Ag 

34*78 

.35*49 


Hypoxanthine can also be detc'cted and estimated by the use of xantliine 
oxidase. 

Exp. 9, 3 ml. adenylic acid stock x2. 3 ml. phosphate 3i//450 pH 7*7. 
3 ml. bacterial suspension 3 mg./ml. 2 ml. samples were taken at intervals and 
1 ml. N HCl added and the whole shaken with kieselguhr and filtered. 1-5 ml. 
filtrate, 0*5 ml. N NaOH and 1 ml. 31/5 phosphate pH 7-0 were put in a Warburg 
manometer vessel and 0*5 ml. of a 20 % neutralized xanthine oxidase solution 
[Dixon & Kodama, 1926] in the side bulb. 1 pg. hypoxanthine in prc*sence of 
the xanthine oxidase preparation took up 0*24 /u,l. Og. With all substrates tested 



Fig. 7. Production of hypoxanthine from adenylic acid by Bact. coli I. 

(adenylic acid, adenine and adenosine) about 70% appeared as hypoxanthine 
(see Fig. 7). The bacterial suspension had a negligible xanthine oxidase activity 
(^o ***1'^)- 
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APPENDIX 

A MICRO-METHOD FOR THE ESTIMATION OF RIBOSE IN 
THE PRESENCE OF BACTERIAL SUSPENSIONS 

By A. R. Trim 

Ribose may be estimated by a modificatioii of the eerie sulphate titration 
method for reducing sugars previously worked out for blood sugar estimation 
by Giragossintz et al. [1936]. By this method the sugar is allowed to reduce 
ferricyanide to ferrocyanide at an alkaline reaction and then the feiroeyaiiide is 
re-oxidized with standard ceric sulphate after making strongly acid with con- 
centrated H2SO4. Xylene c5^anol FF is used as an indicator. The sugar does not 
reduce its equivalent of ferricyanide according to the stoichiometric relation 
represented by the equation 

jB.CHO + 2 Fe (CN)®"' R.COOU + 2 Fe (CN)«"", 

but the extent of reduction of the ferric\^anide varies somewhat with the con- 
ditions of the experiment : this l)eing the ca.se the estimations must be made under 
standard conditions and a calibration curve con.structed. The advantage of this 
method is that only th<‘ ceric sulphate need be accurately standardized; once 
standardized the stock solution may 1 k‘ kept for months without deteriorating. 
Provided that they an^ in exces.s, the other reagents need not be used in precise 
quantities, and changes during storage, so important in certain other methods, 
are without effect. 

Before proceeding with the estimation it is neceasarj- to remove the bacteria; 
tricldoroacetic acid cannot be used for this purpose as during the subsequent 
])rocedure it produces substances which reduce ferricyanide. HCl is free from 
this disadvantage and in concentrations of 0*2 N to 2*0 N followed by filtration 
through kicselguhr gives a clear filtrate vrhich on treatment with trichloroacetic 
gives no further precipitate*. 

Th(> ribose used was supplied by Dr Georg Henning of Berlin and gave the 
following constants: 

M.p. So~87 '; rotation [a]^,r = 219, kindly determined by Dr D. J. Bell. 
The analysis by Dr G. Weiler gave the following results : 

(*o/ u 0/ 

/o ^ /o 

39*87 9*67 Found 

40*0 6*58 Calculated 

Ash none. 

Procedure 

1 ml. bacterial suspension containing 10-250 jug. ribose was taken and 3 ml. 
0*2 N HCl added, shaken with kieselguhr and filtered on a pleated filter paper; 
2 ml. of filtrate, 2 ml. of 0*8 % potassium ferricyanide and 2 ml. of 15 % sodium 
oarbonate were heated on a toiling water bath for 5-10 min., cooled thoroughly 
and one-third to one-half the total vol. 50% HgSO^ added; the end point of the 
final titration requires this large excess of acid. To the cold acid solution a few 
drops of 0*2 % xylene cyanol FF were added and the solution titrated against 
standard ceric sulphate in N HjjSQ*; in these experiments 0*002 N ceric sulphate 
was used. 

It was found that the reduction of the ceric sulphate for any one batch of 
bacteria was constant and remained unchanged when the suspension was 



1750 


M. STEPHENSON AND A, R. TRIM 


incubated. It was therefore possible to correct for the reduction due to the 
reagents and bacteria by running blank controls for each set of experiments. 

A curve showing the relation between fjug. ribose and ml. standard ceric 
sulphate was constructed over the range 0-250 /xg. ribose at intervals of 50 fig. 
using 0-002 N ceric sulphate. The curve showed a linear relation in which Ifig. 
ribose was equivalent to 0-018 ml. ceric sulphate. The concentration of the 
ceric sulphate is quite arbitrary, so that the amount of ribose is given by the 
equation : 

0 ^ 002 ' 

Where x=fig. ribose, i^=normality of the ceric sulphate and F==ml. ceric 
sulphate used. Similar results were obtained over the range O-lOO/xg. ribose 
at 10 fig. intervals. Table XII shows a typical set of results: 

Table Xll 

ml. ceric Kulphate 


Vol. of 


nil. ooric sulphate 

e(juivalent to ribose 


solution 

Ribose 

^ -A 

\ 

— 

- , 

ml. eerie 8ul])hate 

ml. 

m- 

A 

B 

A 

B 

fiff. ribose 

2 

0 

0-47 

— 

— 



2 

0 

0-47 

-- 

- 



i 

0 

— 

0-62 

- 

- 


2 

0 

— 

0-63 

— 

- 


2 

50 

1*31 

l-4« 

0*80 

0*S4 

0*0172 

2 

100 

221 

2-m 

1*75 

1*74 

0*0175 

2 

150 

3*08 

3-23 

2*01 

2*01 

0*0174 

2 

200 

412 

4*27 

3*05 

3*65 

0*0183 

2 

250 

4-90 

5*05 

4*43 

4*43 

0*0177 


In both A and B bacteria were originally present and were removed before 
the estimations were made. In A the original solution contained 1 mg. of bacteria 
per ml. and in B 2 mg. per ml. 

Summary 

1. Muscle adenylic acid is deaminated and dephosphorylated by Bad. coU 
(two strains). Dephosphorylation appears to precede deamination. 

2. Deamination is completely inhibited by treatment of thc^ washed sus- 
pension of Bad. coli with 1 % phenol; this treatment has no effect on dephos- 
phorylation. 

3. Deamination of adenosine is faster than that of adenylic acid (Q^ about 
100 and 20 respectively with strain I) that of adenine is the slowest of the three 

about 5 using strain 1). 

4. Adenosine increases the rate of deamination of adenine 0-7 times. 

5. Adenosine (and inosine) lose ribose when acted on by Bad. coli. This ribose 
can be shown to disappear from its combination in adenosine but cannot be 
detected in the free state. This disappearance is shown to be due to fermentation. 

6. The rate of fermentation of ribose in adenosine (or inosine) is about 
10 times that in the free state. 

7. The activity of strain II was less than that of strain I but the order of the 
activities was the same. 

8. A micro-method for the estimation of ribose is appended. 

Our thanks are due to Prof. Sir Frederick Hopkins for his interest in our work, 
and to Mr S. W. Cole for advice on a number of points in connexion with the 
estimation of ribose. 
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CCXXVII. ENZYME FORMATION AND 
POLYSACCHARIDE SYNTHESIS 
BY BACTERIA 

III. POLYSACCHARIDES PRODUCED BY 
“NITROGEN-FIXING” ORGANISMS 

By EVELYN ASHLEY COOPER, WALTER DONALD DAKER 
AND MAURICE STACEY 

From the A. E. HiUs Laboratories, University of Birmingham 
(Received 29 Avgust 1938) 

In a previous paper [Cooper & Preston, 1937] attention has been drawn to the 
question of polysaccharide formation by the nitrogen-fixing organisms, Rhizobium 
radicicolum, the root-nodule bactearium associated with the Leguminosae, and the 
soil organism, Azotobacter ehroococeum. In the present paper we have confirmed 
the previous observations and have obtained preliminarj’ data on the purification 
and properties of these interesting polysaccharides. In themselves these pro- 
ducts are of considerable importance since they probably constitute a certain 
proportion of the so-called “humic substances” in soil. From our point of view 
they are typical examples of nitrogen-free bacterial mucilages. As already 
indicated, a study of the chemical and physical properties of the Rhizobium 
polysaccharides and the recognition of glucose and uronic acids among their 
cleavage products places them in the same class of compound as the specific 
pol3r8accharides of types II and III Pneumococcus. We have now shown that the 
Azotobacter polysaccharide also belongs to the same class. As a result of further 
study of the metabolism of these organisms, the polysaccharides are now 
reasonably accessible and in such quantities as to enable their chemical investi- 
gations {dong classical lines to be undertaken. Later it is hoped to apply 
the information gained to research on important questions of immundogical 
specificity. 

In this study, careful attention has been given also to the urgent problem of 
the possible contamination of specific polysaccharides by extraneous carbo- 
hydrate material from the media on which the organisms are cultivated. It is 
generally known that organisms grown on an agar medium are liable to extensive 
contamination with agar-polysaccharides. This danger has been particularly 
emphasized by Morgan [1936] in the case of the specific polysaccharide of B. 
dysetUeriae. In their studies on a mucoid polysaccharide from Streptococcus, 
Heidelberger et al. [1937] were careful to show that no polysaccharides from the 
sterile broth medium were precipitated under the conditions used for isolating 
the biuiterial polysaccharide. 

In order to minimize thedanger of contamination due to Tnnnbn.nina.1 i^^n/^ gjng 
of agar particles we rinsed the agar concentration in the to 1*7%. 

In Roux bottles this gave a comparatively hard surface at 37®, and after inouba- 
ti<m fw several days the wadi^gs from these bottles were shown to contain 
a negligible amount of agar. Agar is constituted mainly of galactose residues 
so that we were particularly frnrtunate in being able to show t ha t the poly- 

< 1762 ) 
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saccharides from the nitrogen-fixing organisms were free from galactose^. Of 
greater importance, however, was the observation that the organisms formed 
the polysaccharide characteristic of each on either agar or gelatin media; so 
it is considered that oui* purified products are free from extraneous carbohydrates. 

Two other nitrogen-fixing organisms, JS. urea (Beijerinck) and trauffauliii, 
were investigated in regard to polysaccharide formation. They grew vigorously 
on an agar medium but when washed off and precipitated no polysaccharides 
could be isolated. 

Rh. radicicolum 'polysaccharide 

The organism was an active culture of the clover strain kindl}^ supplied by 
Dr H. Nichol of Rothamsted Experimental Station. 

Extensive investigations on the growth of the organism in liquid media did 
not lead to a satisfactory method of polysaccharide production. The viscous 
material obtained was very difficult to purify and the yields were poor. On solid 
media, however, growth w-^as vigorous and resulted in prolific polysaccharide 
formation which, moreover, was continuous over a long period. The striking 
advantage in the production of this type of polysaccharide on solid media may 
have an important application in large scale preparation of those pathogenic 
organisms whose antigenic properties may dejwmd on the elaboration of complex 
poly wiccharides . 

After numerous investigations of sources of available nitrogen and carbon 
and of possible growth stimulators, a reliable agar medium for producing the 
polysaccharide was established. On a gelatin medium the same polysaccharide 
was produced but the growth was slower and the yield inferior. 

Crude Rh. radicicolum polysaccharide was grossly contaminated with water- 
insoluble material, tenaciously held in colloidal suspension. Much of this 
impurity consisted of bacterial protein the greater part of which was removed 
by repeated filtration of a dilute aqueous solution through a pad of kieselguhr. 
Final traces were eliminat^'d by exhaustive alcoholic fractionation. A typical 
sample of the polysaccharide was obtained as a white fibrous mass 
in water; ash, 2%; uronic anhydride, 18%. Its hydrolysis with N H2SO4 was 
complete in about 8 hr. af KK)'’. From the h^’drolysatt* ([ali)-f 18") crystalline 
r/-glucoso (67 % yield) and the barium salt of a uronic acid (23 % yield) were 
isolated. The latter had [aJ/>+lU, Ba 16*0%, and was probably the salt of an 
aldobionic acid. Further investigations of this acid and the polysaccharide 
will be reported later. 

The Azotobaeter polysaccharide 

The organism used in this study was a culture of Azotobaeter chroococcum 
freshly isolated from soil and wffiich gave a vigorous production of polysaccharide 
on gelatin or agar slopes. Initial investigation of its metal>olism was directed 
towards the finding of a suitable liquid medium in which to produce the poly- 
saccharide. Yields of purified material were so small, however, that this meth^ 
was abandoned. When grown on solid gelatin or agar media results were much 
more consistent and the purified polysaccharides from each medium were 
identical. The agar medium was adopted for large scale w'ork. This Azotobaeter 
polysaccharide was purified by the method described for the Rh. radicicolum 
polysaccharide, which it resembled very closely in physical properties. Its 
content of bacterial protein was comparatively small and its purification was 
readily effected. A purified dried sample was a white asbestos-like mass, which 
dissolved in water forming a viscous clear solution [ajj)— 2°; ash, 8%; uronic 
anhydride 4%. Hydbrolysis of the polysaccharide was effected with A72 HaS04 
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at 100° in about 10 hr. From the hydrolysate ([a]/>-f26°), crystalline d-gluoose 
in 87 % jdeld and the barium salt of a uronic acid in 3 % yield were isolated. The 
recognition of a small percentage of a uronic acid as a constituent of the A zotobctcter 
polysaccharide molecule places this polysaccharide in the same class as the 
type II and III Pneumococcm polysaccharides. Further investigations of 
molecular structure will be reported later. 

Expebimental 

I. Bhizobium radicicolum polyscuxharide 

The organism was supplied by Dr H. Nichol (vide supra). It remained quite 
active as a gum producer on suitable medium over a long period of subculturing. 
The basal culture medium was essentially that previously employed [Cooper 
& Preston, 1937] and had the following composition : 

Lucerue-root extract agar (dissolved in 500 ml. of tap water) : K 2 HPO 4 0*5 g., 
MgS 04 , 7 H 2 O 0*20 g., NaCl 0-20 g., MnClg 0*01 g., FeClg 0*01 g., CaCOj 3-0 g.. 
sucrose 20 g., asparagine 5 g. 

Powdered lucerne root (5 g.) was boiled with distilled watcT (500 ml.) for 
1 hr., allowed to stand overnight and filtered through cotton wool. This extract 
was added to 600 ml. of hot basal medium in which was dissolved powdered 
agar (18 g.). Transference of the medium in 20 ml. portions to boiling tubes was 
immediately carried out. Stock cultures of the organism were maintained on 
5 ml. slopes. 

Investigations on liquid media. Using the above basal salt medium, additional 
substances in varying amounts were added in an endeavour to study the factors 
influencing the production of polysaccharide. In general the medium was 
distributed in small conical flasks, inoculated from slopes and incubated for 
about 10 days. The mucilaginous growth was diluted with distilled water, filWed 
through cotton wool and the solution run into twice its volume of alcohol. 
The polysaccharide which usually rose to the surface, was isolated and examined. 
Production of polysaccharide from media containing varying concentrations of 
sucrose was first studied. Observations showed that a 5 % sucrose concentration 
gave maximum yields. Other constituents were now varied and the following 
conclusions were reached: 

(a) Addition of a maximum amount of 1 % beet molasses was sufficient to 
produce growth and polysaccharide formation, the latter reaching a maximum 
in 10 days at 30°. If molasses was employed, the medium developed a very dark 
colour during sterilization and the polysaccharide formed was difficult to 
separate from pigmented material. Initial clarification of the molasses could 
readily be effected by charcoal but this treatment reduced considerably its 
power as a growth stimulator. 

(b) Demerara and beet sugars, alcohob'c extracts of peptone or molasses 
were active in producing growth, whilst malt extract, maple syrup and lecithin 
were without effect. 

(c) Addition of 0*02 % of caffeine stimulated polysaccharide formation but 
it could not replace asparagine as a nitrogen source. 

For larger scale work the following medium was employed: KH 2 PO 4 2 g./l., 
MgS 04 , 0-2 g./l., NaCl 0-2 g./L, MnCl* 0-01 g./L, FeClj 0-01 g./l, CaCO, 
6-0 g./l, asparagine 1-0 g./l, caffeine 0-2 g./l., sucrose 60 g./., alcoholic extract 
of molasses 10 ml/l 

200 ml. amounts of this medium, distributed in 500 ml. conical flasks were 
steamed on 3 successive days and inoculated with I ml. of an active 48 hr. culture 
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of Eh. radicicolum (clover variety) growing in the same medium. The flasks were 
incubated at 30^^ for 10 days. The crude polysaccharide was precipitated by 
pouring the viscid solution into excc^ss of ethyl alcohol (2 vol.) containing a few 
drops of calcium chloride solution. The gummy fibrous mass which rose to 
the surface was isolated, washed with absolute alcohol and ether and dried in 
a vacuum. It formed a stable white asbestos-like mass. Maximum yield of 
crude material, 300 mg./l. of medium. 

Products made on liquid medium were grossly contaminated with protein 
material and ash (mainly phosphate). After acid hydrolysis the polysaccharides 
were shown to be of variable composition and the method was abandoned. 

Production of the polymccharide on a solid gelatin medium. A medium having 
the following composition was preymred: KH^PO^ 1*0 g./l., KHPO4 1*0 g./l., 
NaCl 0*2 g./l., Mg804, 0*2g./l., CaCOg 5 0 g./l., *^62(804)3 0*01 g./l., MnCl^ 

0*01 g./l., CaS04 0*01 g./l., asyiaragine 1*0 g./I., sucrose 40*0 g./l., gelatin 
150*0 g./l. 

It was dispersed in 200 ml. amounts in Roux bottles, steamed on three suc- 
cessive days and inoculated by means of small sterile pipettes with a 48 hr. 
culture of the organism. After incubation at 20® for 14 days the polysaccharide 
was washed off wdth distilled watt^r, the solution filtered through kieselguhr and 
purified by the nu'thod descrilxjd later. Yield of crude material 50 mg./Roux 
bottle. It readily dissolved in water forming a viscous clear solution, [a]x> — 20® 
(r, 0*21). Ash, 2*0%. On hydrolysis with N j2 H2SO4 at 100® the following 
cliangt‘S were observed: initial value — 20®, 45 min. 4-5*0’, 70 min. 4-10®, 
120 min. 4-12®, 220 min. 4-15® (equilibrium value). 

Production of the polysaccharide on agar medium. Preliminarj’^ experiments 
were carri<*d out on 20 ml. sloyK‘8 in boiling tulxjs. AfU^r a suitable incubation 
j3eriod the mucilaginous growtli was diluted w*ith water, filtered through cotton 
wxjol and dropped! into two volumes of alcohol. The precipitated polysaccharide 
w'a.s isolated in the usual manner and purified by alcoholic fractionation. It 
w*as identical with the polysaccharide growm on gelatin medium. [a]7>— 18® 
(c, 0*5) ; ash 5*0 On hydrolysis with Xj2 H.2SO4 at lOO® the following changes 
were observed: initial value (a];; — 18', 1(K) min. 4-8®, 170 min. +15®, 220 min. 
+ 18® (equilibrium value). No mucic acid could be obtained after nitric acid 
oxidation of the polysaccharide. 

Control experiments were carried out: (a) with Roux bottles of identical 
agar medium but uninoculated; (6) using similar Roux bottles inoculated with 
two nitrogen-fixing organisms, B. urem (Beijerinck) and B. trauffauttii. These 
bottles were incubated and treat<?d in a manner similar to that used for isolating 
the Rh. radicicolum polysaccharide. Although the two organisms grew well cm 
the medium in no case was any polysaccharide obtained. 

From these exy)erinients it was apparent that contamination by agar was 
slight, and after a series of experiments to determine optimal conditions whereby 
the jdeld per Roux bottle w’os increased to 0*25 g. it was considered advantageous 
to use the following medium for large-scale production: (dissolved in 500 ml. 
of water) asparagine 1*0 g., K2HPO4 hO g., MgS04, 7H2O 0*2 g., NaCl 0*2 g., 
MnCl2 0*01 g,, FeClg 0*01 g., sucrose 40*0 g., caffeine 0*2 g., agar 17*0 g., lucerne 
root extract 600 ml. 

The organism was grown on this medium distributed in 200 ml. amounts in 
Roux bottles and incubated at 26® for 10 days. The heavy growth was removed 
by addition of a few ml. of distilled water and rubbing gently writh a glass rod. 
The resultant viscous solution was filtered through glass wool, and the poly- 
saccharide isolated as usual by alcoholic precipitation. 
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Purification and general properties of the polysaccharide. The material, re- 
suspended in water, formed a viscous opalescent colloidal solution which contained 
appreciable amounts (60%) of bacterial “debris” in suspension. This “debris” 
was mainly of a protein nature and it could not be removed by the usual centri- 
fugal methods. Attempts to clear the solution by digestion with trypsin, pepsin 
or papain were partially successful, but this method was abandoned on realization 
that commercial preparations of these enzymes contained variable but usually 
significant amounts of carbohydrate material. 

Intensive drying of the crude polysaccharide followed by fractional alcoholic 
precipitation from aqueous solution removed the bulk of suspended material 
which was separated in the fractions isolated at low alcohol conctmtrations. 
This method was tedious and the following “kiaselguhr filtration method” was 
more convenient and of general application. A small amount of kieselguhr was 
suspended in distilled water and flooded on to a large Buchner funnel. More 
kieselguhr was stirred into a very dilute solution of the polysaccharide which 
was fitered several times under slight vacuum through the prepared filter. 
The filtrate was evaporated in vacuo to a S5nrup, poured into excess alcohol and 
the precipitated polysaccharide isolated as usual. A typical sample had the 
following properties : [a] if — 17® (c, 0*5) ; acid equivalent (after precipitation from 
HCl), 1000; ash, 4-6%; moisture, 10%; uronic anhydride, 18*0%; nitrogen 
(traces). 

On hydrolysis the rotation changed from fa]p — 1 5® to -f 22 " (when heated witli 
N H2SO4 at 80® for 2 hr.). Crystalline d-glucose ([a]/) + 52*5^) was isolated in 
67 % yield together with the barium salt of a uronic acid in 23 % yield ( Ba, 16%). 
This salt is being further investigated and may be an aldobionate. 

Polysaccharide from the lucerne strain of Rhizobium radicicolum 

According to Hopkins et al. [1930] the gum from the Rh. radicicolum (lucerne 
strain) contains much less glucuronic acid (4 %) than that from the clover strain 
which has (approx.) 20% glucuronic acid. As we had available an improved 
culture medium, it was thought desirable to isolate the polysaccharide from the^ 
lucerne strain in order to ascertain whether, under conditions more advantageous 
to growth and metabolic activity of the organism, the polysaccharide would 
contain a higher percentage of uronic acid. Our observations confirmed those of 
Hopkins et al. in that “lucerne” polymceharide from agar medium containing 
glucose had 4*4% uronic anhydride and the “lucerne polysaccharide from agar 
medium containing sorbitol had 3-6 % uronic anhydride. Investigations are in 
progress to determine whether each different strain of the Rh. radicicolum 
produces a polysaccharide specific to that strain. 

II. Polysaccharide formation by Azotobacter chroococcum 

On liquid media. The organism was freshly isolated from soil at Edgbaston, 
Birmingham. It was particularly active as a gum-producer, for its synthetic 
powers did not diminish over a long period of subculturing. Investigation of 
polysaccharide formation in liquid media was continued and the properties 
of the materials isolated were compared with those of the polysaccharide grown 
on a solid medium. After a series of experiments during which the amounts and 
nature of both carbon and nitrogen sources were varied considerably, the fol- 
lowing medium was found convenient and gave optimum yields : KgHPO^ 0*6 g./l., 
MgSQii 7H2O 0*2 gVl*> NaCl 0*2 g./l., CaS04 0*1 g./l., PeCla (trace), sucrose 
60^0 peptone 1*0 g./L, CaCOa 20 g./l. 
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Polysaccharide formation was poor when large volumes of medium were used 
and our results confirmed Anderson’s observation [1933] that when growth did 
take place it was always accompanied by gum formation. Sorbitol (50 g./l.> 
was a good alternative to sucrose and in this case the metabolism solutions 
became highly viscous. The use of sorbitol minimizes any jK^ssible contamination 
from “laevan-forming” organisms [Cooper & Preston, 1935]. Yield of crude 
polysaccharide, 0*3 g./l. The products formed viscous susfKmsions in water 
which were too opaque for observation of optical rotation and very scanty 
amounts were obtained after purification. The medium was eventually 
abandoned. 

On a gelatin imdiuni. The medium used was essentially the same as that 
described for production of Rh. radicicolum polysaccharide. The method of 
growth, isolation and purification of the polysaccharide was also similar. 

Properties of the polysaccharide, |a]i) — 2^ (c, 0*52) in water; ash, 3*1%. 
Hydrolysis vuth Nj2 HjjS04 (c, 0*52), |a]j> — 2"" (initial value). 0"’ (30 min.), +0"^ 
(70 min.), -flO^" (190 min.), -f 10'" (280 min.), 4-20'' (355 min.), +24° (OOOmin.) 
(equilibrium value). A naphthoresorcinol test for uronic acid was positive. 

On an agar medium. Detailed accounts of the numerous investigations 
carried out in onler to determine the bt*8t condition of growth are unnecessary. 
A medium of the following composition gave reliable results : (dissolved in 1 1. 
of 10% yeast water) K2HP()4 0*8 g.. KH2PO4 0-2 g., NaCl 0-2 g., MgS04, THgO 
0*2 g., CaS04 0*1 g., FeS04 0*01 g., CaCOj 5*0 g., sucrose 50 g., agar 17 g. 

The medium was distributed in 200 ml. portions in Roux bottles, sterilized 
by steaming on three successive days and inoculated (using stcTile pipt+tes) from 
an emulsion of a 48 hr. fluid culture. After incubation for 10 days at 25° the 
white' viscous growth was washed off with a small amount of distilled water 
and the solution filtered through cotton wool into excess alcohol. The poly- 
saccharide was readily precipitated in the form of a white fibrous mass which in 
appearance cjlosely resembled the Rh. radicicolum polysaccharide, although the 
latter usually contained considerably larger quantities of bacterial protein. 
Purification of the polysaccharide was readily effected b}^ filtration through 
kieselguhr in the manner previously described. The polysaccharide showed 
[a]/)— 2° (c, 0*52). It dissolved rapidly in water to give a viscid clear solution 
which was mmtral. Ash, 8*3%; uronic anhydride, 4%. Hydrolysis wa.s carried 
out at 1(X)° with Nj2 H2SO4 and the following rotational changes were observed : 
initial value [a]j> — 6° (c, 1*2), 60 min. —2"', 90 min. +2°, 138 min. +5°, 168 min. 
+ 7°, 210 min. +10°, 330 mm. +17% 510 min. +25% 570 min. +26° (equilibrium 
value). Prom the hydrolysis solution crystalline glucose, [a]'^I’+52*3° (c, 1*0), 
was isolated in 87 % yield together with a small amount of the barium salt of 
a uronic acid (3 % yield) which gave a positive napthoresorcinol test. Tests for 
ketose or pentose were negative and no mucic acid could be isolated from oxida- 
tion of the hydrolysate. 

Summary 

Suitable media for large scale preparation of the polysaccharides from 
Rhizobium radicicolum (clover strain) and from Azotobacter chroococcum have been 
described. The polysaccharides have been purified and their hydrolysis products 
examined. This AzoiobacUr polysaccharide contains glucose units (about 90%) 
and a small amount of a uronic acid residue (3~4%). In this respect and in 
physical properties the polysaccharide resembles that from Rh. radicicolum and 
both probably belong to the same class as the specific polysaccharides of 
Pneumococcus types II and III. 

Biochem. 1088 xxxn 
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CCXXVIII. THE ISOLATION OF ANDROSTERONE 
AND 77?i4Ar5DEHYDROANDROSTERONE FROM 
THE URINE OF NORMAL WOMEN 

By nancy HELEN CALLOW and ROBERT KENNETH CALLOW 
From the National Institute, for Medical Research, London, NAV, 3 

(Received 20 August 1938) 

It was first reported by Woinack & Koch [1932] that the urine of normal 
women yielded (jjuantities of androgenic material which, as measured by the capon 
test, were of the same order as that yielded by the urine of normal men. This 
fact has been confirmed repc;atedly [cf. Siebke, 1934; Dingemanse et al, 1935; 
1937; Simpson et al, 1936; (^lallow, 1936; Koch, 1936; Gallagher et al, 1937: 
Callow, 1938; Callow et al, 1938] and, with the improved methods of extraction 
which have l>eon used during the last two years, it is generally recognized that, 
although the average amount of urinary androgen is somewhat lower for women 
than for men, the limits of normal variation for the two sexes overlap. Neverthe- 
less, there has been no report of attempts to identify chemically the androgenic 
compounds in the urine of normal, non-pregnant women, parallel with the work 
by Butenandt and his collaborators [1934: 1935; 1937], which established that 
androsterone and fraw^dehydroandrosterone occurred in the urine of men, and 
indicated the presence of *«oandrost/erone and of cpiaetiocholanediol. 

Work carried out in this laboratory [Callow et al, 1938] has shown that in 
respect of the ratio of mcthyleneketone, or “sterone’^ content (estimated 
colorimetrically) to comb-growth activity, no distinction can be made between 
urine extracts from men or women, but this rather vague evidence required 
amplification by more precise chemical analysis. With this end in view we 
undertook the more detailed fractionation of extracts of urine from both males 
and females. The concentration of androgenic activity in the neutral ketonic 
fraction of men’s urine obtained by the use of Girard’s reagent has been described 
in a previous paper (Callow et al, 1938]. When the ketonic resin was distilled at 
low pressure, volatile fractions were obtained, from the first of which the oxime 
of aiidrosterone could be separated in the pure statt' in a yield of 0*2 mg. per 1. 
of original urine. Parallel with these experiments, a concentrate from women’s* 
urine was put through the same process. There was a striking similarity in the 
behaviour of the two types of extract in the w'hole course of the fractionation, 
and this culminated in the isolation from the women’s urine concentrate of 
androsterone oxime in a yield of 0*44 mg. per 1. of original urine. The identity 
of the compound was confirmed by hydrolysis to androsterone and conversion 
of the latter into the benzoate. From a second fraction, distilling at a higher 
temperature, /mn^dehydroandrosterone was isolated in small amount as the 
characteristic benzoate. 

Experimental 

Collection and extraction of urine. Urine was collected from seven individual 
women patients in Middlesex Hospital. Their ages ranged from 20 to 36 years, 
and none had any obvious sexual dysfunction. Toluene was used as preservative, 
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and the collections from periods of 6~7 days, having values from 5*5 to 7, 
were hydrolysed and extracted as soon as they were available, using the method 
descried by one of us [Callow, 1936]. The neutral fractions wore made up in 
alcoholic solution and, after removal of sufficient material for colorimetric and 
capon assays, the solutions were combined and evaporated to dryness. The 
extract from 75 1. of urine or 76 days* output obtained in this way was dissolved 
in 150 ml. of hot methanol, kept overnight and filtered from a small amount of 
insoluble material. Evaporation of the filtrate yielded a residue weighing 2-59 g. 
A colorimetric assay by the modified Zimmermann method [Callow et ah 1938] 
gave a value of 8*2 mg. of methjdeneketone or “sieronc** p(*r litre, i.e. the 
chromogenic equivalent of 0*615 g. of 17-ketosteroids in the wdiole sample. 

Separation of ketonic fraction. The methanol-soluble fraction of the extract 
from 321. of urine, wt. 1*13 g., was dissolved in 20 ml. of glacial acetic acid, 
2 g. of Girard’s reagent T added, and the mixture h(»ated on the water bath for 
30 min. After cooling, it was poured into 400-5(K) ml. of iw^ and water con- 
taining enough Na2C03 to neutralize, to phcnolphthalein, 18 ml. of acetic acid. 
The mixture was extracted 7 times with 100 ml. lots of ether to remove the non- 
ketonic fraction. The combined ether extracts wei*e washed once with water, 
which was added to the aqueous ketonic layer. The latter was acidified with 
10% of its volume of cone. HCl, warmed gently and kept standing for 1*5 hr. 
It was then extracted 5 times with 100 ml. lots of ether; the extract was washed 
with water, 0*5 N Na2C03 and again with water, dried over N a2S04 and evaporated . 
The residue weighed 423 mg. The ethereal solution of the non-ketonic fraction 
was washed, dried and evaporated. Wt. of residue, 487 mg. The ketonic fraction 
was dissolved in acetic acid and treated again with Girard's reagent. A ketonic 
fraction weighing 292*7 mg. was obtained. Colorimetry indicated a content of 
75%of ‘‘sterone”. 

Isolation of androsterone. The ketonic material, in alcoholic solution, was 
transferred to the vacuum still and evaporated to dryness. The still used con- 
sisted of a vertical, cylindrical tube with rounded bottom, of 4*5 cm. internal 
diameter, with a concentric water-cooled condens(*i* of 3*5 cm. external diameter 
reaching to within 0*5 cm. of the bottom of the outer tube. Distillation was 
carried out at 0*0009 mm. and a bath temperature of 90-95” for 3 hr. 77*4 mg. 
of an almost colourless resin distilled. A colorimetric estimation gave a value of 
80 % of “ stcrone ”, 

72 mg. of the distillate, 40 mg. of hydroxylamine hydrochloride and 40 mg. 
of anhydrous sodium acetate were dissolved in about 10 ml. of alcohol and boiled 
under reflux for 5 J hr. The solution was filtered to remove NaCl, and evaporated 
to a volume of 2—3 ml. A few drops of water were added, and an oil separated, 
which crystallized on scratching. Next day the solid was collected, washed 
rapidly with a little cold 50% aqueous alcohol and dried: yield, 21*6 mg., m.p. 
149-194”. 

After three recrystallizations from acetone, a product was obtained crystal- 
lizing in well-formed rhombic plates, m.p. 208-213*5” after softening at 204” 
(Kofler apparatus; see note below). The m.p. was unchanged by admixture ^*th 
an authentic specimen of androsterone oxime (m.p. 210-21 T). 

14 mg. of once recrystallized oxime, m.p. 203-206”, were dissolved in 2 ml. 
alcohol, 1 ml. of 3N H2SO4 added and the mixture boiled under reflux for 3 hr. 
The crude ketone, precipitated by water, weighed 3 mg.; m.p. 168*6-176”. 
It crystallized from methanol in thin plates, m.p. 178-181”, after subliming to 
needles. A mixture with an authentic specimen of androsterone (m p 184-186”) 
melted at 178-18L6”. 
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About 2-5 mg. of crude androsterone (recrystallized product and material 
obtained by evaporation of the mother liquors above) were dissolved in 0*5 ml. 
of pjTidine, and 2 drops of benzoyl chloride added. The mixture was warmed on 
the water bath for 5 rain., cooled and treated with water drop by drop. An oil 
separated, which was extracted with ether. The extract was washed with water, 
dilute HCl, NaHCOg solution and again with water, dried over Na 2 S 04 and 
evaporated. The residue was crystallizt^d from 2 drops of methanol. The product, 
M.i\ lb6*5-171° (soft at 10(r), was again recrystallized from methanol. It then 
had M.p. 172-175° (soft at 109°), and a mixture with an authentic specimen of 
androsterone berazoate (m.p. 170-174°) melted at 170-174-5° (soft at 108°), 

Separation of tmn^ehydroarulrosUironti benzoate. 192 mg. of ketonic fraction 
(from 20 1. of urine) were distilled as described above at 90-95°/0*(K)2 mm. for 

2 hr. After removal of the distillate, the still was evacuated to 0*0017 mra., the 
oil bath heatc^d slowly to 145° and then kept at 145-150° for H hr. 84 mg. of 
distillate were obtained. Colorimetric assay indicated a content of 87% of 
“sttTone”. A comparative experiment showed that /mn, 9 dehydroaridrosterone 
slowly sublimed between 120 and 150° undc^r the above conditions. 

The distillate^ was dissolvx'd in about 2 ml. of dry pyridine, treated with 

3 drops of benzoyl chloride and the mixture warmed for 5 min. It was then 
eool(‘d and treated with water. An oil separatc‘d which was well washed with 
water and dissolved in about 2 ml. of methanol. AfttT leaving overnight in the 
refrigerator, 1-2 mg. of a (crystalline solid Sf^paratt^d, M.P. 223*5-243*5°. After 
reerystallization once from methanol and once from ethyl acetate, the m.p. was 
24(5-248° (softening 245°). A mixture with an authentic specimen of tran>8- 
dcdiydroandrosterone benzoaU' (m.p. 245*5-250°) melted at 245-248*5°. A further 
crop of crj^stals separatcvl from the original methanol mother liquors which after 
recrystallization melted at 238-248° (mixture with fm^t^dehydroandrosterone 
benzoate^ m.p. 237-252°). 

All the melting points recorded were observed on a microscope slide on an 
electrically heaU^d stage, using Kofler's micro-melting point apparatus. The 
temperatures recorded are those of the first apjK'arancc of liquid and of complete 
fusion. 

Discussion 

It is abundantly clear that complete chemical analysis of extracts of normal 
urine into their steroid components is a difficult matUT. The processes of 
partition between solvents, distillation and crystallization, not ideal for 
quantitative work at the best of times, aiP not well adapted to the separation 
of closely related steroids. Our yields of androstei^one amounted to about the 
eciuivalent of 0*2 and 0*4 rag. pen* litre from urines of men and women, respec- 
tively. The higher yield in the latter case is to be attributed to practice in the 
manipulation, and there are clear indications that extracts of urine from normal 
men or women contain similar amounts. We do not feel, however, that it is 
possible to estimate the amounts originally present more accurately than 
Butenandt and his collaborators [1935] dicl when they concluded that the 
amounts of androsterone and /ranadehydroandrosterone actually present in 
c^xtracts of men’s urine were at least twice those separated in the pure state. 
With the available methods of separation we are, in fact, very far from the stage 
of being able to account, by isolation of recognizable derivatives, either for the 
whole androgenic activity, or for the colorimetricaUy determined methylene- 
ketone content of normal urine extracts. 

The importance of the presmit work lies in its demonstration that andro- 
sterone and ^mnsdehydroandrosterone are not specific products of the male 
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organism. It is possible, however, that the excretion of identical androstane 
derivatives by the two sexes is simply due to these products being common 
degradation products, particularly adapted for excretion, of original secretions 
which, although different, are closely related in chemical structure. The alter- 
native assumption of actual identity of the original secretions in the two sexes is 
more speculative, and couldonly apply to apart of the endocrine steroids, since the 
nature of only a fraction of the excretory transformation products is established. 
It has, however, some plausibility as regards products from the suprarenal glands, 
for evidence from suprarenal tumour cases leads to the belief that <ronsdehydro- 
androsterone at least is mctabolically derived from the family of steroid com- 
pounds present in the suprarenal glands, and that its excretion is not directly 
connected with gonadal function (cf. the discussion by Callow [1938]). The degree 
of direct responsibility of the gonads for any part of the urinary excretion of 
androstane derivatives remains to be investigatt'd ; at prestmt there is no clue to 
products which can be recognized as derived from the testis or the ovary, and 
any characteristic difference in the androstane derivatives excreted by the two 
sexes still eludes detection. It is hoped that more light on these problems will be 
obtained as chemical and physical methods are developed and applied to tlu* 
more detailed analysis of urines from abnormal clinical types of patient. Work 
along these lines is now in progress. 

SUMMAKY 

Androsterone and fransdehydroandrosterone have been isolated from extracts 
of the urine of normal women, in a yield comparable with that from normal men’s 
urine. 

We wish to thank Prof. E. C. Dodds for arranging the collection of urine, the 
staff of the Gourtauld Ward of the Middlesex Hospital for the trouble and care 
they have taken in this matter, and Mr S. W. Stroud, working in the Courtauld 
Institute of Biochemistry, for carrying out the first extraction of the urines from 
individual patients. 
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CCXXIX. ELIMINATION OF AMINES IN MAN 


By DEREK RICHTER 

From the. Central Pathological Laboratory, Maudsley Hospital, 

Denmark Hill, London 

(Received 30 August 1938) 

The amine oxidase of mammalian tissues has been shown to oxidize adrenaline 
and a number of other amines to the corresponding aldehydes [Richter, 1937; 
Blaschko et aL 1937J. Of the 67 amines hitherto tested those of the general type 
R.CHgNH^ were readily oxidized, but amines of the type RR'CH.NH^ showed 
no appreciable oxidation. The latter group includes the amines of the ephedrine 
scries which an? of particular interest owing to their selective action on certain 
parts of the nervous syst^'m and experiments were therefore carried out to 
determine what happens to them in the animal body and how they are eliminated. 

Indications have been re(jorded in the literature that the elimination of 
amines may in some cases take a different course in laboratory animals from 
that followed in man. Slotta & Muller |1936] found for example that mescaline 
is oxidized in dogs and rabbits to the eorre^sponding acid which they isolated 
from the urine, but they w<Te unable to detect this acid in the urine in man. 

In the present exjierimcmts a series of amines were given by mouth or intra- 
venously to male adults of 6<)-75 kg. and Indieved to be normal. In agreement 
with the previous work with the isolated amine oxidase, amines of the tyiJe 
R.CHgNHg were rapidly destroyed hi n‘ro while amines of the ephedrine series 
wen? found to lx* exert'tod in the urine unchanged. 

With l)enzedrin(‘ and methylisomyn the non-toxic dose is of the onier of 
10 or 20 mg., and since the excretion extended over 2 days the resulting concen- 
trations in the urine were too small to be estimated by the ordinary methods 
available: a sensitive micro-method for estimating amines was therefore worktnl 
out in order to follow the elimination quantitatively. 

Micro-estimation of amines 

The method depends on the fact that picric acid gives little colour while 
amine picrates are strongly coloured in 50% chloroform -toluene or chloroform- 
light petroleum solution: it is generally applicable to the higher amines and 
alkaloids which are extracted from aqueous solution by organic solvents [Richter, 
1938], 60 ml. of urine in a 250 ml. separating funnel were made alkaline with 4-ml. 
2N NaOH and shaken with 6 ml, toluene, using a rotating motion to avoid froth 
formation. The toluene layer was run into a centrifuge cup, centrifuged for 5 min., 
cleared by stirring with a glass rod and centrifuged again. 01 ml. of 2% picric 
acid in chloroform was added to 3 ml. of the toluene solution and 3 ml. of chloro- 
form in a dry test tube and the mixture was kept for 12 hr. The clear yellow 
solution of the amine picrate was then compared colorimetrically with solutions 
prepared in a similar manner from standard amine solutions. 

By this method concentrations as low as 0*5/ig./ml. of jS-phenylethylamine 
could easily be estimated. The urines were collect^ in bottles containing toluene 
to prevent amine formation by bacterial action. Normal urines were generally 
found to contain traces of amines coming apparently from the food (Lintzel 
[1984] observed an increased excretion of amines after feeding fish) ; but by 
giving a diet consisting chiefly of bread and butter the normal amine content of 
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the urine could be reduced to a value corresponding to (M)*6^g./nil. of phenyl- 
ethylamine. Of the basic substances commonly present in urine which might 
be expected to interfere ammonia, methylamine, trimethylamine, trimethylamine 
oxide, indole and skatole at concentrations of 20fjLg,/mh gave loss colour than 
0’5/xg./nil. of jS-phenylethylamino and could be neglected, Bain [1914] claimed 
to have isolated i^oamylamine from urine and that, if present, would interfere ; 
but Guggenheim & Loffler [1915] were unable to confirm the presence of iso» 
amylamine in normal urine and concluded that it is formed only by subsequent 
bacterial action on standing. No interference by i^oamylamine was observed 
under the conditions of the present experiments. 

Ephedrine. CgHsCHOH ,CU(GH 3 )NH{CHs) 

(а) Identification, Urine was collected for 12 hr. after feeding ephedrine 
hydrochloride (104 mg. base). The urine was made alkaline with NaOH, extracted 
with ether and the ethereal extract shaken with a small volume of N/10 HCl. 
On evaporation and recrystallization of the residue a hydrochloride was obtained 
which crystallized in colourless prisms showing parallel extinction and strong 
interference in polarized light, crystal edge angle 130° and m.p. 215-217°. 
Ephedrine hydrochloride crystals showed similar optical properties, crystal edge 
angle 131° and m.p. 217-219°, The mixture melted at 216-218°. 

(б) Rate of excretion. Urine was collected every 3 to 4 hr. before and after 
giving ephedrine hydrochloride by mouth and the ephedrine in the urino was 
estimated by the micro-method described. The rate of excretion was maximal 



Fig. 1. Excretion of ephedrine in the urine. I, '26 mg. base; II, 52 mg. base; III, 104 mg. base. 
Given as the hydrochloride by mouth. 


(116/ig./ml,) at about 4 hr. after administration, but with a large dose of 104 mg. 
a slow excretion at the rate of 0’25 mg./hr. could still be detected after 36 hr. 
The figures obtained for the fractions excreted at different times after administra- 
tion were as follows: admini.tration 


Ephedrine 

12 hr. 

24 hr. 

48 hr.' 

(mg. base) 

% 

o/ 

/o 

o/ 

/o 

26 

77 

97 

97 

52 

59 

92 

99 

104 

59 

77 

82 
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These figures show that ephedrine is not appreciably oxidized in the body, 
but approximately 100% may be excreted unchanged in the urine. The lower 
value of 82% excretion obtained with 104 mg. ephedrine suggests that other 
methods of elimination, as in the sweat or faeces, may become significant when 
large amounts are given. 


Bmzedrine. C(iHsCH2CH(CH3)NH2 

(а) Identification, Urine collected for 12 hr. after giving benzedrine sulphate 
(14-7 mg. base) by mouth was made alkaline with NaOH and extracted with 
toluene. The toluene solution was shaken with 10 ml. 1 % HCl and the aqueous 
solution evaporated to dryness. The residue was transferred to a Conway dish 
and the picrate, picrolonatci and 2 : 4-dinitronaphthol derivative were prepared 
by allowing the base to volatilize in the presence of traces of the reagents on 
microscope coverslips [Richter, 1937J. The picrate cr 3 ^siallized in yellow prisms 
showing parallel extinction and strong interference colours in polarized light 
and crystal edge angles 107, 124 and 134"'. Benzedrine picrate crj^stallized in 
similar habit and gave similar optical properties and cr^’^stal edge angles 106, 
124 and 133''. The picrolonates and dinitronaphthol derivatives also agreed in 
cry'stal habit and optical properties: the pleochroism of the picrolonates was 
very characteristic. 

(б) R(Ue of excretion, 20 mg. benzedrine sulphate (14*7 mg. base) were give*n 
by mouth and the urinary aminc^s were estimated before and after administration, 
iising light pe'troleum for the extraction. The rate of excretion was slower than 
for ephedrine and it was confirmed in a number of experiments that benzedrine 
could still bo detected in the urine for 36 hr. after administration. With 14*7 mg. 
base the fraction excreted in the urine in 24 hr. was 40% and in 48 hr. 70%. 



Fig. 2. Excretion of benxcclriue (14-7 mg. base). 


These figures make it unlikely that btmzedrine is oxidized to any appreciable 
extent in the tissues. If the blood volume is taken as 7 1. the concentration in 
the blood for this dose would be at the most 2*l/;tg./ml. and is probably’ much 
lower than this since the base is lipoid-soluble and is known to enter the nervous 
system. The concentration of benzedrine found in the urine was lO-13/ig./ml. 
a few hours after administration so that the kidne^-s must effect considerable 
concentration of the amine. 

Methyliaomyn. CiiHsCH 2 CH(CH 3 )NH{CIh) 

Methylisomyn hydrochloride (8 mg. base) was given bj^ mouth. As for 
benzedrine the rate of excretion was slow, being significant at 48 hr. after 
administration, and the recovery in the urine was 36 % in 24 hr. and 56 % in 
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48 hr. The maximal concentration found in the urine was 5jLLg./ml. which again 
shows a considerable concentration by the kidneys such as was also found with 
ephedrine and benzedrine. 



Fig. 3. Excretion of methylisomyn (8 mg. base). 


Amines of the type R.CHsNHo 

The following amines were given by mouth in the form of the hydrochlorides : 
j^oamylamine (100 mg. base), benzylamine (160 mg. base), j3-hydroxy-)8-phenyl- 
ethylamine (50 mg. base) and jS-phen^dethylamine (300 mg. base). Although 
the experimental method was sufficiently sensitive to detect l/ug./ml. of amine 
no increased amine excretion was observed after administration. 

Attempts were then made to show the rate of elimination of j8-pheiiylethyl- 
amine by lookingfor the corresponding phenylaceti(* acid in the urine : Guggenheim 
& Loffler [1915] showed that phenylacetic acid is formed from j8-phenylethylamine 
in the rabbit. 

Identifkation of phenylaceMc acid. Urine voided after feeding jS-phenyleth}’!- 
amine hydrochloride (300 mg. base) was heak'd for 3 hr. at 100° with 0*1 vol. of 
cone. H2SO4 to decompose phenylacetylglutamine [Thierfelder & Sherwin, 1914j. 
The acids obtained by extracting with toluene were separated by fractional 
crystallization and consisted mainly of benzoic acid and an acid which crystallized 
from water in triangular or hexagonal plates giving crystal edge angle 128° 
and having a characteristic smell. Phenylacetic acid crystallized in similar habit 
and gave the edge angle 128° and the same smell. 



Fig. 4. Excretion of phenylacetic acid after taking jJ-phenylothylamine 
(800 mg. baae) by mouth. 

Bate of excretion, of phenylacetic acid. The normal excretion of benzoic acid 
was reduced to a mi n i mu m by keeping on a diet free from fruit and vegetables. 




EXCRETION OF AMINES 


1767 


Urine specimens collected before and after feeding jS-phenylethylamine hydro- 
chloride (3(X) mg. base) were heated for 3 hr. at 100^ with 0*1 vol. cone. H2SO4. 
100 ml. samples of the urine were then shaken with 10 ml. of toluene and the 
toluene-soluble acids were titrated with JV/10 NaOH using thymol blue. A 
partition curve was then prepared by treating standard solutions of phcnylacetic 
acid in a similar manner and so the concentration of toluene-soluble acid in the 
urine, taken as phcnylacetic acid, was estimated. No information is available 
as to the ratt' of conjugation of phcnylacetic acid with glutamine to form the 
phenylacetylglutamine which is excreted, but in the present experiments the 
increased excretion of toluene-soluble acid corresponded to 62 % of the theoretical 
for 300 mg. j8-phenylethylamine in 4i hr.: the oxidation of the amim^ must 
therefore be comparatively rapid. 


Mescaline. {OCH3)3 CgIIjCH2CHoNH^ 

(a) IdentificMtion. Mescaline hydrochloride (191 mg. base) was given intra- 
venously and the urine was made alkaline and extracted with toluene. The 
toluene solutif)n was concentratetl and treated with a solution of picri(* acid in 
chloroform. The picrate which crystallized out on standing fonned diamond- 
shaiK^l prisms giving an extinction angle of 10‘ in ]X)Iarized light, crystal edge 
angle 141 and m.p. 221-223 '. Mescaline picrate crystallized in similar habit and 
gave similar optical properties, extinction angle 10% edge angle 142" and m.p. 
221-223 The mixture showed no depression of m.p. Mescaline was also identified 
in the same way in the urine? after giving by mouth. 

{b) Rate of excretion. When mescaline hydrochloride (191 mg. base) w as given 
intravenously the fractional excretion in the urine was 52% in 24 hr. and with 
the same dose given by mouth 58% in 24 hr. The main bulk of the mescaline 



Fig. 5. Excretion of mescaline after taking 191 mg. base 
as the hydrochloride by mouth. 

is clearly excreted unchanged, but the amount found in the urine falls con- 
siderably short of 100 % which suggests that the body may have a certain limited 
capacity for oxidizing mescaline or eliminating it in some other way. 
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Discussion 

The work of Ewins & Laidlaw [1910] and Guggonlieini & Ldffler [1915] led 
to the general conclusion that amines are rapidly eliminated by oxidation in the 
animal body. On the other hand there is pharmacological evidence that amines 
may in some cases remain active in the body for a considerable length of time. 
The action of ephedrine for example is known to continue for many hours and 
the eifects of benzedrine have been observed to persist for more than a day 
[Guttmann & Sargant, 1937]. It has alwfiys remained doubtful, however, how 
far the various effects observed were due to the direct action of the amines and 
how far they were after-effects due to tissue damage caused by the amines: 
this could be decided only by accurate information as to the rate of elimina- 
tion. 

The present experiments in vivo confirm the previous observations on the 
significance of the amine oxidase since those amines whicli are oxidized by the 
enzyme (type R.CH 2 NH 2 ) were also destroyed in the body, while aminos of the 
ephedrine series (type RR'CH.NH 2 ) which are not oxidized by the enzyme wore 
slowly excreted in the urine from which they could be recovered unchanged. 
The pharmacological data as to the persistent action of amines of the ephedrine 
series can therefore be explained in terms of the specificity of the amine 
oxidase. 

With amines that are oxidized in the body the ofRciency of the inactivation 
in vivo is shown in the case of /S-phenylethjdaraine by the promptness with which 
phenylacetic acid apj)ears in the urine and by the fact that even wdth doses of 
300 mg. no amine excretion could be detected in the urine. 

Mescaline, which is a phenylethylamine derivative, might bo expt^ett^ to 
be oxidized by the amine oxidase, but Blaschko et ah [1937] found little oxidation 
of mescaline by preparations of guinea-pig amine oxidase and it would appear 
that the bulky methoxyl groups modify the molecule so that it is able to resist 
oxidation. Slotta & Muller [1936] found that mescaline is completely oxidized 
in vivo in the rabbit and dog, but Bcmheim & Bemheim [1938] concluded that 
some factor other than the amine oxidase is responsible for the oxidation. 
Whatever this factor may lx* it is clearly deficient in man and the case of 
mescaline illustrates the fact that with drugs of this type the behaviour in one 
kind of animal may be quite different from that in another. 

Summary 

1. A sensitive micro-method for estimating amines has been used for 
studying the elimmation of amines in man. 

2. Amines of the ephedrine series and also mescaline are excreted unchanged 
and were isolated from the urine in the form of crystalline derivatives. 

3. Amines of the general type R.CHgNHg are rapidly oxidized in man. 

4. The rates of excretion of ephedrine, benze^drine, methylisomyn and 
mescaline have been measured. 

The author wishes to thank Prof. F. Golla for his interest and advice. 
Dr Blackburn, Dr Hill and Dr Guttmann of the Maudsley Hospital for their 
co-operation in administering or taking- the drugs, and Messrs Burroughs and 
Wellcome for the gift of i-methylisomyn. 
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CCXXX. THE USE OF COMPOUNDS RELATED 
TO />-AMINOBENZENESULPHONAMIDE IN THE 
TREATMENT OF CERTAIN INFECTIONS IN MICE 

By MORAG McLEODi 

From the Royal College of Physicians' Laboratory ^ EdviMirgh 
{Received 27 A ugust 1938) 

It is now well established that jri-aminobenzonesulphonainide has some effect 
on septicaemias in mice other than those caused by the haemolytic Streptococcus 
[Buttle et al, 1936 ; Proom, 1937 ; Buttle et al. 1937 etc. ], and further that various 
related compounds exert chemotherajTeutie action in certain mouse infections. 
However, in no case has it lK.*en shown that the in vivo effects run parallel with 
the in vitro results, and the mode of action is still very obsc*ure. 

The object of the present investigation has been to (‘ompare the chemo- 
therapeutic actions of a number of selected compounds on mice infected with 
various pathogenic bacteria. The organisms choscm w^ere the Streptococcus, the 
Staphylococcus, the Pneumococcus and Bacillus aertrycke. At the same time 
experiments were carried out to determine what action, if any, the* compounds 
exerted on the growth of these bacteria in intro in order to ascertain wiiether the 
action in vitro could in any way be correlattM:! with the chemotherapeutic activity 
as exhibited in animal experiments. 

In vivo experiments 

A. Infection of animals. Using the mouse as the experimental animal 
approximately 100 m.l.d. of the infecting organism were injected intraperi- 
toneally. The inoculum was obtained from an 18.hr. slopt^ culture wiiich was 
emulsified and made up to the required dilution with either sterile saline or 
5% mucin. Some organisms were not sufficiently virulent to kill mice W'hen 
suspended in saline, and so a method invohing the use of mucin similar to that 
of AKlIer & Castles [1936J was used to diminish the minimum fatal dose of these 
bacteria. 1 ml, of the bacterial dilution was injected intrapt*ritoneally into 
mice of 20-25 g. weight, 

B. Chernotherapeutic treatment. The various compounds under investigation 
were first tested for their toxicity when administered to normal mice orally 
through a feeding tube. Whenever possible the compound was brought into 
solution in a suitable solvent, but otherwise it was given in the form of a sus- 
pension in gum acacia. The doses given to the infected mice varied according to 
the toxicity but in each case the drug was fed immediately after the injection 
of organisms and at intervals thereafter. The frequency of feeding varied accor- 
ding to the reaction of the animal to the organism and to the drug. 

The non-toxic dose employed for the majority of compounds was 10 mg. 
administered by mouth twice daily for 2-3 days. 

Results of animal experirmnts. The results obtained from experiments 
with a series of compounds are shown in Table I. In the case of jp-aminobenzene. 
sulphonamide, with the Streptococcus as the infecting organism, the usual clear-cut 

^ Carnegie Research Scholar. 
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evidence of chemotherapeutic activity was obtained, 100% of the animals 
infected recovering completely within 3-4 daj^s. With tlie other compounds 
the best rt^sult was obtained with 3-nitro-4-hydroxybonzenesulphonamide when, 
in a scries of haemoljiiic streptococcal experiments, 75% of the treated animals 
survived indefinitely. This compound also showed slight action against the 
pneumococcal infection of mice but there was no eft’ect on the Staphylococcus 
or on Bacilhs aertrycke. As the toxicity of this compound is less than that of 
p-aminobenzenesulphonamide its use as a tht‘rajH*utic agent is worthy of con- 
sideration. 

Of the other results the most important is the antistapbylocK>ccal action of 
diacetyldiaminodiphenylsulphide. 


In vitro cxperinmiU 

Technique. When possible, solutions of the compounds were irepared : 
otherwise fine suspensions were employed. In every case the pH was adjusted 
to 7*6. Dilutions were made in broth or serum broth according to the organism 
to be tested. These broth tubes were inoculated witli 0*1 ml. of a thick bacterial 
suspension obtained by emulsifying an 18-hr. sloj)e (Milture of tlu* organism, and 
incubated at 37° for 18 hr. In order to determine both the ba(‘tcriostatie and 
the bactericidal activities of the com]x)und, subcultures from the broth tubes 
were made on blood-agar plates after 3, 6 and 18 hr. incubation, and from th(‘ 
growth readings of these jdatos the activity of the drug Avas aseertaineil. The 
results obtained with the series of compounds used in the in rh:o ex[x*rim(mts 
is shown in Tabic II. 

Table II. In vitro experiments 


Each papain broth tube was inoculated with 0-1 mJ. <if a thick Huspension of organisms, pH 7‘f). 
rH 19-20. Subcultures were made after 3, 0 and 18 hr., and from these readings the bacU'riostatic 


and bactericidal activities wore estimatecl. 


Compound 

p-Aminobenzeneaulphonainido 
jp-Hydroxybenzenesulphonamide 
3-Nitro-4-hydrox3'benzeno8ulphoiianiide 
3> Amino<4-hydruxy l>enzenesulphonam ide 
p-Arainobenzonesulphonamide coupled with 
p-hydroxy benzenesulphona mide 
p-Arainobenzenesulphonamide coupled with 
8-hydroxyquinoline 

p-AminoiHmzenesulphonaraide coupled witli 
8-hydroxyquinolinemethosulphate 
4 : 4'>Dinitrodipheny Isulphide 
4 ; 4'-T)ianimodiphenyl8ulphide 
4 : 4'-Djacetyldiaminodiphenylsu]phide 

4- -f + -f Bacteriostatic at 1 in 
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1 

in 
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1 

in 
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1 

in 

di 

1 
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10,000, bactericidal at 1 in BMH). 
10,000, „ 1 in 100. 

HliW, „ 1 in 10. 

BK). 

10 . 


BeauUa of in vitro experiments. The bacterioidal action of these compounds 
on the PneumocooMs is greater than is to be expected from the results of *Tiiii>.^. l 
experiments. Though this is partly to be explained by the low viability of the 
Pnsmwcoccas as compared with other organisms, the difference between the 
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antipneumoeoccal activities of /)-iiydroxybenz(jiiesulj)honamid(‘ and th(^ quinoline 
derivatives in the test tube and in the Jiving animal requires furthfT investigation. 
Although many compounds, as is shown in Table; II, ar(‘ bactericidal to i\\o 
Pnevmococcufi, yet in no case has it been possible to cure mic(‘ with a jaitHimo- 
<;occal s(;pti(;aemia. 

The n*sults wdth the Strrptococcus in one or two cases show a sliglit parallelism 
with those obtained in animal exjxTiments, but wdth tlie majority of comj)Ounds 
the antiseptic value* shows litth* correlation witli the curative yKjvv(*r. 

Ay)art from causing a slight delay in the growth rate in a tew t‘Xj)erirnents, 
the comyK)unds give almost uniformly negative results with tlu* Staph j/lororcua. 
and Bacillns a^rtrych . 

lIlSCrsSlON AND COXCLI SIONS 

Perhafis the most interesting result of the wm'k liere rejjorted is the relatively 
high antistrej)tO(*occaJ activity of 3-nitro-4-hydroxyb(*nzenesuIy)honamide. All 
the sulphur-containing compounds ])reviously found to ex<*rcise* marked chemo- 
therajKmtic activity against .^epticatunias caused by the haemoJyti(' StrepUjcocrus 
have an amino group or a group w’hich can be easily conv(‘rted into the amino 
grouj), e.g. the nitro group, cither free or substituterl in the p-position in the 
benzene ring. The activity of the new compound indicates that this rule is not 
g(‘neral and suggests that it is imyifrtant to prepart' and test other derivatives 
possessing tin* 3-nitro-4-iiydroxylK*nzeiie grouping. It will he not(‘d that 3-nitro- 
4-hydroxylK‘nz('nesuIphf»nami<le is tlefinitely less toxic than sulphanilamide. 
Hiis compound was also active on pneiimocoeeal st'ptieaeniias in mice hut in this 
(‘ast* its efli(‘aoy was dt'linitt'ly inh rior to that of p-aminobenzenesiilphouamide. 

p- Hydroxy ht‘nzen<'.sulf)honami<h*, as well as certain disuhstituted benzene- 
sulph on amides, liave bt*en tt*sted by Trefouel e( al, [1937] in respect of their 
antistr<;pt<)coceal activity in mice, in every cast* witli j>ractically negative results. 
Our it'sults with the first of these eompounds art* in agreement with their findings ; 
of tlu* disuhstituted derivatives ust*d by Trefouel €i al. none were available to us, 

Tiu? aiitistaphyloco(*cal activity of 4:4'-diacetyIdiaminodiphonyisulphide is 
of somt' int(‘rest. Though the activity of this comjx)und against the Staphylo- 
coccus is not very great, under favt>urable conditions it does delay death by 
about 4 days, and this indicatt*s that antistaphyloeoccal action is not limited 
t-o c?ertain sulplionamide derivatives but belongs also to other classes of sulphur- 
containing eorajK)unds. 

The main conclusion to be drawn from a comparison of the exjx'riments 
earri<*d out on infected mice and those performed in vitro is a negative one. There 
is no obvious connexion, as far as our results show% lx;tweeu antibacterial actions 
under these two different conditions. Thus it would appear that the effect of 
the compound on the bacteria wdiich is of im]K)rtance for its chemotherapeutic 
action is not one of general toxicity, i.e. a simple inhibition of growth or meta- 
bolism, but is rather a highly specific and characteristic one. The view tliat this 
group of active sulphur-containing compounds exercise their chemotherapeutic 
action through some special damaging effect on the resistance of the organisms 
to the antibacterial action of the blood and the body tissues has been advocated 
by many investigators, and has recently received support from the observations 
of Whitby [1938]. He has shown that the njmarkable chemotherapeutic action 
of 2-p-aminobenzenasulphonamidopyridine on mice infected with pneumococci 
is associated with the loss by the bacteria of their capsule which makes the 
organisms much more susceptible to phagocytosis and other similar processes. 
The balance of the evidence seems to suggest that some similar though perhaps 
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more subtle change is effected in organisms sucli as the Streptococcus by 
compounds of the sulphonamide group and other active sulphur-containing 
derivatives. 

Summary 

1. Ten compounds have been tested in respect of their chemotheraptmtic 
actions on mice infected with haemohiiic streptococci, pneumococci, staphylo- 
cocci or BcLciUus aertrycke. The antibacterial actions in vitro of these (joinpounds 
have also been examined. 

2. 3-Nitro-4-hydroxybenzenesulphonamide has a marked curative effect on 
streptococcal septicaemias in mice. The low toxicity of this compound suggt^sts 
that it should be investigated on a wider scale. 

3. Diacetyldiaminodiphenylsulphide d(‘lays’the death of mice infected with 
staphylococci. 

4. Under the conditions of experinumtation, no correlation could be estab- 
lished between the action of these compounds in t'itro and their chernothera|>eutic 
activity on infected mice. This result is in accordance with the view that the 
important action of these compounds on the organisms is not one of gross toxicity, 
but that it involves a damaging of the defences which normally protect tlu^ 
organisms from the bactericidal procc^sses of the body. 

I wish to express my thanks to Dr W. O. Kermac k for his help and encourage- 
ment during the course of this work, and for supplying me with the compounds 
tested. 

Part of the expense of this work w^as paid out of a grant from the Moray 
Research Fund of Edinburgh University. 
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The general com[>osition of the defK>t fats of the ox and the yiig was indicated by 
Banks& Hilditch] 1931 ; 19321hy consideration of th(» proportion of fully saturakni 
glycerides prestuit in these fats together with the |XMTentage composition of th(i 
fatty adds in the whole fats and in their fully saturated glyceridf‘S. Later, in the 
case of a pig depot fat, Hilditch & Stainsby {1935] obtained somewhat more 
detailed information by its study after it had btxm progressively hydrogenated to 
varying extents, coupled with the determination of tristearin in the completely 
liydrogenat<'d fat. More rewmtly it has l>een found i>r)ssible to obtain an aj)proxi- 
mat(^ c‘8timat<* of at all evtuits the main component glycerides present, in solid 
fats of comparatively simple fatty a<*id composition, by preliminary systematic 
crystallization of the fat from acetone. This procedure, although usually in- 
capable of yielding definite individual mixed glycerides, causes a division of the 
fat into sjiaringly sfiluble [lortions in which mono-unsatiirated-disaturated (and 
fully saturated) glycerides predominate, and more soluble portions in which the 
di-unsaturat<‘d glyceri(h*s (and tri-unsaturated glycerides when present) are 
concentrated. The fat is thus divided into two or three* fractions, each of which 
is investigated follows : 

(a) the component acids are determined by ester-fractionation; 

(b) a portion is hydrogenated and the tristcarin content of the product deter- 
mined ; 

(c) where necessary, the fully saturated glycerides present ai’e isolated and 
d(*termiiu*d : tin* compoiumt acids prestuit in the fully saturated glycerid(‘S, and 
the triatearin contr<»nt of the lattt*r, are determiniHl. 

In addition to the data for fully saturated gly<H*rides, it is tluTi possible, in 
each fraction of tlu* fat, (i) to estimate the proportions of mono- and of di- 
unsaturated glycericles (or of di- and tri-unsaturated glycerides) and (ii), knowing 
the tri-(-ig glyceride* c'ontent (determined as tristearin in (fe)), to estimate the 
proportions of mom>-C’,g- and di-Cjg-mixc*d glycerides in w^hich another homo- 
logous acid (palmitic) is presimt. \\ith these data, and taking into account the 
knowm general order of solubility in acetone of, for example, oleodistearin, 
dioleosk'arin, oleopalinitostearin, oleodijmlmitin and palmitodiolein, it is 
usually {K>s8ibl(' to give a detailed, approximately quantitative statement of the 
component glycerides in each portion of the fat, and therefrom to deduce that of 
the whole fat. 

This method has Ix^en used in the investigation of a number of solid seed 
fats, including cacao butter, mowrah fat and shea fat, by Hilditch et aL [1936; 
1938, 1, 2, 3J. The present communication describes its application to a tj^jical 
ox depot fat. Here the procedure is somewhat more complicated owing to the 
comparatively large proportions of fully saturated glycerides present, and to the 
circumstance that animal depot fats contain a somewhat gi*eater number of 
minor component acids than any of the seed fats to which the method has yet 
been appU^. 
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Experimental 

The ox depot fat employed was obtained by extracting with acetone the 
perinephric tissue from a Shorthorn heiftT. It had i.v. (Wijs) 38-7, sap. equiv. 
284-0, and contained 0*12 % of unsaponiliable matt(‘r. The fatty acids (185-9 g.) 
obtained on hydrolysis of 200 g. of the fat were sul)initt(*d to lead salt separation 
by the modified Twitehell method [Banks et al. 1933], and the resulting acid 
fractions were converted into methyl esters and fractionally distilled. The 
esters of the ‘‘solid’* acids were distilled from a Wil 1st titter bulb; those of the 
“liquid” acids were distilled through the (dectrically heated and packed column 
described by Longonecker [1937]. The final results of the analysis an* summarized 
in Table I. 

Table I. Cornpom nt acids of ox depot fat 


Component acids 

“Solid” 

“Liqiiiil” 
(43-4 «„) 

T(*tal 

(«t.) 

% (mol.) 

Saturated : 

Laurie 



( K‘>0 

O.Vl 

o.'> 

0-7 

Myristic 

(H)8 

2-(>4 

2*72 

2-7 

32 

Palmitic 

->717 

3-23 

30-40 

30-4 

32-2 

Stearic 



23-03 

23-7 

220 

I'^nsaturated : 

Tetradecenoic 



0*41 

0-41 

0-4 

o-r» 

Hexadecenoic 

... 

l-«5 

10.*> 

1-7 

1-8 

Oleic 

.*■♦•08 

.33-40 

.3S-.-)7 

3S-0 

,37-1 

Octadecadienoic 

— 


2-(M> 

20 


I'^nsaponifiable : 

0-04 

008 

fM2 


— 


Crystallization of the ox depot fat frmn acetone 

About 1 kg. of the fat was subjected to systematic crystallization from 
acetone at 0° or room temperature as follows. 

(i) The fat (in three portions for convenience) was dissolved in acc'toin- 
(5 ml, per g. of fat) and kept at room tempt^rature overnight; afteT filU^ring the 
separated fat the solution was then cooled at 0^ overnight and a further fraction 
of fat separated : 


♦Separated at room 


Fat 

taken 

No. 

temperature 


Sejmrated at 0 


in solution at O’" 

g- 

g* 

I.v. 

JNo. g. 

lA. 

-No. 

g. I.V. 

350 

A, 

102 

22-8 

B, 13U 

35-7 


118 56-3 

350 

A. 

95 

16-9 

B, 161 

42*2 


94 .57-6 

325 

Aj 

06 

19-3 

B, 142 

41-6 


87 57-6 


(ii) Corresponding fractions wei-e then united and further crystallized as 
shown in the scheme below : 


Conditions of cryataUizalion 
Fractions r * > 


eiystallized 

Acetone 




Sciiarattnl fat 

Fat left ill solution 

^ — 


(ml. i)C‘r 


Time 




— 

f 

Nos. 

g- 

g. fat) 

Temp. 

(hr.) 

No, 

g- 

I.v. 

No. g. I.v. 

A| “I- Aj •+• Aj 

203 

3:1 

Atmospheric 

. 16 

A. 

244 

150 

A, 49 41 1 


433 

5:1 

0° 

6 

?* 

347 

871 

(further 10 hr. at 0"] 




0" 

16 


27 

40-4 

B, SB S6S 

Aj+Bj 

76 

5: 1 

O*^ 

6 

D. 

66 

40'6 

D, 10 SSS 
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Thv eight fractions (A4, B4, B^, D„ C,, C3) finally obtained were then 

assembled into three groups of similar i.v. as follows : 


No, 


I.v. 

So. 

>?• 

I.v. 

A 

244 

15-9 

A. 

244 

l.')-9 

B 

413 


J»4 

:147 

.37* 1 





Of) 

400 

(‘ 


.*)7*4 

<•, 

118 

.•)()*.3 





94 

.■)7-(i 




<■, 

S7 

.■>7 0 




15. 

."lO 

.V)-3 




I), 

10 

.*)2*8 


(The weights actually obtained w’cre slightly diminishf‘d owing to withflrawal 
of samples for i.v, df^terrninations, etc., and have been “corrected” in the above 
description to allow for this ; the total weight so withdrawn amount€‘d to about 
o g., or 0-5% of the original fat employed.) 

Th<* component fnftty acids in each of the fractions A, B, C were determined 
by lead salt separation and ester-fractionation as in the case of the whole fat 
(Table J). The final percentage compositions (wt. and mol.) found for the acids 
from each fraction are shown in Table Tl. 


Table fl. ('ow foment ncklx of the seprirated fraction (J. B, C) of ox dejyot fat 

A B C* 


.Saturated: 


Onol.) 


^0 (mol.l 


fmol.) 

I^auric 

_ - 

- 

0-2 

fi-2 

0-3 

0-4 

Mynativ 

1*3 

1 .7 

2-1 

2-0 

2.7 

3-t» 

Palmitic* 

440 

40 *.7 

29-S 

31-7 

2.7-0 

20-.7 

Stvarif 

31*8 

30*3 

2,7-H 

24 7 

12-2 

11-7 

As arachidio 


4 8 

f»-4 

0-3 

tM 

(»•! 

riisaturatocl : 
Ti*tradec*cnoi(' 

03 

0*4 

0-3 

t»-4 

0-7 

0-9 

Hf-xadecenoit* 

M 

M 

I -.7 

l-O 

2-0 

2-7 


10-0 

1.7-4 

:i8-8 

37 1 

47-4 

4.7-8 

Ootadefudicnoio 

- 


M 

M 

9-0 

8-8 

M iinaaturutfHi 



— 

-- 

0-2 

0-1 


It will be observed that, of the minor comjHment acids, arachidic acid is 
the only one concentrated in fraction A, in which fully saturated and mono- 
unsaturated-disaturat^d glycerides predominate. Myristic, tetra- and liexa- 
deoenoic, and especially octadecadienoic and the unsaturated €^^22 acids, are 
found in the (mainly di«unsaturated) glycerides of fraction C, which are liquid at 
room temperature and most soluble in acetune. 

Examination of fully saturated glycerides present in freudions A and B of the 

ox depot fat 

The fully saturated glycerides were isolated, and their amounts determined, 
in each case by oxidation of the fats in acetone solution with powdered KMn 04 
by our usual procedure. 

Fraction A: 80*2 g, gave 49-9 g. fully saturated glycerides (sap. equiv. 283-4, 
acid value 4*8, i.v. 0-2). FuUy saturated glycerides: 59-0% (wt.) or 60-0% (mol.). 

Fraction B; 200 g. gave 14*6 g. fully saturated glycerides (sap. equiv. 272-1, 
acid value 1*8, i.v. 0*4), FuUy satunUed glycerides: 7*1 % (wt.) or 7*4% (mol.). 

The component acids in each fraction of fuDy saturated glycerides w<*re 
determined hj ester-firaotionation with the results given in Table III. 
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Table III. Component acids of the fully saturated glycerides infractions 




A and B 

A 


n 

Myristic 

Palmitic 

Stearic 

% (wt.) 
r>-4 
49-6 
450 

% (mol.) 

5ir> 

42-2 

7-.'> 

«30 

29-5 

% (mol.) 
8-6 
04-2 
27-2 


A portion of the fully saturated glycerides from tlu' least soluble fraction A 
of the ox fat was systematically crystallized from anhydrous ethcT into five 
fractions. From the sap. equiv. of these fractions it was estimated that the 
material contained 3-0% (mol.) of tristearin and 19*0 (mol.) of tri})alraitin 
(the latter figure is probably somewhat higher than the truth, because traces of 
acidic products of oxidation left in the fully saturated glycerides may hav(* 
lowered the equiv. of the portion most soluble in ether). 

Lack of material prevented similar crystallization of the fully saturated 
glycerides from fraction B, which however only amounted to 3^o of the w'hol(‘ 
fat, and were taken as a mixture of tripalmitin and dipalmitostearin in the 
proportions demanded by the fatty acid composition. 

Determination of tri-Cjs glycerides in each fraction {A , /i, C) of the ox depot fat 

A portion (50 g.) of each fraction was completely hydrogtuiated and then 
submitted to systematic crystallization from anhydrous ether. From the sa]). 
equiv. of the six or seven crystal fractions thus obtained th(‘ proportion of 
tristearin was determined [cf. Hilditch & Stainsby. 1935J. The molar perc<»ntage, 
of course, corresponds with the molar jxn'centage of glycerides composed 
exclusively of acids in the original fats before hydrogenation. The amounts 
of tristearin determined by this procedure in the hydrogenated portions A, B and 
C are shown in Table 1V\ 

Table IV’^. Tristmrin content of hydrogenated fractions A , B and C of the 

ox depot fat 

% (wl.) % (mol.) 

J8-4 17-7 

150 J,*il 

0-7 [hli 

Discussion 

The evaluation of the data recorded in the experimental part n^cpiires som<^ 
explanation both as regards general interpretation and as regards the manner 
in which the various minor component acids in the fat are consid(»red. The 
discussion is based throughout, it should first of all be noted, on the molar (not 
weight) proportions of the vario\is components ; this has the primary advantage 
that in any given case the same numerical figure denotes the proportion of a 
component either in the form of glyceride or of the fatty acid in question. Tht^ 
data for the molar proportions of glycerides in fractions A, B and C of the ox 
depot fat, and for the increments of component acids present in each fraction 
(fron^ the percentage figures given in Table II), are showm in Table V. 

Comparison of the last column in Table V with Table I shows satisfactory 
accordance in the percentages of the component acids as determined (i) in the 
whole fat and (ii) from summation of the component acids recorded for each of 
the three fractions A, B and C. As would be expected, the components present 
in very small proportions are more apparent in the data for the subdivided parts. 


Fraction 

A 

B 

0 
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Table V. Proportions (mol, " of glycerides and of their component acids 
in fractions A , B and C 



A 

B 

c 


Weight of fraction: 

1>44 

4i;j 

tm 


I.V. 

I.V9 

:nr> 

r»7-4 


Sap. cqiiiv. 

2h.‘p:i 

284-9 

28.7-:i 


('’iiHaponifialtlo % 

— 

am 

9-2 


Olycerides % (wt.) 

2:ps 

40- 

3.7-9 


% (mol.) 


40 » 

3.7-8 


Component acids (incn'iiicntrt 

niol): 



Whole fat 

1.4mric 

— 

(M 

0-1.7 

9-2;7 

.Myrl.stic 

o:r» 

J-O 

1-9.7 

2-4 

Palmitic 

IM 

12 s 

9'.7 

33-4 

Stearic 

7*2 

100 

4-2 

21-4 

.A»< ara<‘hi(iic 

11-7 

0-1 

9-(i.7 

1-3 

'IVtradccciioir- 

0*1 

0*2 

(C3 

9-0 

Hcxadcccmdc 

IK‘t 

(Hi 

1-9 

1-9 

Oleic 

;P7 

l.vi 

lfi-4 

.3, 7-2 

Octmlccadicnoii' 


9 4 

3-1 

3-.7 

<20 28 

— 


9-9.7 

9-0.7 

oru' or t)ih<‘r of which tlu^v 

have become ( 

•onc(^ntrat4‘d. 

Indeed, 

arachidic and 


u!iaaturat<‘(l aeids of the ( '20 O 22 (whicdi are found only in the residual 

fractions of the diKStilled ostfTs) only became detectable in the analyses of the fat 
aft(T separation by crystallization. 

Thc‘ nH‘thod of estimation of component glycerides employed in this work 
dejK'iids ess<»ntially on compariscui of non-(\g and acid eomponemts on the 
one hand, and of the total saturat<»d and unsat uraU^d acid components on 
th<‘ oth<‘r. (’omplete detailed results can therefore only be obtained when the 
acids of the fat consist of one saturahHl noii-Cj,< acid (e.g. palmitic), one saturat'd 
CjR acid (st<»aric) aiifl iinsaturatefl Cjg acids (which, whether oleic or linoleic. 
(»te., must be considered for the ])resent purpose^ as one group: it is clearly 
impossible, by the. use of methods involving hydrogenation, to distinguish Ix^- 
tween what wc»re originally oleic or linoleic glycerides. To emphasize this, as in 
previous pajx»rs, the prefixes “oleic*' or “oleo-*’ are employed when it is desired 
to indicate that all the unsaturated components, and not merely oleic 
derivatives alone, are incliuled). 

In th(‘ He£*d fats inv<‘stigated by this procedure, the acids present have In'en 
confined so far to palmitic, stearic, oleic and linoleic, unth the exception of 
extnunely small proportions of myristic or arachidic acids. In the case of ox 
depot fat (and of other animal fats which we are at present examining) the 
numlH?!r of these minor components is increased and unfortunately includes, 
amongst others, about 2% of hexadecenoic acid (and traces of tetradecenoic 
acid), btdonging simultaneously to the unsaturat(‘d group and to th(‘ group of 
non-C|8 acids. Jn relation to the tlirtn:* major components (palmitic 33, stt'aric 21, 
oleic 35 (“oleic" 39), amounting together to 93% of the component acids) the 
quantity of any one of the minor components is almost insignificant ; but it must 
te remembered that each mol. of a minor component will be associated almost 
invariably with 2 mol. of one or other of the tlirt^e major components in a mixed 
triglye^jride molecule, so that the total percentage of triglycerides involved is not 
of the order of 7 %, but about 20%, of the whole fat. Whilst it is desirable to 
draw attention to this feature, it should equally bt' pointed out that the data 
presented in this paper ore entirely valid from the point of view of the distribu- 
tion of saturated non- ^18 wid Cjg acids in the mixed glycerides of the depot fat, 
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and that the groat predominance of palmitic acid in the former class ensures that 
the conclusions drawn later cannot be, in point of fact, very far from the actual 
state of affairs. It is perhaps not unreasonable to remark upon the fact that the 
presence of a number of minor component acids is the bugbear of detailed study 
of component glycerides in natural fats; in the rare absence of these, it is now 
possible to give an almost exact statement of the compoiu^nt glycerides present 
in a fat containing only three fatty acids. 

For the purpose of the present discussion, myristic and lauric are included 
with palmitic glycerides, and arachidic with stearic glycerides, whilst the traces 
of unsaturated Ca. and C 22 acids are included in the “ol(‘ic” group. Hexa- 
decenoic (and tetradecenoic) glycerides, which fall in the unsaturated non^Cig 
acid category, liave bc'en included also with palmitic glycerides, since on 
hydrogenation (for the tri-C^jg glyceride determinations) they yield palmito- 
(or myristo-) glycerides. Accordingly, in terms of non-Cjs (“palmitic"), stearic 
and “oleic’' derivatives, the data in Table V, together witli those for the fully 
saturated glycerides and contents of tri-Cjj, glycerides, may be transformed as 
shown in Table VT. In Table VI are also given the deduced proportions of 
palmitodi-C|8- ^^^d dipalmitomono-C^jg-glycerides, and of mono- and di-un- 
saturated glycerides. Since the detcTmination of the forme?* and of tristearin, by 
crystallization of the hydrogenated fats fiom ether, is of a lowrer order ot 
accuracy than the component acid analyses in Tabl(' 11, the j)almitodi-C!?jg- 
and dipalniitoniono- -glycerides have been calculated from the latter, after 
deduction of the proportion of tri-Cjg acids present as tn-CJjg glycerides. In 
fractions A and B, the fully saturate^d glyceridt‘8 present are of course first dealt 
with, and the remaining acids accounted for in th(* various categories of mixed 
saturated-unsaturated glyccTidos. 

Table VI. Glyceride cnlegories ("^ mol.) present in fractions .-1 , B and C of 

ox depot fat 




A 

H 


r 

Whole fat 

Glyeorides 


23-9 

40-3 


33-8 

100-0 

Component acids (incTemenls); 







Palmitic 


11-83 

14-7 


12-0 

38-33 

Stearic 


8-33 

10-1 


4-23 

22-7 

“Oleic” 


3-7 

1.3-5 


19-33 

38-7.) 

Component glyeerirles 

MIy 


Fully 

- " 



(mci*ementH) : saturated Mixed 

saturated 

Mixed 



Tri-C|g 

0-4 

38 



6-1 

3-3 

13-0 

Palraitodi-Cjg 

5-8 

0-8 



24-9 

29-0 

60-3 

Dipalmitomono-C^g 

3*4 

4-9 

2-4 

6-3 

3-3 

22-3 

Tripalmitin 

2-8 

— 

0-6 


— 

3-4 

Mono-** oJeo ’’-disaturated 



8-0 



28- 1 

12-9 

49-0 

I)i-“ oleo ’’-monosaturated 


1*5 


9-2 

22-9 

33-6 


Consideration of the data in Table VI leads us to the statement of component 
glycerides in the fractions of the original fat, and consequently in the whole of 
the original fat, given in Table VII. These considerations are as follows. 

Fraction A. The fully saturated components are derived from the estimated 
amounts of tripalmitin and tristearin, those of dipalmitostearin and palmito- 
distearin following from the component acid percentages in Table III. In 
the mixed saturated-unsaturated glycerides, the 4-9 % of dipalmitomono-C\g 
glycerides must be “oleo”-dipalmitin. (if di-“oleo“-mono8aturated glycerides, 
palmitodi-“ oleins” are relatively soluble in acetone and may safely" be con- 
sidered absent from the sparingly soluble fraction A; the 1-5% of di-“oleo”. 
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glycerides is therefore credited as stearodi-“ olein” and the remaining 2'3% of 
tri- ®18 glycf3ridc8 as “oleo ’’-distearin, whilst the 0*8 % of palmitodi-Cjg glycerides 
is taken as ‘*oleo”-palmito8tearin. 

Fraction B, After reckoning the small amount of fully saturated glyc<‘rides 
(from the fatty acid analj^sis, Table III) as tripalmitin (0-6) and dii)almitostearin 
(2*4), and the remaining 0*3% of dipalmitomono-C|g glycerides as “oleo'’- 
dipalmitin, the 6*1% of tri-Cig glycerides is assumed to be stt^arodi-** olein”. 
(Some of the latb'r might be, perhaps, “oleo ’’-distearin, but since the amount of 
this relatively insoluble glj^ceride in the least soluble fraction A is only 2-3% 
of the whole fat, it is certain that the j)roportion in fraction B will be definitely 
less than this.) Of the 9-2% of di-“oleo ’’-glycerides, the remaining 3*1% is 
then palmito(li-“ olein”, and the rest of the 28*1% of mono-“oleo ’-glycerides 
appears as “oleo”-paImitostearin. 

Fraction C\ From the proportions of saturated and unsaturated acids in this 
portion, its components lie between the following limits : 

% (of whole fat) 

.Mono-** oleo eerides 12-9-24-4 

l>i-‘*olco’'-gIyfen*deH 22*9- 0 

Tri-*’ oleins” 0-11*4 

Since, however, the total amount of tri-Cjg glycerides in C is only 3*3 % of the 
whole fat, there cannot at most be more than 3*3% of tri-” olein” present (the 
corresponding figures in this case l)eing 16*3 % of palmitodi-” olein”, with 12*7 % 
of “oleo ’’-palmitostearin). But the presence of probably nearly 6 of stearodi- 
” olein” in fraction B iinpli(*8 almost certainly that appreciable amounts of this 
glyceride will be present in the most soluble fraction C, and therefore, whilst 
the exix^rimontal data do not ]K»rmit a final subdivision into tri-“ olein” and 
stearodi-” olein ”, the probability is very great that nearly all the 3*3 tri-Cig 
glycerides in fraction C is, in fact, stearodi-” olein”. The experimental figures, 
in fact, show almost conclusively that tri-** oleins”, if not wholly absent, can 
only be present in quite insignificant amounts in the specimen of ox depot fat 
investigated. 

The proportions of the remaining components of fraction C, once the nature 
of the tri-Ojg unsaturated glycerides has been settled, follow as in the preceding 
cases of fractions A and B. 


Table \TI. Probable component glycerides ^ moh) of the ox dt* pot fat 


A 


Fully 

satui'ated Mixed 

Fully 8aturat«d glyeeridcs (17*4%): 

Tripalmitin 2*8 — 

i)imlmit(Mtearin (5*4 — 

PalmiU>di8t«arin .j*8 

Tristearin 0*4 — 

Mono-** oleo ”-disatnraied glycerides (49*0%): 
”01eo”-dipalmitin — 4*9 

“Oloo^-palmitostearin — 0*8 

**01eo”-di8tearin — 2*3 

oleo *'-inonoBaturated glycerides (33*0 %) : 
Palmitodi-** oleins ' ’ — — 

fStearodi-** oleins — 1*5 

Tri-“ oleins” — — 


! 

C 

W'hole fat 

'Fully 


Exact 

(in round 

saturated M ixed 


iigure 

nos.) 

0*« — 



3*4 

3 

2-4 

— 

7*8 

8 

— - 

— 

5*8 

« 

— — 

— 

0*4 

t 

— 6*3 

3*5 

14*7 

15 

— 21*8 

9*4 

32*0 

32 

— — 

— 

2*3 

2 

3*1 

19« 

22*7 

23 

— (M 

3-3 

10-9 

11 




♦ 

• 


* Traces of triolein, probably not exceeding 1 % of the fat, may be present, 

t Tristearm is present to the extent of less than 1 % of the fat. 
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The ox depot fat investigated thus consists of about one-third of “olco’’- 
palmitostearins, and one-quarter of palmitodi-“ oleins”, with (in progressively 
diminishing proportions) “ oleo ’’-dipalmitin, stearodi-^ olein”, dipalmitostearin 
and palmitodistearin. Very small amounts of tripalmitin, tristearin and 
(possibly) tri-‘‘ olein” are also present. 

It is interesting to compare the detailed results obtainable by the procedure 
wliich has now been employed with those obtained by earlier methods. By simple 
but intensive crystallization of a sheep depot fat, Biimer et al, [1907: 1909] 
detected about 3% of tristearin with 4-5% of dipalmitostearin and some* 
palmitodistearin. Banks & Hilditch [1931: 1932] were able to give limiting 
values for the mixed saturated -unsaturated glyceridt*s by determining the total 
molar proportions of the fully saturated glycerides present. In the ox depot fat 
which has now been studied this procedure would have enabled us only to staU* 
the approximate components as full^^-satu rated 17-4 %, m()no-*‘oleo ”-disaturated 
from 49 to 66%, di-“oleo”-monosaturaU*d from 34 to 0\’o tri-“ oleins” from 
0 to 17 %. Determination of the tri-Cig glyceride content of tlu‘ whole fat , coupled 
with consideration of the major compoiwmt acids and the fully saturated 
glycerides, as applied by Hilditch & Stainsby |1935] to a pig depot fat, would 
have permitted a somewhat narrower range of the v\wt ]>osRibI(* components; 
for example, 0-13-6% tri-‘‘olein”, 13*6-0% stearodi-” olein*', 20 7 % palmitodi- 
“olcin”, 34-47% ”oleo”-palmitostearin, with ”oleo‘*-dipalinitm and 

17-4% of fully saturated glycerides. 

The procedure which has now been describc‘d, howwer, has demonstrated 
that tri-”oleina'’ are unlikely to b<? present in nioie than traces, and c‘annoi in 
any case form more than 3 % of the fat: whilst it has also indicat(*d the presence 
of very small proportions (about 2%) of ”oleo ‘-distearin. It thend'ore follows 
that the proportions of each of the comi)onent glycerides artJ define<l by the 
approximate figures given in the final column of Tabic V’ll . ( Kven if the 3 of 
tri-Ci8 glycerides in fraction C were calculat(*d altiTnativt'ly as stc^arodi-" oleins** 
and as tri-‘‘ oleins”, the possible limits of the component glycerides concerned 
would be narrowed to 0-3% tri-“olein*’, 11-8% stearodi-** olein ”, 23--20^\, 
palmitodi-” olein” and 32-35% “oleo'’-paImiiostearin.) 

The possession of approximate figures for the chief component glyc'Cride 
percentages permits some further discussion of th<* cliaiact^Tistic glyceride 
structure of ox depot fat in contrast to tlie “evenly distributed ” type* of glyceride 
structure encountered in the majority of natural fats. As nnmtioned earlitT, the 
glycerides of several solid seed fats which conform closely to th(‘ *‘i*venly- 
distributed” tyjK? have been investigated by the present method, and it has been 
found [Hilditch, 1938] that the observed proportions therein of the di-“oleo”- 
glycerides, and to a less extemt the mono-“oleo ”-glycerides, can be fairly closely 
reproduce<l by a simple calculation tosed upon the proportions of the com- 
ponent acids in the whole fat. If the chief component acid.s of the ox depot fat 
were assembled into a mixture of component glycerides on the lines of a t 5 q)ieal 
se^d fat (in which case there would be* negligible proportions of fully saturaUnl 
glycerides present), the application of the calculation referred to would suggest 
the probable presence of about 10% palmitodi-^ olein”, 6% stearodi-” olein”, 
up to 62% of “oleo”-palmitostearin and 22% or more of “oleo ”-dipalmitin — 
proportions which, naturally, differ widely from those observed in the foregoing 
analysis. If, on the other hand, allowance is made for the J 7-4 % of fully saturated 
glycerides known to be present, application of the numerical calculation to the 
component acids (28-0% palmitic, 16-8% stearic and 38-8% “oleic”) of the 
mixe4 saturated-unsaturated glycerides would suggest the following composition 
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for the latter: 22% palinitodi-** olein”, 12% 8tearodi-“ olein”, up to 35% of 
“oleo”-palmitostearin and 14% or more of ”oleo”-dipalmitin. These figures 
are remarkably close to those actually observed (Table VII), but the implication 
of the coincidence, if it be more than a fortuitous one, is not at present altogether 
t;lear. Until the results of some c*ontemplated })araliel investigations of other 
animal depot and milk fats become available, it is therefore deemed desirable 
merely to draw atUmtion to this feature without further comment, other than 
that an “even distribution ” of the component acids of the mixed saturated- 
unsaturated glyc(Tides seems not ineonsistr nt with the hypothesis [Hilditoh & 
Sleightholme, 1931: Banks & Hilditeh, 1932; Hilditch, 1937, 1, 2] that the 
st(.‘aro-glyceri<les in the* stearie-rich animal depot fats hav(‘ resulted from 
saturation of preform(‘<l ol(‘o-glycerides. 

The hypothesis in question (with its extension to milk-fat glycerides) corn^- 
lates the unusually large* proportions of fully saturated glycerides present in 
many animal dejMJt and milk fats with their possible formation by hydrogenation 
(depot fats) or other transformation (the lower saturate^l acids of milk-fats) of 
oh'i<* groups aln*ady in (‘ombination as glycerides. Tin* n‘sults of the present 
study may b(' l)rietly dis(‘USK(*d in reflation to this view. The ox depot fatty 
acids include, in molar proportions (Table VI). 38-5% palmitic (or, more 
strictly, non-C,„ saturat<*d acids), 22*7 stearic* and 38*8 (with octadeca- 

dienoic) acid, and of the* glyc(*rides 13*fi®'o contain three contain two 

and 22*5% contain only one Cj^ acyl group. The observ(*d composition 
(Table \'II) of these* various groups was as follows: 

Kiilh 

satiinitcd 


jiflycTrirW Nil or tra<*«‘M 10-U 

jstlycfndfs — 22-7 

I )i|mlinitf>rnono.( ylyf<"ri<l<'> 


2-3 

:r2u 

14-7 


04 

O'S 

7-S 


If, in accordance with th(* above hy|H)thesis, it be assumed that all these 
})roducts have resulted from hydrogenation of preformed oleo-glycerides. their 
p(*rcentage projiortions, at (‘orresponding stages of the supposed hydrogenation, 
would be as below : 

rnrhanginl 1st stage 2iul Mage* 3ril stage 



Nil or tra<t*s 

SO 


37 


oleins” 


a.-! 


17 :i 

10 


In catalytic hydrogenation of mixtui-es of mono-, di- and tri-oleo-glycerides 
in presence of nickel at 170-180 ’ it has Ix'en shown [Hilditch & Jones,* 1932: 
Btishell & Hilditch, 1937] that the prowss takes place in con.si»cutive stages 
(i.e. only one oleo-group is saturati^d at a time) and that, whilst all three stages 
of hydrogenation proceed concurrently, the reduction of tri-oleo- to di-oleo- 
glycerides procef?da much more rapidly than that of di-oleo- to mono-oleo- 
glyoerides, and the latter probably proceeds somewhat more rapidly than the 
production of saturated from mono-oleo-glycerides. Further, the relative 
concentrations of the different groups have an impoi-tant influence on the 
amounts of the various semi-hydrogenated glycerides produced. The observed 
proportions of these products (illustrated in percentage form above) is that which 
would be expected if a biological hydrogenatiofi process hatl followed the same 
course as addition of hydrogen by a nickel catalyst. Little or no tri-unsaturated 
glycerides are present, and the proportions of glycerides corresponding i^ith the 
second and third stages of hydrogenation are much less than those of the initial 
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stages. Less of the original oleodipalmitin (as presupposed by the hypothesis) 
has been reduced than of the original palmitodiolein, but the amount of the 
latter present is nearly three times that of the former, and this is therefore also 
in keeping with the above-mentioned observations. 

The observed presence of perhaps 2-3 % of tripaimitin in a fat which contains 
large proportions of stearic as well as palmitic acid is unusual. Tripaimitin has 
hitherto only been reported in cases in which the saturated acids of a natural fat 
consist almost wholly of palmitic acid (e.g. olive oil, palm oil, rabbit depot fat), 
and, when stearic and palmitic acids are both present in quantity (as in cacao 
butter and many other seed fats), any fully saturated components have been 
found to consist of mixed palmitostearins. The tripaimitin in ox depot fat is 
explicable, however, on the above “hydrogenation” hypothesis, since hexa- 
decenoic acid is a minor component of ox depot fat, and saturation of any 
hexadeceno-palrnitins present in the fat would, of course, yield tripaimitin. 

Summary 

A specimen of ox depot fat has been separated into fractions of varying degrt'es 
of solubility in acetone, and the component acids and glycerides present in each 
fraction have been investigated. The proccfiure leads to an approximate state- 
ment of the proportions of each of the major component mixed glycerides present 
in the fat. The approximate molar percentages of the more abundant glycerides 
are “oleo”-palniitostearin 32, palmitodi-“ol(‘in” 23, “olco”-dipalmitin 15 and 
stearodi-“ olein” 11%; 17% of fully-saturated gly(HTid(‘S are present, mainly 
dipalmitostearin and palmitodistearin, with v(»ry small amounts of tripaimitin 
and tristearin. Triolein is either absent, or only present in very small quantities. 
(Myristic, hexadccenoic, arachidic and other acids which are present to very small 
extents in the fat have to be included with palmitic acid in tlu* analysis of the 
component glycerides.) 

The proportions of the respective groups of tri-, di- and mono-“oleo’'- 
glycerides, and of the fully-saturated glycerides, are fully consistent with the 
hypothesis that the stearo-glycerides in ox depot fat have resulted from satura- 
tion of preformed oleo-glycerides. 

The assistance of the Department of Scientific and Industrial Kcsearch in a 
grant to one of us (S. P.) is gratefully acknowledgc^d. 
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CCXXXII. STANDARDIZATION OF THE RAT 
FOR BIO-ASSAY OF VITAMIN 

By K. E. mason and W. L. liUYAN 

Fmtn th(' iJaparlrtient of Anatomy^ Vanderbilt UniverMty 
School of Mf'dirin^, Xa^hvillt', I'mnes.scf' 

{lif.ceirtd IH Amjust I93S) 

A sritVEY of iminorous studios oonotTiiod with th(* exporimontal production of 
vitamin K dotioi(‘n(‘y rovoals a rather wide variaiion in the time neoessarv to 
induce st(*rility in rats of either sex. In male rats reared from weaning on 
vitamin E-d(*fieient diets, the time of ex jH*ri mental feeding necessary to produce 
ilegenerative ehangt's in the germinal epithelium may vary from 50 days or less 
|Mason, 1920: Kingsted, 1930] to 90-150daysl Evans & Burr, 1927: Kudrjaschov, 
1930; Juhasz-SehalTer, 1931 1. It has also been the exjx*rienc(^ of many investi- 
gators that a variahh* jiroportion of female rats reared on vitamin F^-defieient 
diets will complete one or mon* prt‘gnancieH before (‘xhihiting a resorption- 
gestation typical of vitamin E depletion. This v^ariablc occurrence of initial 
fertility has proved particularly annoying and time-consuming in the preparation 
of rats for the bio-assay of vitamin KI. and has necessitated the production of 
a proven r<'sorpti(m in all rats ])rior to tlndr use in assay tests. Attempts to 
(diminate the occurrence of this jdienomenon by the use of slightly rancid fat 
in the hojx's of destroying ix)saible traces of vitamin E in the exjK^riniental diets 
us<*d have not ])roved particularly effective. Furthernion% such a procedure 
seems highly undesirable in view of the observations [Kudrjaschov^, 1935] that 
products of a ketone nature formed in rancid fats an^ capable of preventing 
implantation in rats and may even cause resorption of the foetus if implantation 
is suce<*ssful. ProfXT limitation of the vitamin FI content of the diet supplied to 
mot liers whose offspring are to be selected for vitamin E deficiency studies ap{)ears 
to be a much more successful and acceptable method for elimination of initial 
fertility" {Ringsted, 1936], but its general applicability is limited by the care and 
expuise involved in the preparation of stock diets containing a uniformly low 
cont ent of vitamin E. More recently, Bacharach et al. [1937] report the occurrence 
of resorption -gestations in the first pregnancies of 96 out of 104 vitamin E-defieient 
rats examined prior to 1937, and in 100% of 316 rats tested since that time, 
but fail to mention the extent to which the laetating young had access to the 
matf^rnal diet or the. composition of the latter. 

Although it has been rather generally accepted that the vitamin E reserves 
of young rats and the variable response of the latter to vitamin E depletion are 
significantly influenced by the vitamin E content of the maternal diet, no effort 
has been made to evaluate the mechanisms concerned. The present communica- 
tion deals with an attempt to determine to what extent the vitamin E reserves 
of newly weaned rats are due to direct consumption of the maternal diet as the 
young adopt free-eating habits during the latter part of lactation, and to what 
^ Thie investigation was aided by a grant to Vanderbilt University School of Medicine from 
the Division of Medical Sciences of the Rockefeller Foundation, and by a special grant for technical 
assistance fmm the American Academy of Arts and Sciences. 
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extent they can be attributed to placental and mammary transfer. These studies 
have also demonstrated the reliability of a relatively simple procedure which 
completely eliminates the occurrence of initial fertility and greatly facilitates 
the preparation and standardization of rats to be used in the bio-assay of vitamin 
E, or for experimental studies relating to vitamin E deficiency. 

Vitamin E storage in offspring given access to maternal diet 
In order to determine the storage capacity for vitamin E in suckling rats, 
the offspring of mothers maintained on diets containing variable amounts of 
vitamin E were permitted access to the maternal diet during the ])eriod of lac- 
tation, after which they were reared upon a vitamin E-deficient diet (diet 08, 
Table IT). The data summarized in Table I dempnstratt' conclusively that delayecl 


Table I. Onset of sterility in vitamin E^dejicient rats in relation to the 
vitamin E content of the diet available during lactation 



No. of 

Diet to M'hioh rats had acceK.s 

Age when 
put on 
vitamin E- 
deficieni 

Days on vitamin E- 
fleficient diet hefon* 
onset of sterilitvf 

Group 

befoi-e vitamin E depletion 

diet 

. 




rats 

w'aa begun 

days 

Min. 

Max. 

A\ erage 

A 

24 

Stock diet,* 8upplemenU*d with a 

21-30 

IfiO 

324 

240 

H 

10 

special suckling diet containing 
20% ether-extracted wheat germ 
still containing appreciable 
amounts of vitamin K 

2r» -20 

l.VO 

200 

180 

C 

J) 

13 

Stock diet, supplemented with 

21 

90 

21H 

ir»it 

18 

fresh lettuce 2-^ times weekly 

21 

Oo 

lOO 

130 

E 

10 

Stock diet only 

21 

r»K 

113 

82§ 

F 

5 


21 

m 

IIK) 

90’ 

G 

178 

Vitamin K content of maternal 

21 

32 

71 

43-4 

H 

118 

diet unrestricU'd and often ex- 
cessive, but mother and offspring 
given vitamin E-deficient diet 
after 10th day of lactation 

21 

30 

70 

484 


* The stock diet used in these studies was a eomraerc'ial dog biscuit which affords a daily 
intake of from 2-3 times the minimal recfuireinent of vitamin K ior the rat. 

t Onset of sterility in female rats was taken as the beginning of the* first gestation pcrirsl during 
w'hich resorption occurred. In males this Mas estimat/cd on the basis of histological examination 
of the testis and epididymis and can be regarded as only approximate. 

t Two rats resorbed during first gestation, 5 complettHl one, 3 completed U o ami completed 
three gestations before resorjjtion occurred. ^ 

§ Resorption during first gestation occurred in 8 out of 10 rats. 

11 First litter fertility completely eliminated. 

onset of sterility in rats of both sexes is roughly proportional to the vitamin E 
content of the maternal diet, when the young have access to the latter throughout 
the period of lactation. The particularly long depletion pemod in the rats of 
groups A and B is due partly to the higher content of vitamin E in the diet, as 
compared with the other groups, and partly to maintenance on the maternal 
diet beyond the 2l8t day of life (at which time the rats in our colony are as a 
matter of routine weighed, removed from the mother and placed upon the experi- 
mental diets). Attempts to hasten the onset of sterility in a number of animals 
in groups A to D by aeration of the lard at 100° for 10 hr. before its inclusion in 
the diet were unsuccessful. Even the unsupplemented stock diet conferred an 
appreciable storage in suckling rats' permitted to consume it prior to the 21st 
day of life (groups E and F). However, when the offspring were denied access 
to the maternal diet and consumed only a vitamin E-deficient diet from the 



ASSAY OF VITAMIN E 


1787 


RHsiimption of free-eating habitH, sterility supervened very early (groups G 
and H). The latter two groups represent a summary of results obtained in the 
experiments discussed in the following sections. 

Vitamin E storagp in offspring denied access to the maternal diet 

Three groups of 13 rats each, containing an equal distribution of litter-mate 
sisters, were 8elt‘c*ted for breeding and rearc*d upon th(‘, diets S, S-hE and D-hE, 
respectively (Table II). It was estimatc*d that the S diet supplied approximately 
2-3 times the minimal requirement of vitamin E for the rat, as determined by 
bio-assay of known quantities of the diet and measurements of the daily food 
consumption. It was e8timat<‘d that the S + E diet supplied approximately 


Table II. Composition of diets 


s 

Diet S -T K 

St<M*k <liet (coinmercial 
(lojT bis<'uit) 

Stock diet 80 

Fresh wheat perm 20 

l)i« 1 1) T K 

Diet bS 

("Hsi‘in* 22 

('(»rni*turch .14 

I.ar(l 20 

r’aaeiii* 22 

Corri.starch .14 

Lard 20 

Salts 4 

you-st 1 p. daily 

<V>d liver oil 0 drops ilailv 

Wheat perm ful 0 

To each 100 g. of this diet. 8 g. 
brewer's yeast and 2 p. cod liver 
oil wen* added at the time of 
ltH?dinp 


* Finely pninul.ited I’tuninorcial cawin foiiiul to bv suitable for use in vitamin K defieient diets 
\s ithout further pui ifieutioii. 

t Moddi('ati<m of the Osborne*. Mendel salt mixture huj^fjested by Wesson [1932]. 

J Kindly Hupplie<i by (general Mills, Inc., Kesc'areh I.*abt)!‘atorieH, Minnea{K>lis. Minn. 

1*5 times, and the 1) + E diet al>out 10 times, the minimal daily rt‘quirement of 
vitamin E. The rats were all maintained individually in wire cages with screen 
floors throughout the exfK»riment. The reproductive performance was essentially 
the same in all three groufKS, Littt*rs w ere limited to a maximum of six young. 
Six mothers whose lactation record w as decidedly inferior were discarded. 90% 
of the 93 litters delivered by the remaining rats were successfully weaned, 
yielding 600 offspring with an average body weight of 42-5 g. at the 21st day of 
life. This is well above* the minimum standard of 3(> g. maintained in this 
laboratory for 21 -day-old rats vselected for studies relating to vitamin deficiency 
and reproductive |X'rformance. We have found that rats failing to meet this 
standard are decidwlly inferior and fn^quently give very atypical results. 

Throughout each lactation period the rats of the S and S -f E groups were 
given diet 68 (Table 11) and, to avoid too abrupt a dietary change, were also 
supplied with the regular diet until its removal on the 10th day of lactation. 
Those of the D -f E group were deprived of the wheat genn oil supplement between 
the 10th and 21st days of lactation. By this means, the offspring of all three 
groups were denied any source of vitamin E except that obtained through 
placental transfer and through the mammary secretion. 

It is of particular interest that the paralysis characteristic of the suckling 
young of mothers low in vitamin E [Evans & Burr, 1928] appeared in 20% 
of litters reared by mothers of the S group, but in none of the offspring of the 
S-f E and D+E groups, indicating a significantly greater storage of vitamin E 
in the latter. It has since been found that this phenomenon rarely appears 
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when the vitamin E-deficient diet is substituted for th(» S diet at the 14th~15th 
days of lactation. We have failed to find in the paralysed rats, and in a large 
series of rats known to have been severely depletc‘d of vitamin E from birth to 
adult life, the thyroid hypoplasia noted in such animals by Singer [1936] and 
Barrie [1937]; this confirms a recent report by Telford d al. [ 1938]. 

(а) Placental and mammary transfer to female offspring. Three groups of 92, 
32 and 36 female rats selected respectively from the S, S-f E and D-f-E mothers, 
were reared upon diet 68 and mated with normal malt‘S after they had attained 
body weights of approximately 150 g. Many b(‘gan their i)reguancies between 
the 30th and 40th days of experiment and, despite th(^ occurrence of pseudo- 
pregnancy in 12 % of rats, all were successfully inseminated after an averagt? of 
45 days (i.e. at 66 days of age). In all 160 rati^ the first gestation terminated in 
complete resorption. Graphic representation of the* average body growth of 
each group throughout the gestation-resorption inditiated that the resorptiv^o 
process was more severe in the offspring from mothers on the S diet than in tliose 
from mothers on the S-fE and D-hE diets, which is in accord with the small 
protection afforded to the testes of male offspring from the latter two groups 
compared with those from mothers on the S diet, as discussed below. Although 
wo have failed to note any significant diff(U’ence in the responses of offspring from 
mothers on the three types of breeding dit^ts when used for the bio-assay of 
vitamin E concentrates, the data upon which strictly comy)arativo estimates 
can be made are limited to 10 rats of each group and are considered insufficient 
to warrant a more positive statement. 

(б) Placental and mammary transfer to male offspring. Three groups of 35, 
21 and 21 male rats selected resi^octively from the S, S-f E and D-f-E motluTs, 
averaging 44-6 g. in body weight at the 21st day, were reared upon diet 68, 
A total of 95 testes and corresponding epididymides obtained edther by operative 
removal or at autopsy after various intervals of feeding w ere w^eighed, pn^imred 
for histological study and classified according to the predominance of cme or 
more of the five stages into which the degenerati ve process has been arbitrarily 
divided [Mason, 1926]. Special reference should In? made to the value of histo- 
logical examination of the epididymis in confirming and augmenting conclu.sions 
drawn regarding the previous and current alterations in the germinal epithelium 
of the testis. The results of this analysis are summarizc^d in Table III. 

It will be noted that in the offspring of mothers fed on the S diet (sc*ries S, 
Table III) early evidence of testicular injury appeared aftc^r as little as 30 days 
of feeding. At this time (51 days of age) mature spermatozoa were usually making 
their first appearance in the ducts of the caput epididymis both in the vitamin E- 
deficient rats and in fitter-mate brothers rc*ared from weaning upon the stock 
diet. Although the rats of this series had been receiving restricted amounts of 
vitamin E from birth, and some had spontaneously recovered from mild degret^s 
of paralysis apparent during the last few days of lactation, the prepubertal 
growth and maturation of the testes exhibited no significant inhibition. Further 
investigations are being made in regard to the latter question, and to the earliest 
period at which the irreparable nature of the tt^sticular injury can be demon- 
strated. The onset of testicular injury was approximately 10 days earlier than 
that observed in the earlier studies of Mason [1926] and fmm 5 to 10 days earlier 
than that noted by Ringsted [1936] in rats reared by motheraon a breeding diet 
containing a low but adequate content of vitamin E and subsequently fed on 
a vitamin E-deficient diet. The testicular damage observed in testes obtained- 
after the same interval of feeding, and in the different seminiferous tubules of 
any one testis, was unusually uniform, especially when compared with the 
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Table III. ExUnt to which ptacerUal and mammary transfer of vitamin E affects 
the onset of teMicular degeneraiion in male rats reared on a vitamin E-deficient diet 
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pictun^ pres(‘nted in testers of rats maintainecl for prolonged periodis on vitamin 
E-<lefieit‘nt dietH Iwfon^ the onset of st^^rility. 

In tin* offspring of mothers ft^d on the S-h K and D + E diets (series S 4 E and 
I)+ E, Table 111) t(*stieular degeneration appeared approximately 20 days later 
than in the S s(*ries deserilK‘d alM>ve, demonstrating an appreciable placental 
and mammary transfer of vitamin E when the daily intake of the mother was 
increased to 10 to lo times tlie minimal. Preliminary attempts to measure* 
the extent of this transfer, by fe<Mling different amounts of a carefully assayed 
concentrat<' of vitamin E to 21 -day-old rats trt*ated in the same manner as those 
of the S seri<*s, indicatt^d that the smallest amount of vitamin E necessary to 
delay the onset <»f testi<*ular degeneration 20 days was approximately twice the 
single (‘urative dose ne<*e8sary for preventing resorption in female rats. 

(c) Placental iv rsm mammary transfer. The results of another series of experi- 
ments, which indicate that the manunary glanil is almost entirely resjwnsible 
for tin* transfer of vitamin E to the offspring, w'arrant brief mention. Three rats 
were given approximately 2<H) times the minimal single eurativt* dose of vitamin 
E^ during their |htum1 of gestation. Immediately after delivery, and before the 
young had opjairtunity to suckle, the litters were exchanged with those of recently 
delivered mothers fed on the stock diet. One other rat was given approximately 
400 times tht* minimal single curative dose distributed over a pc'riod extending 
from the 13th day of pregnancy to the 7th day of lactation. The 22 male and 
1 8 female offspring without access to any dietary source of E during lactation 
wert^ reareii upon the vitamin E-deficient diet. 

In six male offspring whose storage of vitamin E was limited to that received 
during intra-uterine life, the time of onset of testicular degeneration was essen- 
tially the same as obsen’ed in the rats of series S (Table III). In 12 males suckled 
by mothers whose storage of the excess vitamin E administered during gestation 
apparently permitted close to the maximum mammary transfer of vitamin E 
to the adopted young, the testicular injury appeared about 20 days later, as 
noted in the rats of series S -f E and D -f E (Table III). Prolonged feeing of the 

^ In the form of a concentrate prepared from wheat germ oil molecular distillation; kindly 
supplied by <3enera1 Mills, Inc., Research laboratories, Minneapolis, Minnesota. 

Bioohem. 1938 xxxn 


114 



1790 


K. E. MASON AND W. L. BRYAN 


vitamin E concentrate during lactation was deemed inadvisable because of 
possible contamination of the young with traces of the vitamin from the body or 
food of the mother. In the one instance where excess of vitamin E was given 
during late gestation and the first week of lactation, the four male offspring 
exhibited an additional delay of about 10 days in the onset of testicular degenera- 
tion, when compared with the latter group. It is particularly noteworthy that 
the 18 female rats derived from the seven litters just discussed, successfully 
impregnated at an average age of 64 days, invariably resorbed during their first 
gestation. 

It is hoped that studies now in progress using a greater excess of vitamin E 
and a much larger series of animals will afford a more adequate measui'e of the 
maximum and relative efficiencies of the placental and mammary barriers in 
fche transfer of vitamin E. The preliminary observations reported above merely 
suggest that the vitamin E storage of the offspring of mothers fed on the S + E 
and D + E diets represents close to the maximum attainable through combined 
placental and mammary transfer, that this storage is almost entirely due to 
mammary transmission of the vitamin and that increasing the daily vitamin E 
intake of the pregnant and lactating rats to several hundred times the minimal 
requirement does not permit enough vitamin E to pass the plactmtal and mam- 
mary barriers to prevent resorption during the first gestation in female offspring 
otherwise deprived of vitamin E. 

Discussion 

The results presented in this report are in close accord with other observa- 
tions regarding the limited placental and mammary transfer of vitamin A 
[Daiin, 1932; 1934; Baumann et al. 1934] and of vitamin D [McCollum et aL 
1927] in the rat. Questions regarding storage capacity and excretion after 
administration of an excess of the fat-soluble vitamins, the “physiological'' 
selectivity of the placental and mammary barriers and possible differences in 
storage capacity in the offspring during intra-uterine and |X)stnatal life, are 
beyond the scope of the present discussion but offer interesting fields for furtlu^r 
exploration. 

The relative ineffectiveness of placental and mammary transfer of vitamin E 
in the rat, even when the maternal intake is exceedingly high, affords conc‘lusive 
evidence that voluntary consumption of the stock diet by the young rat during 
the latter part of lactation is the primary factor responsible for the irregularity 
and delay frequently noted in the time of onset of sterility in vitamin E- 
deficient rats of both sexes. The complete elimination of initial fertility in female 
vitamin E-deficient rats through the simple expedient of substituting a vitamin 
E-deficient diet before the middle of lactation, witli the production of offspring 
whose vitamin E reserves are very low from the time of birth and little influenced 
by minor variations in the vitamin E content of the maternal diet (which may be 
selected from the standiKjint of cheapness and excellence for breeding purposes), 
should greatly facilitate the standardisation of rats for the bio-assay of vitamin E 
and permit a much more accurate evaluation of assays conducted in different 
laboratories. 

Furthermore, the established reliability of the first gestation period for assay 
tests (when properly controlled by the use of untreated litter-mate controls), 
which can be begun after an average qf 45 days from the time of weaning, together 
with the economy of space and diet due to the smaller size of the test animals, 
are distinct advantages. The virginal state of the reproductive tract prior to 
the gestation used for the bio-assay teat also appears appreciably to increase the 
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number of succesHful impregnationB after positive matings [Bacharach et cU. 
1937 J and should impart greater reliability to the assay procedure. We have 
obtained exceedingly uniform and satisfactory results in a scjries of more than 
1 80 bio-assay tests conducted on rats prepared in the manner described. 

In the present study, the male provt*d to Ik? a more delicate indicator of 
vitamin E storage in the young rat than did the female. Certain problems 
ndative to sex differences in storage capacity and vitamin requirement during 
pre-j)ubertal and post-pubertal life are bt^ing more thoroughly investigated in 
order better to evaluate the possible usefulness of the male rat for vitamin E 
assays. 

Summary 

Tlic variable resjK)nse8 of young rats of both sexes to vitamin E depletion 
can be closely correlated with the vitamin E content of th(' maternal diet to which 
the young have access after the adoption of free-eating habits during th(‘ latter 
part of lactation. By substitution of a vitamin E-deficient diet for the maternal 
diet during the last half of lactation, to limit the source of vitamin E to that 
obtained through the placenta and mammar}^ gland, the initial storage of the 
vitamin in newly weaned offspring is decidedlj^ limited and but little influenced 
by the vitamin E content of the maternal diet. 

When the maternal diet contains but several times the minimal requirement 
of vitamin E, the vitamin E reserves of the offspring arc^ negligible and, when 
reared uiK)n vitamin E-deficient diets, males exhibit the onset of testicular 
degeneration bH^tween the 50th and 6()th days of life, coincidently with the first 
apfK‘arance of siK^nnatozoa. Increasing the \dtamiu E content of the maternal 
diet to about 15-20 times the minimal delays the onset of testicular injury about 
20 days, which represents about the maximum protection obtainable through 
combin(?d placental and mammary transfer, as indicated by preliminary tests 
in which the maternal intake was increased several hundredfold. Most of the 
vitamin transfer is accomplished through the mammary secretion. 

Female rats who.se initial vitamin E storage is limited to that obtained through 
placental and mammary transfer invariably resorb during their first gestation 
jx»riod when rean*d on vitamin E-deficient diets, even when the maternal intake 
is increased several hundredfold. The value of these observations in the improve- 
ment and standardization of methods for the bio-assay of vitamin E is 
emphasized. 
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Much less appears to be known of the mode of a(*tion of adrenaline on the break- 
down of liver glycogen than of its mode of action on muscle glycogen. In muscle 
it has been shown that adrenaline initiates a breakdown of glycogen to lactic 
acid not only in an isolated pt^rfused limb but in pieces of excised muscle in vitro 
[Hegnaucr & Cori, 1934]. Lately Nachmansohn et al. [1936: 1937] have shown 
that adrenaline will act even on a muscle “ brei ", increasing the rate of formation 
of lactic acid and causing an accumulation of hexosemonophosphate, which 
seems to indicate that adrenaline may bi^ acting here as a sfK'cific accelerator of 
one of the enzymes taking part in the phosphorylated glycogim glycolysis Hyst(un 
in muscle. 

With respect to its action on liver glycog(‘n it is generally accept(»d that 
adrenaline produces a rise of blood sugar by breaking down preformed livc^r 
glycogen to glucose. But attempts to demonstrate the effect of adrenaline as a 
direct accelerating action on the liver glycogenase enzyme, converting glycogen 
into glucose, have so far proved unsuccessful [(pn)ted Hodgson, 1936], 

The various possibilities of the mode of action of adrenaline on liver glycogen 
and blood sugar seem to be : 

(1) A direct action: (a) on the glycogenase enzyme indeixmdent of the ctdl 
structure, though this would appear unlikely in view of the ex}KTiraents quottMl 
by Hodgson ; or (b) on the intact living liver cell, either breaking ilown a spatial 
separation of enzyme and substrate in the cell as L(\sser [1929] sugg(>sted, or 
increasing the permeability of the ccdl wall to glucose, thereby causing a shift 
in the equilibrium between glycogen and glucose in the cell. 

(2) An indirect action not demonstrable in the isolates! living cell inasmuch 
as the final picture in the whole animal might be the rt^sultant of a numl)er of 
different actions of adrenaline. For example, the inhibition of glucostj utilization 
under the influence of adrenaline reported by Cori & Cori [1928 ; 1929] and CJolwell 
& Bright [1930] might account in part for the rise of blood sugar, while the con- 
striction of the intrahepatic vessels as shown to occur with adrenaline by Clark 
[1928], Emery & Griffith [1931] and McMichael [1932] might be the cause of 
relative hepatic anaerobiosis and thus of the breakdown of liver glycogen. 

In the hope of l>eing able to throw some light on the question as to whether 
the action of adrenaline on liver glycogen is direct or indirect, an investigation 
was made of the effects of adrenaline and anaerobiosis on the glycogen content 
of cultures of embryonic chick liver where the conditions are not complicated by 

^ This investagation has been carried out under a Studentship from Newnham College, Cam- 
bridge^ and a Hospitality FeUowship from the Canadian Federation of University Women. 
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the presence of nerves and blood vessels. In the present paper the results of this 
investigation are described, together with a study of the glycogen content of the 
liver of the embryo chick during development and a comparison of the effects 
of aditmaline on its liver and muscle glycogen. 

Methods 

Tismie culture methods and histology. IL to lO-day-oId chick (»rnbryo liver 
was cultured in “hanging drop'* cultures by the technique described by 
Doljansky fi929J with cfulain modifications. The tissue was cut into cubes about 
1 /Ltl. in size, which wen* planted on the surface of a firm plasma clot, (*ontaining 
0*1 %, J % or 2% sugar. The cultures were incubated at SS"" with the liver tissue 
resting on th(* surface of the clot, and exix^riments performed on them after 
4-(i days. By this tiriu* the cultures had grown out, partly by spreading and 
partly by cell division, into thin sheets of epithelial cells with a slight thickening 
at the centre, and their glyc(»gen ef)nt(*nt could easily be se<*n by staining methods. 

The glycogen (*ont(‘nt of the cultures w^as asc(‘rtained histologi(*ally in the 
following way: Tin* (*ultures wen* stained first by the va]X)ur metho<l [Lewis, 
1921] ami the intensity and jxisition of the glycogen staining noted: they were 
th(*n fixed in alcohol and subsequently stained with B(*st‘s (’arinine, 

haernatoxylin or thioniiu* Isuiig uscmJ as counUT-stains. The agreement between 
th(‘ two diflVrent m(*thods was satisfactory in all eas4‘s. 

lhagtvts. All the* ailrenaline solutions used wtTe made up from the pure 
(Tystalline solid (B.l).H. Kpinephrim*). Small quantities were weighed out 
and dissolvt‘d in an e(piivah‘nt weight of S H(U, and dilutol with Tyrode or 
Pannet and Compton solution imme<liately b(*fore using. 

(ihjeogen determinatiom. (il\'cog(*n in embryo chick liver and muscle w’as 
d<‘t<*rmin(?d by tlu* im*thod of (4ood d al. | I933J, the sugar formed by hydrolysis 
being estimat<Ml by Somogyi's metluKls (Somogyi [ I92fi] : for very small quantiti(‘S 
ot sugar, Somogyi [1937]). The liver and mu.scle> samples were takem immediat(*ly 
aft<*r n'lnoving tht* embryo from tlie «*gg, and wen* drop|K*d at once* into weighed 
tulK\s of 39^0 ROM. 

Kesvlts 

1. Oroirth and glycogen conUnt of liver cultures. Liv(*r culture.s wt're grown 
from (>- U» Ib-day-old chick (*inbrvos and in all cases abundant glycog(*n was 
found in the cells, both in the centre of the explanl and in the cells at the edge 
of the outgrowing epithelial sheet. The culture.s usually nmiained lu^althy and 
retained their glycogen for o to 7 days aftt*r imj>lantation without the medium 
lx*ing renewed in any way. Nonlmaun [1929], who made an extensive study of 
the growth of liver cells in vitro, elainuHl that all glycogen was broken down 
during the implantation and w’as only built up again by the liver cells at the 
end of the first 24 hr. But glycogen w'^as seen histologically 0 hr. and 19 hr. after 
implantation, and chemical estimations by Heatley's [1933] micro-method of 
pieces of embryonic liver, cut up to the size of culture implants and left to stand 
in saline for I hr., showed glycogen contents of 0*315 to 2*17^o (dr\' w^t.). 

The percentage of sugar in the medium did not have much effect on the 
glycogen content of the cultures, but those grown in a 0*5% or 1*0% sugar 
medium remained healthy and retained their glycogen longer than those grown 
in a medium to which no sugar was added. 

For experiments with a^naline, cultures of liver from 11- to 15-day-old 
embryos grown in a 0*6% or 1*0% sugar medium were used 4-6 days after 
implantation. 
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2. Effect of adrenaline on liver cvUures, Groups of cultures were chosen as 
much alike as possible in size and extent of growth. To one group a drop of 
adrenaline solution was added, while to the control group a drop of Tyrode 
solution was added, and the cultures incubated at 38°. After varying i3eriod8 of 
incubation they were tested histologically for glycogen. Solutions of adrenaline 
in concentrations of from 1 : 100 to I : 1,000,()(K) were employed and the pH 
of the solution was always adjusted to the same as that of the Tyrode solution 
used for the controls. The cultures were stained for glycogen after 5, 10, 15, 20, 
30 and 40 min. and 7,11 and 16 hr. The adrenaline-treated cultures, even those 
left for 16 hr. with a drop of 1 : 100 adrenaline solution, showed no signs of 
necrosis or destnietion of the epithelial sheet, and in no cast' was their glycogen 
content diminished in comparison with the controls. 

As Blaschko et aL [1937] and others have shown that livcii* tissue is one of the 
most active in destroying adrenaline in the presence of O 2 , it was |K>s8ible that, 
in spite of the strong doses used, the adrenaline was being oxidized ttj inactive 
compounds before it could diffuse into the cells. The drop of adrenaline was 
therefore sucked off and rtmewed every J hr. for 3 hr., various concentrations of 
adrenaline being employed. There was no diminution of the glycogen content in 
the culture so treated, and it seemed unlikely that all the adrenaline added 
would have been oxidized before it could exert its effect. 

In view of the possibilitj^ that in the absence of the pituitary the glyeogtuio- 
lytic action of adrenaline might be impared [Corkill et aL 1933; (Jop' & Marks, 
1*934; Bachman & Toby, 1936], an alkaline extract of ox anttTior pituitary was 
prepared, according to the technique described by Cope & Marks [1934], The 
fresh glands wore ground up with acetone, the acetone remov(‘d by filtration 
and evaporation in air and the acetone-frw^ tissue extracted with saline. This 
extract was added to culture?s, both alone and together with adrenaline, in 
several doses for 40 min. No reduction in their glycogen contemts, as compared 
with the controls, was seen histologically. In all about 50 cultures wt're tn'at(Ml 
with adrenaline under the various conditions described. 

It seemed therefore that under the conditions of the ex|x^riments adrenaline 
had no direct effect on the glycogen of isolated liver (jells. 

There was, however, an important possibility to be investigated Indore thes(^ 
results could be taken as an indication that the glycogenolytic action of adrt*na- 
line was not a direct one. This possibility was that the young chick embryos 
from which these cultures were made might not respond to a do.se of adrc^nalirie 
in vivo with a fall of liver glycogen, 

Vladimirov [1931] injected wry large doses of adrenaline (1 ml. 1 : 100 in 
some cases) into the air sac of the hen’s egg and obtained evidenctJ that the blood 
sugar was raised in the 19- and 20-day, and occasionally in the 14- and 15-day 
embryo, though not in the embryo younger than 14 days. But the values for 
the blood sugar level of normal and adrenaline-treat(»d embryos all varied 
enormously and the adrenaline was given usually in doses of 0-5-1 ml. The 
absorption of such quantities of fluid he reports earlier in the paper as causing a 
fall of blood sugar in the younger embryos, due to a dilution of the blood. This 
might easily conceal any slight rise of blood sugar that would be produced by the 
breakdown of liver glycogen in, say an 11-day embryo. In such an embryo the 
quantity of liver tissue, and therefore of liver glycogen, present is very small 
compared with the volume of blood circulating in the whole egg. 

Estimations of the liver glycogen, rather than of the blood sugar, of such 
small embryos would therefore be more likely to reveal any glycogenolytic 
action which adrenaline might have. 
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Accordingly an investigation of the effect of adrenaline on the liver glycogen 
of chick embryos was undertaken, and at the same time its effect on muscle 
glycogen was studied. 

3. Effect of adrenaline on the glycogcM of chick embryos. As thc^ literature 
contained no values for the liver glycogen content of the chick embryo earlier 
than the 14th day of incubation, estimations were first made of liver glycogen 
of normal ernbrj^os from th(‘ 8th to the 21stday (s(»e Fig. 1 ) . Appreciable quantities 


of glycogen are present from the 8th to 
the 12th day (0-2 to 0-9 %), followed by a 
sudden rise on the 13th or 14th da 3 \ The 
figures for each day of incubation show 
very wide variations, but the curve drawn 
through the average values shows the same 
rise up to the 19th day and subsequent fall 
at hatching as Vlmlimirov [1930] found. 

Tht‘ effect of adrenaline on the liver 
and muscle glycogen of 1 - , 1 4- and 1 8-day- ^ 
old embryos was then det<Tmin<^d in the 
following way. A number of eggs, con- 
taining embryos of the same age, was 
divid<‘d into two groups, usually of about c 
6 to 10 eggs (*ach. A small hole was made 
in the shell over the* air sac, and with a 
hypodermic syringe 0*1 ml. 1:1000, and 
in a few cases Od ml, 1 : 50,0(K) adrenaline 
was inject<‘d into the air sacs of one 
gi’oup, and O l ml. Tyrod(‘ solution at the 
same pH was inject<*d into the air sacs of 
the control group. The hole in the shell 
was sealed uj> cand'ully with paraffin wax 
and the eggs were incubated for 40 to 



Day of incubation 


00 min. air sac Upp<.‘rmOst. During this Fig. 1. Liver glycogen m chick embryos, 
time all the injected solution was ad- Numljei-h denote the number of embrvos 
, , 1 .V r V A I • for a determination, if that number 

sorbed and the surface of tht‘ air sac greater than one. 

usually appeared white and dry. The 

embryos showed no ill effects after this tn'atment. They were removed from 
the eggs and their livers rapidly transfemd to weighed tubes of 30% KOH. 
Large strips of p(*ctoral muscle were taken for the muscle glycogen determinations. 


In the case of the 18-day embryos samples from 1 or 2 chicks were used for each 
determination, in the case of 14-day embryos samples from 1 to 4 chicks, and 
in the case of 11-day embryos samples from 5 to 7 chicks. Altogether 174 chicks 


were used: 46 18-day, 67 14-day and 61 11-day. 

As can bt? seen from Fig. 2, the glycogen contents of the livers of 11-, 14- and 
18-day embryos treated with adrenaline were much reduced as compared with 
the salinc-injected controls. It appeared therefore that adrenaline caused a 
mobilization of liver glycogen even in the youngest embryos from which liver 
cultures were made, and a lack of action in vivo could not therefore be the cause 


of the lack of action in vitro. 


An investigation of the effect of adrenaline on embryonic muscle glycogen 
was of interest because of the findings of Needham & Nowinski [1937] that em- 
bryonic chick tissue was unable to glyoolyse glycogen, being deficient, or i>artly 
so, in four of the essential enzyme components of phosphorylating gl 5 ''oolyBi 8 . 
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One of these enzymes was that responsible for the initial esterification of 
glycogen. 

In Nachmansohn’s [1937] experiments with frog muscle ‘‘brei” and adrena- 
line, and in Hegnauer & Cori’s [1934] experiments with whole muschis placed in 
adrenaline solution, an accumulation of hexosemoiK>pho8])hate was noted. It 
seems reasonable to suggest therefore that adrenaline might ex('rt its acctderating 
effect at this initial step in lactic acid formation {Le. the f)ho8phorylation of 
glycogen). As slices of muscle from a lo-day ehi(;k cunbryo wxtc unable to 




Fig- 

Fig. 2. KfTcet of adrenaline on embryonie c hick hvfT plycogeu. 

• saline-injected embryoH; ^ adixmaline-injcctcd embryos. 

Fig. 3. Effect of adrenaline on embiTonic chick musch* glyccigen. 

• saline-injected embryos; v adrenaliric-injer ted (‘inbryos. 


glycolyse glycogen in Needham & Nowinski’s e.xjx^riments, it might Iw anti<d- 
pated that adrenaline would fail to cause a bn*akdown of muscle glycogtm before^ 
the 15th day. Fig. 3 shows that no significant difference between the muscle 
glycogen values of the adrenaline-treated and saline- tn»ated 11- and U-day 
embryos was obtained, whereas on the 18th day of dt^vclopment there was a 
quite well defined reduction in muscle glycogen under the influence of adrenaline. 
No experiments have been done to ascertain whether a “ brei of IH-day embryo 
muscle can produce lactic acid from glycogen, but it would appe^ar from these 
results that the enzyme, or enzymes, on which adrenaline acts to cause a br(',ak- 
down of muscle glycogen to lactic acid are present by the IStfa day of develop- 
ment. ^ 

In the 11- to 14-day embryo the liver glycogen, but not the muscle glvooeon 
is reduced by adrenaline. 

The failure of adrenaline to cause toy breakdown of glycogen in the cultures 
of 11- to 14.day embryonic liver was therefore in contrast to' its effects in vivo 
There might of course be some condition, not fulfilled in the culture experiments 
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which would enable a glycogenolytic effect of adrenaline to be demonstrated 
in vitro, but in view of the other possibilities of adrenaline’s mode of action on 
liver glycogen it seemed of im}X)rtance to study the effect of anaerobiosis on the 
glycogen of liver cultures. 

4. The i'ffect of anaerobiosis on liver cultures. Cultures were subjectf'd to an 
anaerobic atmosj)here in sfK‘cial flasks as illustrated in Fig. 4. The coverslip on 
which the culture was grown was fdaced on the plate-glass sheet P, and held in 
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Fig. 4. (*n ISM- wet ion ol' appitratuK oinphnefl for the subjection of cultun's to an anarrobii’ atnio- 
hpliorc. f-ultuio on ro\ cTslip, O' ground glass surface s. P plfitr-glass hheet. S scaling 
coiiipoiind. T glas«« taps, H’ Haliin* to kcf*j» alniosph«‘rc moist. 

position with a little vaseline. A rublxT grease was used Ixdw'cen the ground- 
glass surfae(*s at fr, and a sealing eonijKiund applied around the edges to complete 
the air-tight joint. Th<* flasks were eonnectcxl in series and a strt'am of Ng and COg 
mixture^ (95 and 5% COg) fiassed through tluuii for 1 hr. The taps were them 
turned fiff and th(‘ flasks ])lace<l in the incubator. The culture could be observed 
microscopically at any stage of the ]>rocedure through the plate-glass sheet F, 
(hdtun‘s were tested for glycog(‘n after 1 to (i lir. anaerobiosis at 3H . 10 hr. 
anaerobiosis were fomul to cau.se the dc^ath of all cultun^s so treated : the epithelial 
sheet a])|K*anxl brok<"n up and thi* individual cells rounded off. Hut cultures 
submit ted to p(*riods of l-fl hr. anaerobio.sis wtTc found to remain healthy and to 
exhibit changes in their glycogen conttuit. 

Out of 45 iniltures te.sUxl after 1-fl hr.. 21 whose sister culture's all contained 
large cpiuntities of glycogt*n were rendered completely glycogen-frt'e. 

Discrssiox 

The (‘xjMTiments reported here on embryonic chick muscle glycogen gaves 
results Mdiich an* in agreement with the w^ork done by Needham and his col- 
laborators. Howevf'r, the results of the experiments which show a breakdown of 
glycogen in cultun's of 11- tc» 14 -day embryonic liver under anaerobiosis and a 
nxiuction in liver gly<?ogt*n in the intact embryo’s liver aftt*r injection of adreuia- 
liiie art* .somewhat diflicult tc> reconcile with their findings. They u.sed “ brtus ” of 
whole 3- to 13-day-old chick embryos and found no glycolysis of added glycogen, 
although lactic acid was formed rapidly from added glucose. From the results 
with tissue (‘ultures and intatJt embryos re}x>rted in this pafx*r it appears, how- 
ever, that there is present in the liver, though not always in muscle, an enzyme 
system capable of breaking down glycogen. In ord(*r to explain the difference 
between these results and those of Needham ei al, it must be assumed either 
(a) that this enzyme system can attack glycogen which is actually in the liver 
cells of the embryo but not that added to the surrounding medium, or (b) that 
the glycogen is breaking down to a substance which is neither glucose nor lactic 
acid. The former suggestion would seem the more likely. 

The difference tetween the effect of adrenaline on the liver glycogen of chick 
embryos in vivo and in vitro appears to indicate that the glycogenol;yiiic action of 
adrenaline is not a direct one on the liver cells but is dependent on the presence 
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of factors obtained only in the whole body. Against this assumption, however, 
is the possibility that liver cells in a culture may be in a somewhat different 
metabolic state from those in the intact embryo. For example, cultures which 
have had their medium repeatedly rcmewed over a pt'riod of about 14 days cease 
to store any glycogen, owing probably to an abnormally high rate of proliferation 
induced in them, as Doljansky [1930] suggests. 

Although the cultures used in the ex|)erimc‘nts here rc^ported still retained 
their glycogen and were capable of utilizing it under anaerobiosis, it is f)ossibl(^ 
that even during their 4 or 5 days of life in an artificial nitHlium the cells had 
become altered in some way which would affect the action of adrenaline. For 
instance, a certain definite reduction potential of tlu* various cell cjom]:x)nents 
might be necessary to enable adrenaline* to exert its effect, and a shift in this 
potential, due to a change in environment, might thus render it inactive as a 
glycogenol^diic factor. 

Summary 

1. Culturcs of 11- to 14-day chick embryo liver, containing large quantities 
of glycogen easily observed by staining methwls, were prc*pared. Adnuialine 
added to these cultures under a variety of conditions had no efft^ct on their 
glycogen content. 

2. Yet the chick embryo on the 11th, 14th and IStli days of incubation 
responded in vivo to doses of adrenaline with a w(*ll-inarked fall of liver 
glycogen. 

3. Although no reduction of muscle glycogen in thf* chick (*mbr}'o un(h*r the 
influence of adrenaline was observed on the 11th and 14th days, th(‘re was a 
definite reduction on the 18th day of development. This result is in agreement 
with the results of Needham et ah, who found tliat tlu* enzyme systc^m in muscle, 
upon which adrenaline might exert, its effect, was not present in the early stages 
of development. 

4. Subjection of liver cultures to anaerobic conditions caused the cornph^te 
breakdown of glycogen in a large numl>er of cultures tested after 1-45 hr. anaero- 
biosis. 

The author would like to express her gratitude to Prof. J. B. Collip for the 
privilege of working in his Department and to thank him and Prof. 1). L. 
Thomson for the helpful criticism which they liave giv(*n h(^r. 
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CCXXXIV. THE INFLUENCE OF COBALT ON 
PINE DISEASE IN SHEEP 
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(Received liO August 193S) 

Pine disease in sheep is prevalent in certain parts of the (iieviot Hills on both 
the Scottish and English sides of the bord('r, and a prf»liminary j>apor by 
Greig et aL [1938] described the nature of the distnisc* and its oecurrenee. 
Evidence was submitted to show that it is an anaemia, chlorotic in tyjK*, aiul 
that it may be controlled by the administration of Fo compounds. 

Nearly 200 pining sheep on various farms in the an^a have been treated with 
iron ammonium citrates or crude iron oxide during the past 3 years, a (‘Oiirse of 
treatment lasting about 3 weeks being sufficic^nt to bring about recovery in 
95% of the cases. These results confirmed the conclusion reached ('arli(M* that 
these Fe compounds were of direct curative value in combating th(‘ amunnia and 
restoring the sheep to health. 

Fe compounds are also effective in preventing the disf‘ase. Hill shet‘p in 
pining areas readily acquire a taste for iron oxide put into box(‘s with salt, and 
on many farms where this practice^ has been adopted tin* dist^asc^ has been almost 
entirely abolished. Ewes which have receiv(»d the cnid(‘ iron oxide* have been 
kept experimentally for 2 years on severe pining land without a change of 
pasture and have remained quite free from the disease. 

As previously reported, however, it was observed that although F«* therapy 
proved effective it was not always followed by an inen^ase in tlie blood luM^mo- 
globin and, further, the composition of soils and lu*rbage from tlu* area U*nt 
support to the view that Fe itself was not responsible for (controlling the disease^. 
In his study of enzootic marasmus in Australia, UndcTwood [1934] showed that 
the aflfected sheep had aijparently no difficulty in absorbing ample (juantities of 
Fe from food, for there was a higher concentration than normal of Fe in tlu' liver, 
kidneys and spleen, but they lacked something necessary for tlu* utilization of 
the Fe. It was shown that this disease, which re.sembles pine, could lx* cured by 
an extract, free from Fe, of the limonite commonly U 8 (‘d by farmers and it w*is 
suggested that the disease was due, therefore, not to a deficiency of F(* in the 
food but to some trace element or elements associated with the Fe. 

In the present investigation, attention w’as directexl to Cu of which a trace was 
present in the iron ammonium citrate, but treatment of pining animals in the 
field with a dilute solution of CUSO 4 was ineffective. This result w^as not un- 
expected, because the analyses of soils and herbage from the area did not reveal 
any correlation between disease and Cu content. 

Soils and herbage. At the beginning of 1935 samples of soil and herbage were 
taken from eight localities in the area in question and fresh samples wei'e obtained 
from the same places in July, Altogether 73 samples of soil, to a depth of 
about 4 in., and 90 samples of herbage, including grass, heather and hay, were 
analysed, and a summary of the results is given in Table I. 

( 1800 ) 
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In work of this nature it has betsn usual for investigators to determine the 
constitiitents in a strong HCl extract of the soil, but it was felt that a closer 
approximation to the material available to plant and animal would be obtained 
by preparing a less a(*id extract; the analyses were, therefore, carried out on the 
filtrates obtained by extracting 10 g. soil with 250 ml. ammonium oxalate- 
oxalic acid solution containing 2(K)mg. equivalents of HC 204 ” per 1. and of pH 3*2- 
3*3. It was also considered desirable to express the results in tt*rms of volume 
rather than of weight of soil, on account of the variation in soil type encountered, 
so the apparent densities of the soils werc^ determined and the results (;alculated 
to a volume basis. Samples of the herbage were ignited at a dull red heat and 
the ash was extracted with dilute HCl. 

Fe was determined by means of thiolaeetic acid and Cu with sodium diethyl- 
(lithiocarbamate, both colon metrically, using a Lange photocell comparator. 
There is an indication that both soils and herbage from the non-pining land at 
D are Ix^tter supplied with Fe and Cu than those from the pining land at D but 
they are no bctUT supplied than those from the pining area A. Di'terminations 
of Mn, l>y the {xTiodate method were no more successful in throwing light on 
the problem and it appeared to be unlikely that pine, if it were a defi(*iency 
disease, was controlled by any of the three elements Fe, Cu or Mn. Attention 
was then dirc^cttnl to cobalt. 

Cobalt a factor, Marston {1835] and Lines [1935] had reported favourable 
results from the a<l ministration of minute quantities of Co to sheep suffering 
from “coast disease" in Southern Australia. This was followed by a paj)er by 
Cnderwood & KilmtT [1935] in wliich (^o was reported to give positive results in 
eases of enzootic marasmus. I’hen it was discovered that “bush sickness ” in 
New Zealand could be successfully controlled, both in South Island and in North 
Island, by the usf‘ of (k); this w<»rk has Iw^en summarized by Hopkirk [1938]. In 
view of these n'sults, an analysis of the crude oxide of iron used in the exi)eri- 
ments in the (.”h(‘viot r(»gion was made, and this showed that Co was present to 
the extent of over 58 ])arts per million. It seemed probable, therefore, that the 
good r<\sults obtained from Fe compounds in the control of pine disease might 
similarly be due to the prestUKX^ of Co. 

St^veral })ublications on the relationship between sheep disease and Co 
have appeanxl in th(* last 2 years, and in a recent paper Kidson [1938], sum- 
marizing the available data on the Co content of soils, shows that figures 
varying lx*tween ()•() and over 308 p.p.m. have lK*en obtained. These are for 
concentrated HCl <*xtracts and are therefore not strictly comparable with the 
results in Table I, but it would appear that the Border soils are generally very 
low in <-o. The method of analysis (Kidson ef aL 1930] is based upon the depth 
of orange (olour formed by the reaction of Co with nitroso-/i-salt and is subject 
to considerable error when the amount of Co in solution is of the order 0-(K)l mg., 
but it will be obsi'rved that the soils from Farm C and Lower land D (non- 
pining) contain more Co per unit volume than the others. 

Herbage. The analyses of pastures in New Zealand [Askew^ & Dickson, 1937 ; 
Askew & Maunsell, 1937] have shown that the dry matter of unhealthy pastures 
usually contains less than 0-07 p.p.m. Co, whereas, for good quality pastures, 
the Co content is generally greater than 0-07 p.p.m. Paterson [1937], on the 
other hand, has recently suggested that 0*2 p.p.m. is insufficient and that 
0*45 p.p.m. is sufficient in the pastures of Devon. The values given in Table I 
for the herbage lie between 0*20 p.p.ip- and quantities less than 0*05 p.p.m. 
and those samples from C and D are r^er tetter than the others. It would 
be quite impossible at present to draw a nne sUI|||tring the limiting value and there 
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Table I. Average figures for minor elements in soils and herbage* 




r— 

Sprbig 

^ _ . . 

Soil 

— 

N 

Summer 


Place 


Cu 

Mn 

Co 

Fe” 

Cu 

Mn 

Co 

A. Pining form, bill 

92 

29 

80 

1*2 

193 

48 

147 

— 

Pining farm, field a 

218 

36 

21 

1-8 

201 

49 

23 

1-7 

Pining farm, field b 

222 

48 

47 

2-0 

145 

32 

34 

20 

B. Pining farm, peat 

48 

18 

0-3 

1-5 

41 

11 

0-5 

0-8 

C. Non-pining farm, peat 

141 

36 

2 

2*8 

68 

16 

0*8 

0-8 

Non-pining farm, mineral soil 

248 

34 

64 

54 

519 

59 

108 

3-7 

D. Upper land (pining) 

62 

20 

4 

•1*7 

70 

23 

7 

1*6 

Lower land (non-pining) 

229 

36 46 

Spring 

30 298 * 

Herbage 

43 20 

> 

Summer 

3*7 


Fe 

Cu 

Mn 

Co 

Fe 

Cu 

Un 

Co 

A. Pining farm, hill 

18 

49 

116 

015 

7 

42 

691 

040 

Pining farm, held a 

— 

__ 

— 

— 

8 

44 

91) 

Pining farm, field h 

— 

-- 


— 


— 

— 

— 

B. Pining farm, peat 

12 

24 

.>4 

Tr. 

13 

15 

90 

Tr. 

C. Non-pining farm, peat 

15 

23 

45 

Tr. 

13 

16 

.56 

Tr. 

Non-pining farm, mineral soil 

21 

39 

72 

017 

14 

41 

63 

0 11 

D. Upper land (pining) 

20 

.>4 

33 

017 

6 

35 

51 

007 

Lower land (non-pining) 

33 

50 

42 

0-20 

8 

38 

69 

0 12 


* Soils: Cu and Co p.p.m, by volume: Fe and Mn p./l<H),(KMJ by volume. 
Herbage: Cu and Co p.p.m. by weight; Fe and Ain ]>./100,0(W) by weight. 
Tr. signifies less than 0*05 p.p.m. 


is no definite relationship between soils and herbage. It is interesting to observe 
that if, as indicated by the New Zealand experiments, from 0*1 to 1*0 mg. Co 
per week is necessary to maintain health, a foodstuff containing only 0*1 p.p.m. 
cobalt (i.e. 1 mg. Co in 22 lb.) might lx* regarded as being adequat<4y supplied 
with this minor element. Attention is directed to tlie fact, however, that there is 
a tendency, as shown by Askew & Maunsell [1937], for the Co content to fall 
during the growing secuson, so that individual results may bti liable to mis- 
interpretation. It was obviously necessary to test whether Co was the limiting 
factor in the health of the sheep by administering a supplement of Co to affected 
animals. 

Preliminary field tests with cobalt. In May 1937 four pining Cheviot ewes 
were confined on a piece of pining hill land which had been found by previous 
tests to accentuate the trouble in a very marked degree. The ewes were given 
doses of 3 mg. Co per head in the form of CoClg (Analar) in distilled water. This 
dosc^e was given daily for 1 week, and thereafter every second day, a total of 
12 doses being administered to each sheep. Within 10 days an improvement in 
the appearance and vigour of the sheep was noted, and after 17 da 3 rs recovery 
was regarded as being complete. All four ewes nursed lambs throughout the 
test and these also improved along with their mothers. The ewes increased, on 
the average, by 7*87 lb. live weight per head in 3 weeks from the date of com- 
mencement of the test. They were thereafter returned to their hill grazings and 
continued to make good progress throughout the summer. 

In June 1937 a further three pining ewes were treated on similar lines and these 
also made a rapid recovery. They increased in live weight, on the average, by 
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8*56 lb. per head in 3 weeks. In 6 weeks the increase amounted to 15*4 lb. per 
head. 

As 3 mg. Co pi*r day had proved eflFective in the above instances it was 
decided to try smaller doses. A test was made on a pining farm in a different 
part of the Cheviot area during August, 1937. Five pining hoggs and one pining 
ewe were treated with 1 mg. Co per head per day. Within 3 weeks they had lost 
all symptoms of the disease* and were considered to be effectively cured. 

As these preliminary tests hjKl proved successful it was arranged to carry out 
a properly controlled experiment. 

Controlled experiments with cobalt. Twenty Cheviot weaned lambs, or hoggs, 
which were healthy and free from pining, were divided into two groups on 
16 August 1937, and enclosed on a section of pining hill land at an elevation of 
800 ft. Both groups ran together and received no feeding except grass. An 
expt^riment on the same* land during the previous season had sho'wm an incidence 
of pining to the extent of 73 % within 2 montlis. The conditions were, therefore, 
favourable to the manifestation of the disease. The treatment given was as 
follows : 


Group 1. 10 hoggs : 1 mg. Co per head per day for 14 days. 

Group 2. 10 hoggs; no treatment. 

Co was given in the form of (- 0 CI 2 (Analar) dissolved in distilled water. The 
animals were dosed individually, thi* do8(*8 being spread over a period of 3 weeks, 
this b(*ing (*<piivai(*nt to the hmgth of time normally occupied by a change off* 
pining land. 

The treated hoggs made good j»rogrt*s.s and remamed entirely healthy. The 
untrt‘ated hoggs, on the other hand, soon l>egan to develop symptoms of the 
disetise. While all were healthy on 16 August, 8 out of 10 were pining by 
1 1 Septeml)f‘r, and by the end of September only one hogg remained in a liealthy 
state. The average Jive weight.s of the hoggs were as follows: 


Treated group 
I’ntreat^ group 


16 August 
tb. 

38-35 

30-4 


5 October 
lb. 

46-25 

39 


Increase 

lb. 

7-9 

2*6 


The treated group gained 7*9 lb. live weight pvr head over the period, while 
the untreat(*d group only gained 2*6 lb. There was an increase in the colour of the 
conjunctiva of the treated group, as ascertained by comparisons with a Tallqvist 
haemoglobin scale, while in the case of the untreated group, there was a decrease 
in the colour which was found on the average to amount to 9 *^4- was clearly 
demonstrated by this test that the administration of 1 mg. C'o per day for 14 days 
had entirely preventt'd the onset of pining. 

The procedure* next followed was to dose the untreated group, all of which, 
except one, were now affected with the disease. It was decided to attempt to cure 
the disease by doses of 0*5 mg. Co per head per day. Accordingly, 14 doses w’ere 
given at this rate, spi^ead over 3 weeks, commencing on 5 October. By 21 October 
quite a marked improvement was noted in the majority of the group, and 
within 1 month they ha<l all recovered except two which had been particularly 
badly affected. These were given five additional doses of 3 mg. Co per day, after 
which recovery was rapid. 

All the hoggs continued to run on the same section of pining land till 
9 December and received no hand feeding of any description. Oving to heavy 
snow and frost thereafter, however, it was necessary to feed hay, the produce of 
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pining land. This treatment continued till 15 February, after which concentratt)s 
were fed and the experiment was terminated. 

The original pining group increased in live weight by 3*2 lb. per head l)etween 

5 October and 9 Decemlx>r and, considering the severe conditions at this altitude 
of 800 ft., this afforded good proof of their recovered vitality. 

While this experiment was in progress an outbreak of pining occurred among 
ewes and hoggs on the same hill farm, 30 animals being affected. Treatment was 
administered by giving for 3 weeks 1 mg. Co |Kvr day mixed with salt, together 
with a little concentrated food. As some of the sheep would not eat this mixture, 
they were given doses in liquid form. Recovery took place in all cases. 

Discussion of results 

The influence of Co in animal nutrition has been a subject of investigation by 
several workers. Waltner & Waltner [ 1929J found that the fwldition of Co to the 
diet of rats produced a marked increase in red blood cells. A similar result was 
noted in dogs by Mascherpa [1930], and other worktTs have <M)nfirme(I these* 
results. Beard & Myers [1929] found that Co was a useful supplenu'nt in curing 
anaemia in rats produced by feeding them with (*ow’s milk, but Cunningham 
[1931] doubted whether a true anaemia was (levelopf‘d in rats ftnl on this diet. 

Dixon [1937] showed that a weekly drench containing 0*8 mg. Co gave a good 
response in the control of bush sickness, and the eff(*et was augment(*(i by 
inclusion of 0*18 mg. Ni later in th(' treatment, wh(*n pr(*sumabiy the ‘‘primary 
deficiency of cobalt was satisfied Filmer & Underwood [ 1937] found that 0*1 mg. 
Co per day was effective in controlling enzootic marasmus in Western Auvstralia, 
whilst Marston et al. [1938] have shown how Cu, although useless alone*, has a 
marked effect when administered along with Co in the treat m(*nt of (‘oast disea.Ht‘ 
of Southern Australia. 

In the present investigation it has been shown by analysis of herbage that 
the amount of Co available to sheep on pining land is v(*ry small. The administra- 
tion of 14 mg. of Co per sheep, however, entirely prevented the disea.se for 

6 months on severe pining land. The consiiraption of Co over the whole of this 
period was less than 0*1 mg. per day. 

Regarding therapeutic results from Co, a cure was rep(*atedly effected in the 
experiments descrilied above by giving 14 doses of 1 mg. each, spread ov(*r a 
period of 3 weeks and the cure remained effective for many months. Attem]>t8 to 
deal with the disease with 0*5 mg. doses were only succ(*ssful when? pining w^as in 
its early stages. 

It may be concluded from these experiments, therefore, that for preventive 
and curative purposes 1 mg. doses of Co are necessary to ensure reliable results 
in the treatment of pine disease in sheep, and that a minimum of 14 doses is 
desirable. The cost of the material is only about one penny for 30 sheep. These 
results have been obtained by administering the Co in solution to the animals 
individually, but the most practicable method of treating hill she(‘p is to allow 
the stock access to a mineral mixture containing an adequate amount of CoClj. 
The whole of the stock on a pining farm were treated in this manner, during the 
winter and spring of 1937-38, with complete success. The application of CoClj 
mixed with fertiliser or sand to pining land merits consideration, however, in 
some of the more accessible places. 
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SUMMABY 

1. Pine disease in sheep in the Cheviot region of Scotland is a nutritional 
anaemia which can be cured and prevented by the administration of cobalt in 
the form of cobalt chloride. 

2. The disease* is not due to a deficiency of Fe or Cu or Mn. 

3. The beneficial results previously obtained from the feeding of Fe com- 
pounds may be attributed fo the presence of Co in the Fe compounds used. 

4. The administration of 1 mg. Co per day for 14 days is sufficient to prevent 
the disease on severe pining land for a pc'riod of 6 months. A similar quantity is 
effective as a cure. 

The authors are gratt*ful to Dr Cymric and Mr Sellar for assistance in the 
analyses of the samples of soil and herbage. 
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CCXXXV. STUDIES ON DIFFUSING FACTORS. 
ACTIVE PREPARATIONS FROM MAMMALIAN 
TESTICLE AND THEIR BIOLOGICAL ASSAY 

By JUAN MADINAVEITIA 
From the Biochemical Department, Lister Institute, London, 

{Rejceived 27 July 1938,) 

Aqueous extracts of mammalian testicles contain a factor which dramatically 
increases the permeability of the skin to injected fluids and jiarticles [McClean, 
1930; 1931; Hoffman and Duran-Reynals, 1931 J. An intracutaneous injection 
of saline, serum or an extract of any organ other than tc^sticle produces a wcdl- 
marked bleb, the margins of which nmiain quite distinct for 20-30 min, A 
similar injection of testicular extract, on the contrary, imnu^diately diffuses into 
the dermis so that after 30-60 sec. it is difficult to identify the site of inj(^ction. 

It can be shown that this diffusing factor is active in very low concentrations 
in the following way. Ascending dilutions of the extract art? mix('d with a constant 
amount of Indian ink or a solution of diphtheria toxin, and the mixture is injected 
intracutaneously into the shaved back of a rabbit. Control injections of Indian 
ink or toxin mixed with saline are also made. It is then observed that the an*a 
over which the particles of Indian ink spread, or the size of the cutaneous l(?sions 
due to diphtheria toxin, is increased by high dilutions of testicular extract. 

The factor responsible for the effect is aasociated with the germinal epithelium 
of the testicle, and is also found in extracts of si)ermatezoa [McCI(?an, 1931J. 
Subsequent work has revealed that factors with similar diffusing properties can 
be obtained from the most diverse sources; e.g, from filtrates of invasive strains 
of staphylococcus and streptococcus [Duran-Reynals, 1933], from organisms of 
the gas-gangrene group and virulent pneumococci [McClean, 1936], from extracts 
of malignant tissues [Boyland & McClean, 1935], from snake^ and spider venoms 
[Duran-Reynals, 1936] and from leech extracts [Claude, 1937]. It appears 
therefore that these diffusing factors may have considerable physiological and 
pathological importance, and their chemical isolation is dtisirable. 

A method of purification of the diffusing factor from buirs testicles has been 
described by Morgan & McClean [1932]. They estimated the activities of 
^fferent fractions by determining the highest dilution which would produce an 
increase of at least 20% in the area of the cutaneous lesion produced by a standard 
dose of diphtheria toxin. This method is not sufficiently reliable for quantitative 
assay of diffusing factors for the following reasons : the skins of the experimental 
animals vary in their susceptibility to the toxin and to the diffusing factor; no 
standard diffusing preparation is used against which samples of unknown 
potency can be compart in each animal ; the time of evolution and the type of 
the toxin lesion varies in different animals, and therefore the area of the lesions 
is not always clewly circumscribed and cannot always be determined at the same 
interval after injection; it is quite impossible to distinguish between successive 
tenfold dilutions of a given solution, and it is doubtful whether hundredfold 
dilutions can be consistently differentiated. 

( 1806 ) 
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For further purification of the diffusing factor a more accurate method of 
titration is required. The use of Indian ink as an indicator for the quantitative 
estimation of purified samples has been criticised by Favilli & McClean [1934]. 
They found that particles of Indian ink adsorl) the partially purified diffusing 
factor and that the amount adsorbed varies in different preparations. Further- 
more, when indian ink is used it usually remains accumulated at the site of 
injection, and only a small amount spreads round it forming a halo of faintly 
stained tissue. The boundaries of this halo an? not sharp enougl) to allow accurate 
measurements. The ideal indicator would be a soluble colouring matter which 
is not absorb<‘d by tht* skin tissues, which spniads uniformly but not excessively, 
and is not removt^d too quickly. Such properties are posst'ssed in large measure 
by haemoglobin . During t he first few hours following an intracu tan cons injection 
of a solution of a foreign haemoglobin the deeply pigmented spot at the site of 
injection is surroundc^d by a halo of less pigmented tissue. The outer boundaries 
of this halo an* sharp an<l can b<‘ accuraU‘ly measured. After 2-3 hr. the haemo- 
globin is evenly distri butted over the whole area, which is approximately elliptical 
in shajK'. The stained an^as prodiic<‘d by intracutaneous injection int/O diffeitmt 
rabbits of a fixed amount of haemoglobin solution containing a given concentra- 
tion of diffusing factor are relatively constant in size. Thus if the same titration 
is repf‘ated in st'veral animals the average of the results will not In* influenced by 
extreme values obtained iti a particular rabbit. 

The haemoglobin does not disap[H*ar from the .skin for at least 30 hr. The 
rate of increase of the coloured arenas during this time can be determined. It 
has lH*en found that the area coloured by haemoglobin increases rapidly during 
the first hour, the rate of inen^ase being pro|X)rtional to the concentration of 
diffusing factor. After 2-3 hr. it lK*comes inde^H^ndent of concentration (Fig. 1). 
The area of a coloun*d jwitch produced by a certain concentration of diffusing 
factor is always larger than that corresponding to an injection of a hundredfold 
dilution. The re.sults an*, rt'producible if similar injections are made in different 
places on the back of the same rabbit. If the results obtained in thr€*e rabbits are 
av(Tag(*d it i.s |K).s.sibIe to distinguish bc'tween tenfold dilutions. The expt*rimental 
error is too large to allow closer titrations (Fig. 2). 

The following standard procedure was followed throughout this work. 

To compare the activities of two pre*paration8 of diffusing factor a .series of 
ttmfold dilutions of eacli is prepared. An isotonic solution of haemoglobin is 
used as a diluent. Intracutaneous injections of each concentration of one 
pn‘paration an* made in one side of the shaved back of each of three rabbits. 
In the other flank injections of the corres|x»nding dilutions of the second pre- 
|>aration are made. Dilutions containing the same concentration should give 
coloured patches of similar area and moreover their rates of spread should be 
the same (Fig. 3). 

For testing solutions of unknowii acthity, comparison is made wdth a standard 
stable preparation of diffusing factor, stored in the form of a water-soluble 
powder. The diffusing activity of this standard has been determined by estab- 
lishing the smallest concentration at which it produces a definite increase in the 
rate of diffusion of haemoglobin and in the area of tissue over which it spreads. 
Since the susceptibility of the skin of individual rabbits to the diffusing factor 
may vary somewhat, determinations were made on five animals and the mean 
of the results was taken as a measure of the diffusing potency of this preparation 
(Fig, 4). 

A considerable concentration of the diffusing factor present in aqueous 
extracts of bull testicles has been achieved by Morgan & McClean [1932]. They 
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found that most of the protein could be removed from such extracts by pre- 
cipitation with neutral lead acetate. From the filtrate the diffusing factor, 
together with Pb(OH) 2 , was precipitated on making alkaline. The active material 
could also be precipitated with basic lead acetate. Claude & Duran-Reynals 
[19t37] have described another method of concentration. This method involves 
tniatment of crude testicular extract with acc^tone and fractionation of the re- 
dissolved acetone precipitate with (NH 4 )S 04 . The active material precipitates with 
fully saturat(*d but not vrith half saturated (NH 4 ) 2 S 04 . Preparations obtained in 
this way obviously contain large amounts of protein, and, since Claude & Duran- 
Reynals did not employ a quantitative method of assa 3 n[ng biological activity , 
it is difficult to form any idea of the degree of purification attained by them. 

Preparations containing relatively little protein have*, now been obtained by a 
method similar to that used by Morgan & McCIean, save that the basic lead 
precipitate was ch^eomposed with and the active material precipitatcjd from 
the Pb-free solution with acetone . 1 n agreement with the results of earlier workers , 
the diffusing factor was found to be non-dialysable (cellophane membranes) and 
insoluble in non-aque^ous solvents with the exception of glacial acetic acid. 
Readily soluble in 50 % alcohol, it is insoluble at conc<'ntrations of alexjhol greater 
than 7Cb-75%. The failure to dialyse must be n^garded as a well established fact 
since as little as 0*01 /ig. of active mab^rial pcT ml. can detected biologically. 
This might indicate that the .substance* causing increase in dermal jx^rmeability 
has a high mol. wt. 

The results of iiltracentrifugal sedimentation, on the other hand, seem to 
indicate a relativ(*ly low mol. wt. Dr A. S. McFarlane (of this Institute), to whom 
my thanks an* dm*, carried out an experiment in which a 2% solution (pH = 0*2) 
of an activ(‘ mat<*rial (UMK) units per ml.) w'a.s centrifuged. The density of this 
j)reparation was m(*asured pyknometrically at 25' and found to be 1*40. Very 
little sedimentation was observed aftor 3 hr. in a field 300,000 times gravity. 
Tin* d(*gree of sedimentation observed w^as such that the mean mol. wt. could 
not be great^T than 10,00(J. The lK)undary w^as not sharp. 

Some of the effects of purifit'd preparations of diffusing factor on compressed 
unirnohx'uiar films w<*re studied by Dr J. Schulman (C'arn bridge) to whom I also 
wish to expn'ss my thanks. The surface potential of a gliiidin monolayer was 
substantially changed on adding the preparation. The altt'ration observed was 
of nearly the same ord(*r as that produced by a similar con (^(*ht ration of saponin. 
Unlike sapt)ni!J, however, the tested preparation had no elfect on the surface 
[>otential of a cholestc*rol monolayer. 

The stability of purified concentraU's of diffusing factor in solution at 
differ^*nt pH values has Ikhui studied. At pH 3 complete loss of activity occurred 
aftf3r 24 hr. at room temperature. No loss of activity occurred at pH 4, 5, 6, 8 
or 9. At pH 11-5 noticeable destruction (about 90%) was observed, while 
activit^'^ was completcdy destroyed after 24 hr. at pH < 3 or > 11*5. Dilute 
solutions (0*1 %, pH 7) of the purest preparations available lost their activity 
rather easily on heating. At temperatures of 60® and over, more than 90% of 
the activity was lost in 5 min. At 37® the solutions w'ere much more stable, 
more than 90% of the activity being retaim*d after 24 hr. 

These results appear to be at variance with those of Claude & Duran-Reynals 
[1937] and Aylward [1937] who found some of their preparations to be relatively 
stable. The fact that these workers did not use a quantitative assay method 
may explain their results, since large changes in the concentration of diffusing 
factor solutions cause relatively little change in the area over which haemoglobin 
spreads in experimental animals. 
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The purest preparations of diffusing factor so far obtained are obviously 
mixtures of different substances. The only pure compound so far isolated from 
them is w€«o-inositol. This substance crystallises on addition of alcohol to dilute 
aqueous solutions of purified preparations. It can also be isolated from them by 
vacuum sublimation. Neither inositol nor its phosphate, phytin, show any 
diffusing propt^rties in biological tests. 

Experimental 

Isotonic solution of haemoglobin, A measured amount of defibrinated shcH*p’s 
blood is centrifuged and the serum decanted oif. After washing with isotonic 
saline the erythrocytes are lysed with distilled Avatcr and made up to the original 
volume of blood. To render this solution isotonic 0*1 vol. of 8*5% NaCJl is added. 
A solution prepared in this way is used throughout as a diluent for preparing 
dilutions of the material to be tt\sted. 

Injections. Young male rabbits with uningmenb^fl skin are used throughout. 
Babbits with coloured fur are preferable. The back and flanks of the animal are 
shaved with electric clippers. 

The rabbits are gripped as for measuring the coloured areas (see below). 
A line is drawn along the backbone of the animal and (mch flank di^^d(»d into a 
number of squares corresponding to th(‘ number of injections to be made. The 
length of back generally available is 15-20 cm. and the areas coloured by the 
haemoglobin have a diameter of 2-5 cm. Therefore only five* injections (*an 1 h^ 
made on each flank. In order to use most of the available spaci* the injections 
on each flank are made alteniately at 1 and 2 cm. from the backbone*. Only one 
row of injections can l>e made on each side of the rabbit. 

The material is injected intracutaneously and d('eply coloured weals rt^sult. 
When high concentrations of diffusing factor are inj(‘cted the W(*als flatten almost 
immediately and the haemoglobin spreads rapidly ovi‘r a largt* ar<*H of skin. 
0-3 ml. is injected into each site: smaller amounts give areas difficult to measure 
accurately, and when larger volumes are injected, the injected fluid is a]>t to 
leak back through the point of injection. 

Measurem^M of the coloured areas. The rabbits are grip|K*cl by the (‘ars and th(* 
upper part of the hind legs and held on the knees of a seattnl assistant. lJnnecc*s. 
sary strain of the animal’s body is to l)e avoided. The longest {!)) and short€*st 
(d) axes of every coloured area are measured (± I mm.) with califwrs. The 
area (8) is calculated assuming that the coloured patches are ivgular ellipses 

. Variations due to the position in whicth the rabbits are ht*ld can 

partially avoided by releasing the rabbit and repeating the reading aftt*r a short 
time. The average of three consecutive readings is taken as the aK*a of the stain. 

Less than 5 min. are required to measure the areas on each rabbit. During the 
first hour following injection the coloured areas grow too rapidly to allow three 
successive accurate readings to be taken but during the later measurements the 
area does not alter appreciably in the time required. 

Influence of the conce/ntration of diff^tsing factor on the rate, of spread of haemo- 
globin through the dermal tissues. From an aqueous solution (10 mg. pi*r ml.) of 
a dry preparation of diffusing factor a series of tenfold dilutions was prepared, 
the diluent being in each case an isotonic solution of haemoglobin. Dilutions 
ranging from 10“^ to 10-« were injected into the flanks of three rabbits. Two con- 
trols of haemoglobin alone were also injected. The average rate of spread of the 
different coloured areas is shown in Fig. 1. The area of the lesions is consistently 
proportional to the concentration of Effusing factor. 
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Reprodn>cibility of the values. Into one flank of each of three rabbits a series 
of fivefold dilutions (in isotonic haemoglobin) of a solution containing the active 
material was injected. The same dilutions were injected into the opposite flank 
of the same rabbits. The rate of spread of the pigmented areas is shown in Fig. 2. 
The lines representing consecutive fivefold dilutions are not constantly arranged 
according to their concentration. When thr^^e rabbits are used the experimental 
error does not allow one to distinguish between fivefold dilutions. The limit of 
accuracy of tliis method apyK‘ars to he tenfold dilutions. 

The haemoglobin disapj^ears from the skin in about 3 days. Identical injec- 
tions were repeated after an intcTval of 4 days in the same areas of the animals 
which had been used in the previous exyjeriment. The area and rate of spread of 
the coloured areas wert‘ much smaller and less n^gular than after the first in- 
jections. It is thend'on* inadvisable to use the same rabbits twice. 

Activity of the standard preparatian. A dry preparation obtained by a method 
similar to that described by Morgan & McC'lean (1832] is used as a standard. 
Serial t<‘nfold dilutions of a solution (1 mg., ml.) of this preparation were made. 
Nine consecutivf' dilutions and a control of hac^rnoglobin solution alone were in- 
jected into the flanks of a group of five rabbits. The lowest dilution contained 
10“^ g. ml. and the highest g. ml. 

An average of the results obtained in the fiv(^ animals was plotted graphically 
(Fig. 3). It will be secui that no definite diffusion w^as shown by solutions con- 
taining less than 10 "**g, ml. 0*01 /xg. is the minimal diffusing dose of the standard 
prt^paralion. 1 /xg. of this |x)wxler is eonsidt'red as a unit, and the activity of any 
pn'paration (‘xpressed in units mg. or ml. Thus the standard preparation 
has one thousand units jkt mg. 

Titration of a solutum of urd noum activity, Itijections of a series of five siic- 
cessivt* tenfold dilutions of a solution of the stanclard preparation were made in 
t>ne flank of each of a group of three rabbits. The strongest solution contained 
one thousand units pt*r ml. (I rng./nil.). Tenfold dilutions of the solution of 
unknown activity were injected into the other flank of the rabbits. The results 
are shown in Fig. 4. Dilutions of 10^*, and 10“^ and 10~® of the unknown 
solution produced coloured an^as of similar size and rate of sprt^ad to those 
produced by the standard containing 1(K 1 and ()•! units p(»r ml. Thus the dif- 
fusing activity of the solution undfT test w^as equivalent to 100 units per ml. 

Coyiccntration of the diffusing factor. The starting material used was either 
the testicles of rewmtly killed bulls or a desieciited bulVs testicle jK)wder supplied 
by the instituto Biologieo Argentino, Bmmos Aires. 

Tw’enty-four frt‘sh bulls' testicles (10 kg.), freed from the adjacent membranes, 
were minced in a meat mincer and the rt‘sulting pulp (*xtraetecl with water (10 1.). 
Alternatively the dry testicle |K)wder (1-5 kg.) was dirt'ctly extracted with 
water (10 1.). After standing in the cold r<.K)m { + o') for 24 hr. the water was 
decanted off and the residue re-extracted tlm'c times more in a similar way. 

A saturated solution of neutral lead acetate (11.) was add<Hl to the combined 
crude extract (40 1.) and the inactive precipitate removed. To the clear filtrate 
more neutral lead ac*etate (500 ml.) w’^as added and then the solution made 
alkaline (pH 8*9) with ammonia. The active precipitate was collected. It was 
suspended in water (1 1.) and acidified (pH 4) with acetic acid. After removing 
the insoluble residue the Pb was precipitated by HgS. Wlien precipitation was 
complete the mixture was filtered and the filtrate concentrated in vacuo (bath 
temperature 37-40'') to half its original volume (500 ml.). Addition of act>tone 
(4 1.) precipitates the active material quantitatively. The precipitate was ex- 
tracted with water (50 ml.) and reprecipitated with acetone (500 ml.), the active 
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constituents now separating as a thick oil. This was almost completely soluble 
in water (50 ml.) and after removing a small amount of insoluble material the 
active constituents were precipitated as a white amorphous powder (4 g.) by 
addition of alcohol (250 ml.). 

On account of the inaccuracy of the biological assay, even with the improve- 
ments described in this paper, it is difficult to obtain a precise idea of the con- 
centration reached. The starting material (1500 g. of dry testicle powder) had 
some 10 units per mg. and the purified powder had 1000. 

Purified preparations of diffusing factor are very readily soluble in water 
and slightly hygroscopic. They give a positive biuret reaction and a precipitate 
with trichloroacetic acid. The average percentage composition of the con- 
centrate is C, 37-5%; H, 6-5%; N, 6*6%; O. (by difference) 58*4%; P, 2% 
and 9% ash. They are completely soluble in 50% alcohol and partially in 
70%, in the latter case only traces of diffusing activity going into solution. 
Soluble in glacial acetic acid, they are insoluble in all other non-aqiieous solvents 
tried. 

By addition of alcohol to a dilute solution of purified diffusing factor and 
keeping the solution for 3 months at room temperaturtj an inactive crystalline 
material is obtained. The same inactive substance could be isolated from active 
preparations by sublimation in vaevo (2(X)-220^/0-5 mm.). Recrystallist'd by 
adding an excess of alcohol to a cxjncentrat-c^d aquc*ou8 solution or from hot 50 % 
acetic acid it had M.r. 222-225®. (Found: C, 39*7: H, 6*8; CeHj20ft rc^qiiires 
C, 40*0; H , 6*7.) The substance showed all recorded profK^rties of ww>inositol and 
a mixed m.p. with an authentic specimen of this substance gave no depn^ssion. 

Effect of the on the. activity of sol tUions of purified preparations of diffusing 

factor, A solution (2 mg./ral.) of a purified preparation of diffusing factor 
(1000 units per mg.) was distribuk'd in a series of tul)es and each sample* diluted 
with an equal volume of a 0*2 M buffer solution of the r(^(|uired pH. After 
16 hr. at room temperature a small amount of each sample (2 ml.) was buffen^d 
with a 0*153/ phosphate buffer (pH 7*2, 8 ml.) and the resulting solution diluti*d 
ten times with isotonic solution of haemoglobin. 

Into one flank of each of three rabbits the solutions which had been in acid 
medium were injected. A further three rabbits were used for the solutions whi(;h 
had been in an alkaline medium. The other flanks of th(’> rablnts wen? injeot<Ml 
with dilutions of the standard preparation having 100, 10, 1 and 0*1 units pt‘r ml. 
Control injections of haemoglobin alone were also made. 

The rates of spread of haemoglobin injeckd with the solutions of diffusing 
factor which had been kept at pH 2, 3 and 14 were almost identical with that of 
the control injection of haemoglobin alone. The rak of spread of the one kept at 
pH 11*5 was similar to the one of the standard having 1 unit per ml. At pH 4, 
6, 6, 8, 9 and 10 no destruction of activity was noticed, the haemoglobin spreading 
at the same rate as the solution of the standard preparation having 10 units 
per ml. 

Effect of heat on the activity of solutions of purified preparations of diffusing 
factor. Two samples of a solution (1 mg./ml.) of a purifio<l pn>paration (KKK) 
units per mg.) of diffusing factor were heated at 60® and 80® respectively. Samples 
were taken out at 5, 15, 30 and 100 min. After cooling them as quickly as possible 
they were kept about 20 hr. in the cold room (+5®). Each sample was diluted 
ten times with an isotonic solution of haemoglobin and injected, into one flank 
of two groups of three rabbits, each group corresponding to one temperatures 
The other flank of each rabbit was injected with dilutions of the standard pre- 
paration. 
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The rate of spread prcxJuced by the sample heated 5 min. at 80® indicated an 
acti\4ty com^sponding to 0-1 unit [jer ml., whereas the unheated injected solution 
corresj)onded to 100 units per ml. Although 99-9% of the activity was lost on 
heating the incn^ase in the rate* of spread of the area coloured by haemoglobin 
produced by the heated solution was nearly half of the increase produced by 
the unheated one which was a thousand times more active. 99 % of the activity 
of the sample heated at 00® was lost in 5 min. and about 99-9% in 15 min. 

Another sample of a similar solution (1 mg./ml.) of the same preparation 
(1000 units per mg.) of diffusing factor was kept in an incubator (37®) for one 
day. The activity of this heated solution was found to be nearly the same a.s 
that of the standard preparation (1000 units per mg.). 

Summary 

1. A new procedure is d<*8crilied for the biological assay of preparations of 
diffusing factor from mammalian testicle. This method, in which haemoglobin 
is u.sed as an indicator, enables successive tenfold dilutions of diffusing factor 
to be differentiated with certainty. 

2. An improved method for concentrating the diffusing factor is described, 
and pi*ej3aratic»iis have ]K*en obtained, 0-01 /xg. of which caused marked increa.se 
in tis.sue iH‘rm<*ability. 

3. From highly active preparations /we^roinositol has been isolated; it has no 
diffusing activity whem tf^sted biologically. 

4. The activity of concentrates of diffusing fac tor is rapidly destroyed at 
t«*mp(‘ratur(‘.s alH)ve 37® and at pH lx*low 4 or above 10. 

The author's thanks arc* due to Dr A. R. Todd and J)r I). McClean for their 
ludpful sugg(‘stions and to Prof. H. Robison for his valued critieisriLs of testing 
methods. 
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(Received 8 June 1938) 

The first investigation of the iK'haviour of jK'psin iii an oleetrie field was pub- 
lished by Michaolis & Davidsohn [1910]. They attempted to determine the sign 
of the charge on commercial pt‘psin ( “purissimum (b iibler") in the ;pH range 
1*0~4*3, using the well-knowm Michaelis transference apparatus. Aftor passing 
current through the apparatus, qualitative tests were made for pepsin in the 
compartments above the stopcocks. They fouml that ]-xq>sin is negatively charged 
at pH >3-7, positively charged at pH <2*0, and within this interval shows 
migration towards both sides. This latter phenonu'non was also observed at 
very acid reaction (0*1 N HCl). The isocdectric p(»int. obtained by taking tlie 
average of the hydrogen ion concentrations corresponding to the />H limits 
mentioned, is given as cH+ 5*5 x 10"®, or pH = 2*25. 

Since, according to later investigations of th(i electrophoresis of proteins, 
mobility is a linear function of pH and not of cH^ in the neighbourhood of the 
isoelectric point, it would seem preferable to take the average of the pH valiums, 
which would give pH 2*85 for the isoelectric point. 

Ringer [1915], using a similar apparatus but a purified pepsin preparation, 
obtained somewhat different res\dts: the (uizyme showt^d anodic migration (‘ven 
in the most acid solutions and consequently had no is(K*lectric jK)int. Addition 
of protein decomposition products (pepton (Jnibler), how(‘V(T, caused a partial 
cathodic migration in acid solution, which was int(T])ret(‘d as duo to partial 
combination with the enzyme. On the other hand the electrochemical pro|KTtie8 
of crystalline pepsin, first prepared by Northrop, again indicate an isoedectric 
point of 2*8 (solubility minimum, titration curve, electrophoresis of particles 
of finely ground crystals) according to observations by Northrop himself 1 1939]. 
Agren & Hammarsten [1937] in a recent pajKT made' some interesting mt^asure- 
ments on the electrophoresis of solutions of a (jrystalline pepsin pn^paration 
in the apparatus of H. Theorell. At pH 2 21 and 2*39 they found jx^sitive migra- 
tion, at 3*34 negative, which would also indicate an isoelectric point around 
2*8. A certain separation of peptic activity and total nitrogen was observed at 
pH 3*34, but at more acid reaction both migrated together. However, in recent 
measurements with a different mat^Tial Agren found only negatives migration 
for pepsin (private communication). 

The question of the electrophoretic homogeneity of p(*p8in was dealt with 
in considerable detail already by Ringer in his work referred to alK)ve, which 
is interesting because it also seems to be the first attempt to use electrophoretic 
methods for the study of enzymic homogeneity and for purification of enzymes 
(ptyalin and pepsin). Ringer worked with pc^psin prepared, according to 
Pekelharing, from dog’s gastric jiiice, by dialysis and by precipitation with 
ammonium sulphate. To explain why the pepsin showed no isoelectric point, 
but yet had a marked pH-solubility minimum, Ringer assumed that the enzyme 
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wa« partially combined with protein, which would show positive charge at acid 
reactions. Electrophoresis in 0-025 N HCl gave, in fact, an anodic portion of 
high activity, whereas the cathodic portion was inactive but neve^rtheless con- 
tained much prot<un. At pH 4*1 no such separation was observed. As regards the 
dependence of tht? se^iaration on pH Ringer’s results are therefore contrary to 
Uamniarstcn’s and Agrt*n*s. 

The following is an account of some exjrieriments on the electrophoretic 
behaviour of solutions of crystalline pc^psin. The apparatus and procedure earlier 
descrilxd by one of us [Tiselius, 1937, IJ were used. This method has several 
advantages, e.g. diminished risk of heat convection, possibility of simultaneous 
analytical and oj>tical obwTvation of the migration, and of more effective separa- 
tion by applying higher voltage and the ‘comfK?nsation” devic(‘ for balancing 
the migration. 

A number of diffenmt crystalline fK*psin preparations were investigated, which 
will bo designated Ik4ow by 1, II, ITHi and I II 5. Pepsin I Iwid been prepared 
according to Philpot’s modification of Northrop’s procedure [PhiIjK)l, 1935; 
Phil|3ot & Small, 193S] and fonntd beautiful (Tvstals alxjut 0-5 mm. in length. 
Pepsin 11 was a gly<*erol solution of crystals (twice crystallized Cudahy Pejisin 
12-7-3) prt‘ pared in Dr Northrop's lalx)ratory, according to tht‘ procedure 
dev(do[Kd there. Philpot & Small (unpublished) have found that pepsin can be 
fractionat(xl by salt precipitation to give an c-asily soluble crystalline fraction, and 
a less soluble non-(Tystailim' fraction with a solubility minimum at pH 3-H, the 
latter having a somewhat lower sjx-cific activity (private communi(*ation of 
the authors). Samples of these two preparatUms dissolved in acetate buffer were 
kindly provided by Dr Phil]X)t, and wdli be* designated Ixdow' as IIlu and 1116 
rt*sfK>etively. The authors wish to express their tlianks to Drs Northrop, Philpot 
and Small for gcmcrously {dacing material and information at their dis|)Osal. 

Tin* <*rystals wt^re dissolved in the buffer solution to lx* used; the other 
j)reparatious wen* first dialysed to remove glyc(*rol. Before filling the aj^paratus 
all .sampl(*.s were dialy.sed overnight against the buffer to lx* ustd as a super- 
natant. Nitrogen was dt*terinin(xl by the micro- KjeUbihl metlud. pt'ptio activity 
by the haemoglobin method [Anson & Mirsky, 1932]. Like Philpot & Small 
[1938] we have foiuul that the absolute value.s of specific activities by this method 
are somewhat de|x»ndent upon the ]ire|>aration of haemoglobin used. Throughout 
this work, therefore, a single haemoglobin pn'paration was used. 

Pn^liminary electro[)horesis measurements showed that the various prepara- 
tions contained one definite protein eom}K>nent of fairly homogeneous migration, 
with only small differences in migration velocity. Besides the sharp boundary 
given by this comjxment, a very diffuse lK>iindary could be observed, aCt least 
in concentrated solutions (mort* than 0-5%), indicating the presence of in- 
homogeneous matc'rial. 

The final exp«*riments involved optical determinations of the mobility of 
the main component at diffewmt pH (Table I, Fig. 1) ; in a number of ex]ieri- 
inents the optical observation was supplemented by analysis of the different 
compartments for nitrogen and peptic activity (Table II, Fig. 3), in order not 
only to correlate the activity migration with the migration of the main component 
but also to see how far the s|)ecific activity could te raistxl by electrophoretic 
separation. As the “ analytical” experiments for this latter purpose were 
usually run for a much longer time, a higher buffer concentration (ionic strength 
0*1) was used than in the “optical” series (ionic strength 0-02). In prolonged 
electrophoresis experiments disturbances due to electrolyte transport occur much 
more easily in dilute salt media than in more concentrated solutions. 
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Fig. 1. Electrophoi'etic mobilities of the active component in pepsin 
at 0° and ionic strengtlis (a) 0-02 and (6) 0-1. 


Table I. Electrophoretic migration velocity of main 
component in solutions of crystalline pepsin 

Optical observation. Buffer ionic strength 0*02. Pepsin cone. ()• 2-0*3%. Temp. 0 \ 


Preparation 
of pepsin 

Buffer 

pH 

Mobility x 10* 
cm.* volt"'' 8ec.~' 

I 

Acetate 

4*57 

■*9*4 

iria, 11 

Acetate 

4*15 

-6*2 

I 

Citrate, HCl 

316 

-2*4 

II 

Citrate, HCl 

2*47 

-0*6 

II 

Citrate, HC3 

J-87 

-0*1 


Determinations in 0*1 N HCl, pM 1*08 gave values for the mobility varying 
between 0*0 and -0*4 x lO-'’. The variation is probably due to the fact that the 
experimental error in this medium is much greater (too low l)uffering action). 
No positive migration could be observed in any of the preparations. 


Table II. Electrophoretic migration and fractionation 
of solutions of crystalline pepsin 

Optical and analytical methods used simultaneously. Ionic strcnglh of buffer 01, Temp. O'. 


Prepara- 
tion of 
pepsin 

Buffer 


I 

Citrate HCl 

3*19 

I 

HCl 

1*08 

II 

Acetate 

4*41 

ir 

Citrate HCl 

319 

Ilia 

Citrate HOI 

310 

III6 

Citrate HCl 

319 


Potential 
gradient Time 

volt/cm. min. 

7*64 195 - 2*68 -1-.38 

3*06 315 i0‘0 *f0*6 

7*65 595 -- ^ 

9*30 515 — 

9-04 597 — 

9-39 493 — — 


partment 
(opti(*al ob- 

Top + com- 
Original partment at 

aervation) 

solution 

end of exp. 

-2*42 

0162 

0*273 

±0*0 

0*177 

0*246 

-5*65 

0*214 

0*344 

-2*40 

0*213 

0*324 

- 2*50 

0*240 

0*314 

* 2*32 

0*175 

0*250 


Mobility x 10* ctn.* volt~^ see. 

Main com- 

Peptic Total 
activity nitrogen 


Specific activity 


The first two experiments in Table n were made with the purpose of measuring 
migration velocities by the three dififerent methods simultaneously, whereas 
in the others we tried to obtain an appreciable separation by prolonged wig r fl t ion 
(the main protein component migrated from 64 to 164 mm.) in Anm ^jnst ift n 
with compensation [Tiselius, 1937, 2]. Under these circumstances a nhyige in the 
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composition of the bottom compartment was unavoidable and calculations 
of mobilities from analytical measurements in the usual way became im- 
possible. 

The results obtained in the experiments described in Tables I~II and 
Fig. la, 6 may be summarized as follows. Solutions of crystalline pepsin, pre- 
pared by various methods, were in no case found to l>e quite homogeneous in 
electrophoresis, but contained some inactive nitrogen which could be removed 
by electrophoretic separation. In this way the specific activities of the various 
samples could be raised by 31-69 %. From the agretiment between the mobilities 
(Table II, 6th and 8th columns) it is concluded that the peptic actinty is 
associated with a protein comjK)nent, which shows fairly homogeneous migration 
(does not give rise to more than one ‘‘schlieren ” band in the optieu.1 observation 
arrangement). Tliis protein in the pH range investigated (pH 1 ■08-4-57) carries 
a negative charge and shows no isoelectric iJoint and thus behaves electro- 
phoretically like an acid. Even a jjci>8in preparation which showed a solubility 
minimum at pH 3*8 (last expcTiment in Table II) lx^haved in principle in the 
same way. 

Our exjKTiments thus to a certain extent give further supjxjrt to the view 
expressed by Northro]> that the enzyme pepsin is a proUun, but it is quite clear 
that pepsin crystals contain considerable amounts of inactive material, which 
may be removed by electrophoresis, and it seems likely that this material 
influtmees some of the properties of pepsin, such as solubility and acid-base 
combining capacity, in a marked way. The specific activity of crystalline pi*psin 
according to Anson & Mirsky is 0*184 s » ^ ^ recent publication 

by Herriot [1938] a higher value is given (()-26). We have preferred to refer our 
values to total nitrogen in.stead of protein nitrogen and (as s(‘en from Table II) we 
obtained activities ranging from 0-162 to 0*240 for our starting material, but 
ftM liigli a value as ()'344 for our most active fraction. In comparing 

these values with those obtained by other authors one must make the reservation 
that the haemoglol)in pn^parations were not quite identical [see also Phil|X)t & 
Small, 1938J. 

As regards the question of the homogeneity of pt'psin it should be observed that 
the electrophoretic procedun* is a very gentle separation method and could not 
break down a loose associatioii cx)mplex, unless this were appreciably dissociated 
into its components. The homogeneity of the migration of the active comiX)nent 
as found in the exjx'riments described abov(‘ is not therefore sufficient evidence 
per se for the chemical individuality of this enzyme, especially as the most 
active fractions obtained from differtuit materials did not show the same specific 
activity (Table II). More expt^riments over a wider pH range and with systema- 
tically varied preparation methods are needed to clarify this question. 

The somewhat surprising result that pepsin is not positively chargetl even 
in the most acid solutions investigated (pH 1-08) may possibly be due to an unusual 
tendency of the pepsin to combine with anions of the electrolj1/t^ medium. Such 
an effect has been previously found [Tiselius, 1930] for egg albumin, although 
not to as marked an extent as one would have to assume for pepsin to account 
for the above results. This would explain why, in the most acid solutions, the 
negative charge is larger when the ionic strength increases from 0-02 to 0*1 
(see Fig. 1), contrary to the usually observed decrease in electrophoretic mobility 
with increasing salt concentration. 
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Summary 

Electrophoretic measurements show that the enzymic activity of solutions 
of crystalline pepsin, prepared by different m<?thods, migrates as a homogeneous 
protein component with a negative charge and with no isoelectric point. Some 
inactive, inhomogeneous protein or protein breakdown material is left beliind, 
and the specific activity may thus be raised by 31-69%. 

The authors are indebted to Prof. Svedberg for his kind interest in this 
investigation, and to the Nobel, Rockefeller, and Wallenberg Foundations for 
financial support. 
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The furmontation of the tea leaf is a stage in the manufacturing process of tea 
which has received but little attention in the past. A'arious qualitative studies 
have IxHUi made at the several Tea Rc*search Institutes but no thorough investiga- 
tion has been made apart from that of Oparin et al. [1935]. 

Results in tliis field have a fjonsiderabh' commercial use and they are also 
of interest to the biochemist, not only as an illustration of the growing importance 
of enzyme chemistry in industry but also as a detailed study of the chemical 
cliangt's taking plac*<i in damaged plant tissue. 

Before dealing with the fermentation process itself it may be of advantage 
to outline the various stages in tea manufactun*. 

Aft(‘r plucking, the leaf is spread out in thin layers to undergo withering. 
During this process which usually takes alK)ut 18 hr. the leaf loses water and 
becomes flaccid. Unless this condition of flaccidity is produced the leaf is broken 
into flakes, instead of being t^^isU^d in the subsequent rolling prootvss, and the 
resultant dry tea loses mark(‘t value on account of its appearance. Not only is 
the withering prowss a physical preparation of the leaf for the further stages 
of manufacture but also some chemical changes may take place which partly 
det(‘rinine the final quality of the manufactured tea. The nature of these changes 
however is still obscure. 

The next stage in manufacture is rolling. The primary object of this process 
is to rupturt' the leaf-cells and to exf>ose the expressed juices to the air. At the 
same tiiuc the t(*a receives its characteristic twist. As soon as the leaf tissue 
is in any way damaged fermentation starts, so that it is impossible to separate 
the rolling proccjss from the next stage which is that of ftTinentation. After 
a pt'riod of about 1 J hr. rolling the leaf is spread thinly on a fermenting floor, 
usually of [)olish(Hl concrete, where the oxidation process which commenced 
in the rollers is continued for pt^rhaps another 2 hr., after which the tea is fired 
to stop fermentation and to dry the leaf. 

During fermentation oxidative changes take place which largely determine 
the flavour and colour of the infused liquor. The amount of tannin extractable 
by hot water is considerably reduced, and some of the colourless tannin is trans- 
formed into red and brown products which arise from the original tannin, partly 
by oxidation and possibly partly by condensation. The precise mechanism of these 
changes is not yet properly understood. 

Theories of the fermentaiion reaction 

Although the fermentation process has been ascril)ed to simple oxidation, 
and, at a later date, to the activity of enzymes of micro-organisms on the leaf, 
there has been very little doubt since the work of Mann [1901 ; 1903; 1904] that 
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the oxidation is a process catalysed by the peroxidases of the leaf itself. The 
fermentation process is but another example of the general post-mortem changes 
that set in after damage to plant-tissues. 

Fermentation will not take place in vacuo but starts as soon as oxygen is 
admitted into the system. The oxidative process takes place only within certain 
limits of acidity, the pH optimum being about 5-G. Acidification stops fermenta- 
tion, while addition of alkali accelerates a non -enzymic autoxidation of the tannin 
bodies. Small amounts of KCN completely inhibit fermentation, as does a pre- 
liminary steaming of the leaf. All these observations are characteristic of an 
enzymic oxidation, and proof of this is afforded by the isolation of a |XTOxidase 
from the leaf which rapidly browns a green leaf infusion in the })rt?senee of H2O2 
as is described later in this communication. • 

While there can be very little doubt that the oxidative proc(*ss is catalysed 
by enzymes of the leaf, there is no doubt that micro-organisms do exert a very 
considerable influence on the quality of the final product. As yet only a lowtuing 
of quality is recognized as a result of the uncontrolled development of micro- 
organisms during fermentation, but this does not exclude the possibility that there 
may be some beneficial results. 

Nature of the enzyme arid substrate in the tea leaf 

Having established with reasonable certainty that the fermentation ol‘ tea 
is an oxidative process catalyst^d by enzymes, the first thing to <»stahlish is the 
nature of the enzyme involved. 

Using a press juice from fresh green leaf, artificial substrates such as the 
“Nadi’’ reagent do give a positive reaction for oxidase, but the d(‘velopnH‘nt of 
colour as seen in a toluene extract is veiy^ much intensified by the addition of 
H2O2. If the leaf is ground up with sand under alcohol the oxidase nme^tion 
becomes negligible while j)eroxidase activity is intensified. This intensification 
of peroxidase activity which is due to the removal of tannin will lx* discussed 
later. The disappearance of a weak oxidase reaction on washing with alcohol 
is probably due to removal of HgOg formed in the leaf, small amounts of which 
are to be expected. Its presence would be revealed by a slight jK*roxidase redaction 
without the addition of further H2O2. As a result, therefore, of qualitative tests 
oxidase cannot bo detected in the tea leaf, while peroxidase activity is very 
marked. This confirms the observations of Manskaya [1835J who ascribed the 
oxidative processes in the tea leaf to peroxidase action: oxidase could only be 
found in negligible quantities. Any mechanism for the fermentation process 
must take account of this quantity of peroxidase and also a reaction involving 
oxygen uptake not catalysed by polyphenol oxidase must take place, as fer- 
menting leaf takes up a considerable amount of oxygon. 

The work of Szent-6ydrg3d [1937] and Huszdk [1937] makes it very probable 
that in peroxidase plants oxygen is transferred to metabolites by the following 
reactions. 

ascorbic acid oxidase 

Ascorbic aedd + O, ► dehydroascorbic acid -t H ,0, 

peroxidase 

H,0, + catechol derivative ► o-quinone 

o-Quinone + ascorbic acid ► dehydroascorbic acid. 

In normally respiring plant tissue the oxidation products ate again reduced by 
activated H (dehydrogenase activity). It seems quite probable that the irre* 
veraible oxidations of damaged plant tissues are due to a diapAr ffft) ©f reducing 



FERMENTATION OF TEA 


1821 


Hubstaiices and coenzymes. Under these conditions the oxidation products 
formed in the above reactions find no activated H available and consequently 
undergo further transformations to form deeply coloured oxidation products 
of catechols. 

It seems therefore vt?ry reasonable to supjK>.se that in the fermentation of 
tt^a oxygen is absorln^d, one of the products of oxidation being HgOg, and that 
the tea tannin is then oxidized bj' the H 2 O 2 with the catalytic assistance of 
the peroxidase. This theory has been tt'Sted ex jKiri men tally and found to be 
absolutely correct. 

P]XPERrMENTAL 

If tea leaf is finely minced it undergoes the fermentation r(?a(*tion wry readily 
even when su8}K*nded in water. If such a siispc^nsion of minced tea leaf is kept 
in no browning of the tissues is apparent for several days, w hereas on 

exposun* to oxygen the leaf assumes a brownish tinge throughout in 2 to 3 hr. 
If dilute HgOg (such that the final concentration of H 2 O 2 does not exceed A", 50) 
is added slowd\* to the minced leaf suspension, stored in vacuo, fermentation 
starts at once, and the siiH[K;iision soon beconu^s uniformly brown. Anaerobic 
fermentation is tlu^n^fore [K)ssible in the prescn(‘C‘ of H 2 O 2 . The .same (‘XjxTirnent 
shows tliat fermiuitation is probably catalysed by xxToxidasc^. 

it should U* |K)ssible by mixing tea tannin with peroxidase and to 

obtain tlu‘ same cluunical changes that occur in th(‘ a(‘tual fermentation process. 
Using a s]M‘cimt‘n of t4*a tannin kindly jirovided by Mr C. »J. Harrison, and 
a tannin -free {HToxidase extract from green tea leaf, tin* fermentation changes 
could not ls‘ simulated. Tannins, although t4‘a tannin is not a true tannui, are 
known to have an inhibiting effect on |K‘roxidiise so that it was thought that the 
r<‘ason for this failure might Ik* due to inactivation of the enzyme. Using a green 
l<‘af infusion iusteml of tea tannin, rt'sults indicating a satisfactory degree of 
oxidation were ohtain(*d. The infusion obviously contains .substances which 
protect th<* enzyme from destruction by tea tannin. 

On mixing tlie infusion, wdiicli, having lK.*en luuled, is fre«» from enzymes, w-ith 
a jK*roxidase solution, fermentation {>roe(*iHls very slowly indeed, but on the 
addition of HgOg the develo}>inent of the browm fermentation colour i.s almost 
immediate. The optimum concentration of the H 2 O 2 is about A" 2tX>. At higher 
concentrations the rat<» of fermentation is .slowed dowm eonsiderably and may 
i*\'en cease. To obtain tlu* dcK»|K*st browm colours it is best to add the H 2 O 2 in 
small quantities at a time, never allowing it to aecunuilate in the system. This is 
in acconlance with the W'cll know'n susceptibility of ]K*roxidase to HgOo estab- 
lished by Willsiatter & WelK*r (1920], (luthrie [1931], Mann [1931], and many 
others. H 2 O 2 alone fails to oxidize tea tannin. 

Tea tannin however only accounts for about 29% of the solid matter in 
a gn*en leaf infusion, and the })roper development of the fc*rmentation colour 
in the expe^riment ju.st describetl, wdiile establishing the participation of peroxidase 
and H 2()2 in the fermentation prowess, doc's not })rove that it is the oxidation of 
the tannin to which this brown colour is due. Zender ( 1925] instances the oxida- 
tion of true tannins by oxidases so tea tannin is a likely substrate for j>eroxidase. 

The same exjx^riments were then'fore carried out quantitatively, the tannin 
lieing titrated by KMn 04 acconling to Low'cnthars method as modified by 
CarfKmter & Harkr [1922|. Incubation of a tea leaf infusion wdth peroxidase 
and H 2 O 2 , added in succt^ssive small quantities, materially deiTCased the tannin 
titre, any excess H 2 O 2 remaining bedng decomposed by the catalase also present 
in the peroxidase solution. Oxidation appear^ to come to a standstill after the 
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addition of a certain amount of H2O2 (Table I), but the amoimt oxidized was 
increased either by doubling the amount of enzyme or by adding further enzyme 
and H2O2 when the oxidation was apparently complete (Table II). The apparent 
completion of oxidation was therefore due to destruction of the enzyme in the 
course of the fermentation, a point of practical importance when considering 
the optimal time of fermentation in the manufacturing process. 

It will be noted, from the results of Table II, that whcm peroxidase is in excess, 
the decrease in the tannin titre is greater than that which corresponds to the 
amount of H2O2 added. This has been observed on eai*.h occasion that excess 
peroxidase was present, and it would seem to indicate that the enzymic oxidation 
product of tannin can undergo further oxidation without the assistance of H2O2. 
It is well known that the oxidation of catechol derivatives rarely stops short at 
the first stage of oxidation, and subsequent stages of oxidation may take place 
readily without the aid of either enzyme or H2O2 . 

KMn04 titration is not specific for tea tannin in an infusion and it is usual 
to subtract from these figures the results obtained for non-tans. The tannin, 
in a larger aliquot portion than that used for cnide tannin estimation, is pre- 
cipitated with gelatin, precipitation being aided by salting out with acid and 
NaCl. The K]VIn04 titre of an aliquot part of the filtrate gives the non-tan value. 
Determinations of crude tannin and non-tan after in(nibation with |X)roxidase 
and HgOg show that non-tans are also oxidized to much the same extent as tc*a 
tannin itself (Table III). These non-tans may of course^ be catechol bodies. In 
these experiments a filtered peroxidase solution was used, as it was found that 
the end point with indigocarmine was much sharper than with the unfiltered 
solution. 

Table I 


ml. x\720 H,0, 
added 


20 

4-0 

6 -() 

8*0 


Crude tannin 
titration 
ml. .V/20 KMnO, 

9*4r> 

7-65 

6-20 

«05 

5-85 


l)iiipren(‘e 


1-80 

3-25 

3-40 

3-60 


An infusion of 10 g. green leaf in 100 ml. of water and a peroxidase extract of 100 ml. from 
-a farther 10 g. of leaf were prepared according to the dirortions given later in this fMifier. 10 ml. 
portions of these solutions were mixed and 0*5 ml. portions of .V/20 HjO, adde<l at intcTvals of 
10 min. After addition of the HjO, the solution was titrat/od with A’/20 KMnOi in the prewnc’e 
'Of indigocarmine. 


Table II 


A. 5 ml. infusion + 5 ml. peroxidase +2 ml. A720 HjO* 

B. 5 ml. „ +10 ml. +2 ml. 

C. 5 ml. ,, two successive 5 ml. portions ))eroxi' 

dase and 2 ml. portions 


Fall if) tannin 
ml. KMnOi 

2 0 ml. A 720 KMnO* 

42 

50 


Table III 

Tannin Non- tan 

ml. Ar/20 KMn ()4 ml A 720 KMn 04 
Initially 7*5 4*55 

At end of fermentation 4*8 2*1 

5 ml. each of infusion and enzyme are mixed and four portions of 0*5 ml. A 72 O HjO. are added 
at 10 min. intervals. After the last addition another 5 ml. of enzyme and four more poftions of 
HjOj are added. For non-tan titrations five times these quantities are used. 
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In the actual fermentation process in manufacture both tannins and non>tans 
undergo oxidation but the oxidation of non-tan is relatively much less. 

Table IV 

% Tannin Non-tan* 

Withered leaf 2145 6 0 ml. iV /20 KMnO, 

Ijeaf after 5 hr. rolling 13*20 5*1 „ 

and fermentation 

* As non-tanH are ill-defined siibatane^H whieh have not as j'et been separated they cannot 
be expressed on a percentage basis. They account for as much as 40 % of the total permanganate 
titre of a t<?a extract. Shaw fl930J however is of the opinion that, in the gelatin precipitation, 
part of the Uvi-tannin molecule is split off and remains in the filtrate to be estimated as a non-tan. 

The role of hydrogen peroxide 

Reactions exactly analogous to those occurring in the fermentation process 
have boon carried out in vitro, a.s just described, and the conclusion may be 
drawn that the browning of the tissue is due to peroxidase action on the tea 
tannin. A jxjint unsettled in these experiments however is the participation of 
H 2 O 2 . This substance can he found only in very small quantities indeed in the 
fermenting leaf, but as it would be continually used up by peroxidase as soon 
as it was protluced, and as the catalase present effectively checks its accumula- 
tion. direct methods of estimation would not be exi>ected to reveal its presence. 

Ill the past in discussing the role of peroxidase in plant respiration there has 
been considerable talk of the possibility of organic ixToxides taking the place 
of HgOg in peroxidase catalysed reactions. This is the theory adopted by the 
Russian workers in this fit^ld throughout the whole of their work. 

There is no experimental evidence in favour of this view, in fact all the 
available evidence contradicts it. Wieland & Sutter [1930J found that mono- 
sub.^titution of the H aU>ms in HjOg by organic radicals materially reduced 
its ability to function as an oxidizing agent in the prestmee of peroxidase. 
Disubstituted products wort' completely without effect. Bdeseken [1930] con- 
firmed these results and added organic per-acids to the list of substances incapable 
of replacing H 2 () 2 » Szeiit-Gydrgyi [1925] has shoi^Ti that o-quinoncs oxidize 
guaiacum without enzymic aid and we have shown that not only do p-quinones 
oxidize the Nadi reagent much more rapidly than the equivalent concentration 
of HgOj in the presence of peroxidase, but that this oxidation by quinone is 
not accelerattnl by peroxidase. As there are several proot^sses that can result 
in the formation of HgOg in the leaf, and as the presence of catalast^ is a further 
indication of its presence?, it vdll therefore l)e assumed that peroxidase oxidations 
in fermentation do actually utilize HgOg and not some unspecified peroxide. 
The participation of HgOg in the fermentation process is however capable of 
experimental verification. Catalase is a completely specific enzyme and if it 
could be shown that tannin oxidation is inhibited by catalase, it would prove 
that HjOj is concerned in the fermentation process. 

As shown before suspensions of minced leaf in water undergo fermentation. 
If excess of a liver catalase preparation is added to this suspension, fermentation 
is almost completely inhibited. If the catalase preimration is first inactivated 
by heat, fermentation proceeds unaffected. 

It may therefore be concluded that HgOg is concerned in the foridentation of 
tea, and as this fermentation is accompanied by a considerable uptake of Og 
it seems reasonable to ascribe the formation of HgOg to this process. The nature 
of the Og uptake and the origin of the HgOg will be investigated at a later date. 

116-2 
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The oxidation of tannin is therefore a coupled oxidation such as that first estab- 
lished by Thurlow [1925]. Here secondary oxidation of guaiacum tincture by 
peroxidase was brought about in the presence of the HgOg developed during the 
aerobic oxidation of hypoxanthine by xanthine oxidase. Kursanov’s views 
[1935, 2], with the exception that he considers organic peroxides to be produced 
and not H 2 O 2 , are identical with ours. The absorption of oxygen and the 
production of HgOg whether it is enzymic or not is preliminary to fermentation 
and does not lead to any development of colour. 

Estimation of peroxidase activity in tea Imf 

Having proved the importance of peroxidase in fermentation it becomes 
necessary to have some method of determining its activity in the tea leaf. 
The purpurogallin method, although the simplest, cannot be used in Assam 
throughout the whole year owing to the volatility of ether in the hot weather. 
The method of Guthrie [1931], with suitable inodifii^ations, proved to be the best 
available. 

Technique and preparation of substrate and enzyme 

The substrate was made up exactly according to Guthrie. 2*1 g. cryst. 
citric acid were dissolved in 17 ml. N NaOH and diluted to 1(K) ml. To 50 ml. of 
this solution 50 ml. of water were added 0*25 g. of p-phenylcnediamine hydro- 
chloride and 5 ml. of a 4% solution of a-naphthol in 50% alcohol. The solution 
was then filtered. 10 ml. of this reagent werti then mixed with the enzyme 
solution (usually 2 ml.) and 2 ml. of N/20 HgOg were then added. After 10 min. 
incubation the reaction was stopped by the addition of 2 ml. 1 % K(.N. An 
aliquot jiortion, usually 3 ml., was taken and extracted with 25 ml. toluene and 
the depth of colour in the toluene layer estimated in a Lovibond tintometer. 
By a suitable mixture of reds and blues the colour could be matched exactly. 
A solution is said to have 6 Indophenol Units (i.tj.) when the total Heading of the 
red and blue slides is 6*0. The readings of the tintometer are not directly pro- 
portional to the concentration of indophenol blutt, but a smooth calibration curve 
can easily be constructed. Determinations are accurate and reproducible to 
0*1 i.u. 

Tea juice or a suspension of the finely ground leaf in water cannot be used 
as the source of the enzyme as peroxidase activity is inhibited by tannin. 
Pretreatment of the leaf with alcohol seems to have no destructive effect on the 
enzyme, so the leaf sample is first ground up finely with sand under alcohol. 
The ground up tissue is filtered at the pump and the residue washed with alcohol 
until the washings are colourless. When all the chlorophyll lias been removed the 
washings no longer show a positive tannin reaction. 

After rapid drying in vacuo, to remove alcohol, the powdered residue is 
extracted with Af/15 phosphate buffer (pVL 7*0). A convenient enzyme solution 
is obtained by extracting the ground up n^sidue from H) g. leaf with 100 ml. 
phosphate. 1 ml. of the extract is then proportional to 0*1 g. of the original 
leaf. For determinations on single shoots (two leaves and a bud) the residue was 
extracted with 10 ml. phosphato, and an aliquot portion of this, 3-5 ml., was 
used in the estimation. 

Testing of the meihod 

The method described above must satisfy two conditions, the peroxidase 
must be extracted quantitatively from the leaf, and the amount of indophenol 
blue formed must be proportional to the enzyme concentration. That these 
conditions are fulfilled is shown in the following experiments. 
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Alcohol has very little effect on the activity of a peroxidase preparation even 
after 3 days’ contact. Extraction of the peroxidase with the phosphate is quanti- 
tative, as if the tannin-free residue from 1 g. of leaf is extracted with 10 ml. 
of phosphate the activities of a 5 ml. portion of this extract and of the remaining 
5 ml., together with the residue, arc identical. Further, extractions for 5 and 
15 min. gave enzyme solutions of identical activity. 

The peroxidase activity of the final extract is much higher than that of an 
extract of fresh leaf owing to the tannin content of the latter. If to the final 
extract an amount of tea tannin equal to that originally present in the fresh leaf 
is added, it is found that the ptToxidase activity of the extract is now depressed 
to the value it had originally in th(‘ fresh leaf. This has been established using 
both the indophenol blue and purpurogallin methods. 



These experimemts are considered to be sufficiently conclusive for it to be 
taken that extraction of the enzyme is quantitative. 

The second rt^quirement, that the extemt of indophenol blue formation is 
proportional to enzyme concentration, is also fulfilled. The curve (Fig. 1) shows 
that the depth of colour is strictly proportional to enzyme concentration. 

It is hoped to report the results obtained with this method in the study of 
fermentation at a later date. 

Inhibition of peroxidase by tea tannin 

Juice expressed from fresh tea leaf does not blue guaiacum even in the 
presence of H 2 O 2 . It was suspected that this was due to the inhibiting effects 
of tea tannin, and confirmation of this was found by showing that the addition 
of tea tannin inhibited the blueing of guaiacum by potato juice. If the tannin 
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is removed from the tea leaf by extraction with alcohol a positive peroxidase 
reaction is then given with guaiacum. 

Tea tannin inhibits the formation of indophenol blue and of purpurogaUin 
by peroxidase, but apparently to different extents. Table V gives the relative 
amounts of these two pigments formed in the presence of varying amounts of 
tea tannin. 


Table V 

Indophenol 


2 ml. enzyme 14*5 

„ +2 mJ. 0*05% tea tannin 7*6 

„ +2 ml. 0-5% „ 1-9 

„ +2 ml. 5% .0-5 


Purjiurogallin 

160 

141 

140 

9-6 


The very marked inhibition of the indophenol blue reaction is partly apparent 
as tea tannin combines with indophenol blue and is not then extractable by 
toluene. If the tea tannin is added afU^r the reaction has been stopped by KCN, 
most of the indophenol blue is fixed by the tannin and comparatively little is 
extracted by toluene. Acids have a similar effect so that the indophenol reaction 
must never be stopped by addition of acid as the weakly basic dyestuff is then 
retained in the aqueous phase on extraction with toluene. The inhibition of 
purpurogaUin formation is a true enzymic inhibition; addition of tea tannin, 
after stopping the reaction, has no effect on the amount of purpurogaUin 
formed. 

In the above table, when 2 ml. 0-5 % tannin are added to the enzyme extract, 
tea tannin and peroxidase are in approximately the same proportions as they 
are in the leaf. The importance of removing tea tannin before estimating the 
peroxidase activity of a sample of leaf is at once apparent. True inhibition by 
tannin is not very high at this concentration but the degree of combination with 
indophenol blue is sufficient to make the results highly erroneous. 

The theory has been advanced by Kursanov & Oparin [1929] that the 
inactivation of peroxidase by tea tannin can be minimized by protein decomposi- 
tion products. In the leaf these were supposed by Kursanov [1935, 1] to originate 
by proteolysis during the withering stage of the manufacturing process. There 
seems no doubt that a green leaf infusion does contain protective substances 
as such an infusion is oxidized by peroxidase whilst tea tannin itself is not. 
On the other hand the evidence that these protective substances are protein 
decomposition products is sUght. 

To investigate this possibiUty experiments have been made using bacterio- 
logical peptone, which gives a precipitate with tea tannin, and a mixture of 
amino-acids. Neither had any effect over a whole range of concentrations on the 
formation of indophenol blue in the presence or absence of tannin. On the other 
hand both substances inhibited purpurogaUin formation, presumably by com- 
bining with the quinone initiaUy formed from pyrogallol, but had no effect on 
tannin inhibition. The effects of peptone (or amino-acid) and tannin were 
additive. 

The suggested role of protein breakdown products in promoting fermentation 
receives therefore no confirmation. 


Variaiion of peroxidase throtighout manufaciure 

Some preliminary results are recorded here on the variation in peroxidase 
content of the leaf in the various stages of manufacture from green leaf to the 
final manufactured tea. 



FERMENTATION OF TEA 


1827 


In each experiment 50 lb. of green leaf wore manufactured. Samples were 
taken in duplicate of the green and withered leaf, at two different stages of 
rolling and at intervals throughout fermentation. When the fermented leaf was 
fired, part was retained to undergo further fermentation up to a period of 25 hr* 
The fired tea was also estimated for peroxidase activity. In cases where peroxidase 
activity was low, the amount of indophcnol blue formed was increased either 
by increasing the amount of cmzyme solution or by increasing the aliquot 
portion of the final incubation mixture. For fired tea both enzyme and aliquot 
had to be increased. Enzyme determinations were performed in duplicate. 
The sampling error was not great, only once did duplicates differ by more than 
5 % and this was with leaf fermented for 25 hr. where bacterial development 
was very marked. 

For the sake of economy in space the results obtained are not quoted in full* 
Enzyme activities are expressed in terms of i. u. perg. of dry tissue. The results ob- 
tained for a normal manufacture and for a protracted fermentation are tabulated 
in Tables and VII rt^spectively. 

Table VI 

894 i.r. per g. dry wt. of tissue 
1293 

685 
647 
536 

7 >» 


Table VII 


Withered leaf 

1051 i.r. per p. dry wt. of tissue 

90 min. roll 

652 „ „ 

31 hr. fermentation 

617 „ 

6 

178 

6* 

115 

25 ,, 

132 


As h€ts been noted before by Mann [1901 ; 1903; 1904] and Manskaya [1935] 
there is a definite increase in activity during withering. We also find a definite 
decrease in peroxidase activity during the first roll, after which the fall, although 
regular, is comparatively slight up to the point where fermentation is stopped 
by the firing process. If fermentation is prolonged beyond 4 hr. j)eroxidase 
activity again falls rapidly. 

The earlier experiments described in this paper established the toxic effects 
of both tannin and HgOg on the enzyme causing fermentation ; in fact the enzyme 
could be completely inactivated. These factors are not so important in actual 
manufacture, as not only is H 2 O 2 present in very low concentration but also 
resistance to tannin inactivation is much greater, owing presumably to similar 
protective bodies to those shown likely to be. present in the green leaf infusion. 

It is found that the firing process does not completely inactivate the peroxidase, 
0*5 to 1*0 % of the original activity of the withered leaf being retained. Some of 
this activity is retained for at least 6 months. It is suggested that this residual 
activity may account in part for the post-fermentative changes which occur in 
the maturing of tea* 

SUMMABY 

A brief outline is given of the various stages in the manufacture of tea. 

Oxidase is present in negligible quantities in the tea leaf and the fermentation 
process is brouj^t about by peroxidase. The first stage in fermentation is an 


(jrtKm leaf 
Witheml leaf 
40 min. roll 
90 

2J hr. fermentation 
4 

Fired tea 



1828 


K. A. H. ROBERTS AND S. N. SARMA 


uptake of oxygen leading to the oxidation of some as yet unidentified substance, 
and the production of HgOg . This oxidation is not necessarily an enzymic process 
and may be an autoxidatiori. The peroxidase then catalyses the oxidation of 
the tea tannin by HgOg leading to the production of brown pigments which impart 
the characteristic colour to a tea infusion. Substances, groujx^d as non-tans, may 
also undergo oxidation. 

No evidence is available for the utilization of oi'ganic peroxides by pc^roxidase, 
and in the fermentation of tea, decomposition of HgOg by excess catalase inhibits 
tamiin oxidation almost completely. 

A quantitative method for the estimation of j)C‘roxidase in the tea leaf is 
described. 

Peroxidase is inhibited by tea tannin although substances present in the leaf 
exert some protective influence against its effect. The theory that these protective 
substances are protein degradation jjroduets, formed during withering, finds no 
support. 

An outline is given of the changes in peroxidase content of the leaf throughout 
the various stages in manufacture. 

The authors wish to express their thanks to Mr H. R. Cooper, the Acting Chief 
Scicmtific Ofticcr, for his advice throughout the course of the work and to the 
Indian Tea Association for permission to publish these results. 
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CCXXXVIIL THE INFLUENCE OF THIOL GROUPS 
IN THE ACTIVITY OF DEHYDROGENASES. II 
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It was shown [Hopkins & Morgan, 1938] that when washed tissues are incubated 
anaerobically for adequaU' ptTiods with solutions of glutathione (GSSG) at 
pH 7*4 the succinic dcdiydrogenase is completely inactivated. On the other hand 
the original activity of the enzyme is fully regained when the preparations so 
treated are subsequently re-incubatc‘d with the reduced form of glutathione 
(GSH). In the case of a second enzyme, the a-glywTophosphate dehydrogenase, 
the* activity is wholly unaffected by the treatment described. Hopkins and 
Morgan suggested that these facts show that a thiol group in its structure is 
essential for the activity of the former enzyme, but not at all for that of the 
latter. 

In ex{K‘rim(»nts now' to Ix" described these observations have been confirmed 
and extended. A number of other dehydrogenases have been studic^d, but among 
them the succinic dehydrogenase was the only one found to respond to the 
infiueiH^e of glutathione. The influence on dehydrogenases of other substances 
known or supposed to inhibit the action of hydrolytic enzymes by combining 
or reacting with SH groups in their structure has been investigated, and also 
the influence of these and other inhibitors in protecting the succinic dehydro- 
genase from the action of glutathione. Preliminary experiments will be described 
which seem to bear on the location of dehydrogenases in muscle fibres. 

Experimental 

Methods 

In most of the experiments washed muscles from the hind legs of rabbits were 
employed, but in a few the enzyme preparations wwe made from other tissues. 
The muscles, immediately after their removal from the animal, were passed 
through a Latapie mincer and waslied thrice with distilled water. Occasionally 
they were subsequently finely ground with sand in a mechanical mortar. The 
effect of various forms of treatment on the activity of the enzymes was in all 
cases determined by the anaerobic methylene blue technique ; but in the cases 
of the succinic, glycerophosphate and lactic enzymes the degree of activity was 
also determined spectroscopically by observing the rate at which a preparation, 
in the presence of a substrate, reduced cytochrome c. In some experiments with 
succinic dehydrogenase the rate of O 2 uptake in the presence of cytochrome and 
substrate was measured. 


( 1829 ) 
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In the methylene blue experiments the procedure was made as nearly as 
possible the same in all experiments, so that usually in the individual protocols 
only the reduction times need be reported. In general 0*5 g. washed muscle was 
employed at this stage, or its calculated equivalent when, as a result of treatment, 
the tissue had gained or lost water. Small Thunberg tubes were used, and each 
tube contained, in addition to the tissue, 1 ml. phosphate biififer at pH 7*4 and 
1 ml. water. To this was added 0-5 ml. Jlf /2 substrate, the final concentration of the 
latter being therefore Jf/12. Incubation was always carried out in vaevo at 37®. 

In all experiments which involved incubating the tissue with glutathione 
or other substances, the control sample used in the comparison of reduction 
times was itself incubated simultaneously in buffer solution without additions. 
The method of incubation was that described in tlie previous paper. The amoimt 
of methylene blue employed was uniformly 0*25 ml. of MjlOOO solution. 

I. The succinic dehydbogenasb 

That this enzyme can suffer complete loss of activity by adequate treatment 
with GSS6, and that its activity is restored on subsequent exposure to GSH 
solutions, has been repeatedly confirmed during our experiments. Since, as was 
pointed out in the previous paper, these reactions involve equilibria the complete 
removal of activity calls for more than one exposure to the GSSG solutions, 
though its complete restoration usually requires one exposure' only to solutions 
of GSH of sufficient concentration. In many of the following experiments com- 
plete inactivation was not found necessary ; wide changes in the degree of activity 
gave the information sought. 

The suggestion has been made to us that tlie effect of GSSG might not involve 
an oxidation of SH groups as was assumed in the previous paper to occur, but 
might follow on the lines of some other inhibitions of enzyme activity. The 
constitution of the disulphide peptide is such that it might enter into a reversible 
association with the enzyme of a kind which would prevent essential groups in 
the structure of the latter from exerting their normal influence. 

Such a view, unlikely from the general evidence discussed by Hopkins 
& Morgan [1938], seems to be disproved by experiments of the following simple 
kind. The process of inactivation, it will be shown, involves a reaction which has 
a prominent time factor and a somewhat high temperature coefficient, while its 
velocity increases continuously through a wide range of increase in the concentra- 
tion of GSSG. In these respects it differs entirely of course from inhibition by 
agents which may be assumed to act by simply blocking the enzyme surface; 
e.g. malonic acid (see below). 

Exp. 1. Latapie-minced and well-washed muscle tissue in portions of 0*5 g. 
was incubated anaerobically for 2 hr. at pH 7*4 with varying concentrations 
of GSSG. The samples were filtered off" on a linen filter, well washed, and their 
reduction times determined as described above. 

Exp. 1 

Original tissue 

Incubated with JJf/100 GSSG 
Inoubated with M/BO GSSG 
Incubated with if/10 GSSG 

It k seen that the reduction time (inactivation of the enzyme) increases 
oontinnoasly with the concentration of GSSG. 


Beduction 

times 

10 min. 

17 'min. 

25 min. 

2 hr. 30 min. 



SH GROUPS IN DEHYDROGENASES 


1831 


Exp, 2 demonstrates the effect of incubation time on the degree of inactivation. 
Equal portions of washed muscle were incubated in vacuo for various times with 
0*8 ml. Jlf/6 GSSG, then filtered off and washed. One sample after incubation 
for 2 hr. was incubated for a second 2 hr. with a fresh supply of GSSG. 


Exp, 2 


Original tissue 
Incubated for 25 min. 
Incubated for 60 min. 
Incubated for 2 hr. 

2 hr. sample re- incubated 


Reduction 

times 

16 min. 

23 min. 

46 min. 

1 hr. 30 min. 
00 


Exp. 3 shows the effect of temperature on the process of inactivation. 
Samples of muscle (0*5 g.) treated as before were incubated, with and without 
GSSG (Jf/10), for 4 hr. at different temperatures. Washed as usual. 


Exp. 3 


Reduction 

Temj>eraturc times 

20'^ control (no GSSG) 12 min. 

with GSSG 15 min. 

30'’ control 12 min. 

GSSG 56 min. 


40" control 
GSSG 


12 min. 

2 hr. 40 min. 


These three experiments show that inactivation by GSSG involves a pro- 
gressive chemical reaction with a somewhat high temperature coefficient. 


Cu 08 an inhibitor of the succinic dehydrogenase 

It is well known that Cu reacts with SH groups and if the activity of the 
dehydrogenase calls for the integrity of such gi'oups in its structure, it is to be 
expected that its presence will inhibit activity. This is the case. Quastel & 
Wooldridge [1927] found that treatment with CUSO4 inhibited the succinic 
enzyme as well as some other dehydrogenases in the case of B. coli but we have 
found no reference to the effects of the metal on the enzyme of animal tissues. 

Exp. 4. To equal samples of washed muscle, treated as usual and suspended 
in buffer solution, CUSO4 was added to give the concentrations of Cu sho.wn in 
the following table. The reduction times were determined immediately after 
the addition. 

Exp. 4 


Cu added 

Reduction 

times 

Mg- 

min. 

0 

10 

5 

11 

10 

12 

40 

15 

100 

80 


It will be seen that with the amount of tissue used in this as in other experi- 
ments (0*5 g.) the metal has relatively little effect on the enzyme up to a concen- 
tration of 40/L(g. in 3 ml. solution. With 100/ig. it becomes large. 
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These results bear on thdbe of the earlier experiments of Hopkins and Morgan 
and on some of our own. By far the most convenient method for preparing 
GSSG from GSH is that of Pirie [1931] in which the latter is oxidized by H 2 O 2 
in the presence of small amounts of Cu. The oxidized product so made which has 
been chiefly used in this laboratory contains traces of Cu. This was ignored in 
the previous papesr chiefly because it was found that cystine and cysteine 
absolutely free from Cu could in essentials replace glutathione in experiments 
described. It seemed to us desirable nevertheless to study the effect of these 
small amounts of the metal. The amount of Cu present in the preparations of 
GSSG was determined by the method of Callan & Henderson as developed by 
Haddock & Evers [1932] and found to be 10/x.g. in 100 mg. (1 in 10,000), The 
presence of this amount as shown by experiments described below is not without 
effect on the apparent rate of enzyme inactivation by GSSG, It is sure however 
that the action of glutathione and that of the metal are distinct in kind. We have 
found that inactivation of the enzyme by GSSG occurs typically in the complete 
absence of Cu (Exp. 8). 

Exp, 5 again illustrates the effect on the enzyme activity of small amounts 
(10/Ltg.) and of larger amounts (l(X)/ig.) of Cu, and shows that in the case of the 
smaller amounts incubation does not incrcast? the effect of the mental. This is 
exerted immediately. Of the tissue {)*5 g. was in 3 ml. buffer solution as usual. 
With each concentration of metal the reduction time was determined on one 
sample immediately after adding the metal. Two otlu^r samples in each case 
were incubated in its presence for two successive i>eTiods of 3 hr., the tissue being 
washed in between. One of the latter samples was then incubated with 3f/10 
GSH solution. All reductions with succinate as substrate. 


'5 l?«auction 

No Cu 

Control untreated 12 min. 

10 ^g. Cu 

Determined immediately 14 min. 

Incubated 13 min. 

Incubated, then GSH 12 min. 

100 /ig. Cu 

Determined immediately 4o min. 

Incubated 5 hr. 

Incubated, then OSH 17 min. 


The effect of 10/ug. Cu, the amount contained in 0*1 g. of the GSSG prepara- 
tion described above (and therefore the amount usually present in our experiments 
with that preparation), though small, has been always observed and was of 
the same order in other experiments. , It is noteworthy that with ten times this 
amount of metal, though marked diminution of the enzyme activity occurs at 
once, the effect increases with time. This circumstance will receive later reference. 
Subsequent exposure to the influence of GSH always restores the activity of the 
Cu- treated enzyme though usually not quite completely. 

Experiments were carried out to determine to what extent the small amount 
of Cu in GSSG preparations prepared as described above is concerned in the 
inactivation observed when enzyme preparations are exposed to them. 

Exp, 6, Dithiodiethyl carbamate is well known to form a complex with Cu. 
The following experiment was made to show (1) whether the carbamate has by 
itself any effect on the enzyme, (2) how far it prevents the effect of added Cu on its 
activity and (3) to what extent its presence affects the rate at which the activity 
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disappears when enzyme preparations are exposed to solutions of GSSG. 1 g. 
Latapie-minced washed muscle was incubated for 3 hr. in solutions at pH 74 
containing the various additions mentioned. 2 ml. 0*1 % carbamate were 
employed and in each case the total volume was 5 ml. Af'ter incubation the 
tissue samples were filtered off, washed and the reduction times determined as 
usual. 


Exp, 6 


Control (muscle alone) 

Reduction 

times 

11 min. 

With carbamate only 

1 1 min. 

With lOfxg. Cu 

14i mm. 

4 carbamate 

11 min. 

With GSSG (01 g.-10/i.g. Cu) 

5 hr. 

■f carbamate 

3 hr. 50 min. 


It will be seen that th(i carbamate had by itself no influence on the enzyme, 
while it protected it from the inhibitory effect of the added Cu. Its presence 
reduced the reduction time of tissue incubated with GSSG from 300 min. to 
220 min. The <;ffect of the metal seems to be in some sense additivti. 

It was felt desirable to add to the evidence provided by carbamate inhibition 
by using, if possible, GSSG preparations wholly free from CUj. We have found 
that if preparations containing such amounts of the metal as those made by 
Pirie’s method are shaken in solution with an adequate amount of freshly 
washed minced muscle, the Cu is completely remov(*d by adsorption on the 
tissue, or reduced to amounts too small to be demonstrated. 

Exp, 7 was carried out with GSSG thus freed from C^u, and its effect on the 
enzyme compared with that of an equal concentration of the original preparation. 

Exp. 7 

Reduction times 

MuHcle incubated 'without 5 mm. 20 sec. 

Incubated with the original pre- 72 min. 

fiaration of GSSG 

Incubated with Cu-free GSSG 50 min. 


The reduction time is again larger in the presence of the Cu. 

In Exps. 6 and 7 the tissue was exposed only once to the GSSG solution. 
This, its has hoen frequently pointed out, is never adequate, at least with 
reasonable concentrations, to remove the enzyme activity completely.^ 

We wished therefore to show whether with adequate exposure the activitv 
could be completely removed by a Cu-free preparation. This was the case, or 
nearly the case, in Exp. 8. The copper was removed by shaking 30 ml. N/li) 
GSSG at pH 74 with 2*25 g. of well-washed muscle. The tissue was filtered off 
after 6 min. Two samples of 1 g. tissue, prepared as usual, were incubated for 
two successive periods of 3 hr. each with 5 ml. iff / 10 ( -u-fn^e GSSG. A third equal 
sample was similarly treated but with the original GSSG pre})aration, and a 
fourth in the presence of lOpg. Cu alone. All samples were prepart'd for the 
i*eduction time determinations in the customary wa3^ 

The Cu-free preparation reduced somewhat more rapidly than the original, 
but the difference was slight. The experiment showed clearly that contact with 

^ The plan and extent of our experiments have been sometimes limited by the available 8up])ly 
of glutathione. Over 50 g. have been used in this research. All has been prepared in this 
laboratory. 
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6SSG when free from the metal can completely remove the activity of the 
dehydrogenase. 


hxp, 8 Reduction 

times 

Control (muscle incubated alone) 10 min. 

Inoubati^ with Cu-free GSSG 8 hr. + 

4- carbamate 8 hr. 4- 

Incubated with original GSSG 8 hr. + 4- 

Incubated with lOf^g. Cu 14 min. 


Other inhibitors influencing SH grouj>s 

Morgan & Friedmann [193S, 1] having shown that maleic acid by reacting 
with SH groups forms stable ad^tion compounds with thiolacetic acid, cysteine 
and glutathione, showed further [1938, 2] that it reacts with the fixed SH groups 
of proteins and therefore inhibits such enzymic activities as call for the integrity 
of these groups. Hopkins & Morgan [1938] having shown that the activity 
of the succinic dehydrogenase comes into this category, the first-mentioned 
investigators were led to study the effect of maleic acid upon it, finding that 
well-marked inhibition occurs [Morgan & Friedmann, 1938, 2]. They had pre- 
viously found however that interactions of thiols with the acid reach equilibria 
and do not proceed to completion. The following experiments confirm and 
extend their observations in the case of the succinic enzyme. 

Exp. 9 involved a comparison between maleic and fumaric acids. Of a washed 
muscle preparation 3 equal portions were incubated overnight, alone in phosphate 
buffer (control), in MjlO maleic acid and in MjlO fumaric acid respectively, 
aU at pH 7*4. Each portion was then submitted to the same treatment for 
a second time. They were then well washed at the centrifuge and their reduction 
times in the presence of succinate determined, 

Exp. 9 

Reduction times (min.) 


f ^ 

Once Twice 

incubated incubated 

Control 12 12 

Maleic acid 27 53 

Fumaric acid 13 12 


It is seen that the inhibition by maleic acid is marked but involves a slow 
reaction not going to completion. Fumaric acid has no effect upon the enzyme. 

Bapkine [1933] has shown that iodoacetic acid reacts with the SH group of 
proteins, and its influence as an inhibitor of the dehydrogenase was £soussed 
by Hopkins & Morgan [1938]. We have confirmed their results in finding that 
its action on the enz 3 une is a relatively slow process, increasing at any given 
concentration with the time of incubation. We have ourselves found that its 
effects are irreversible, not removed by washing the enzyme preparation or 
under the influence of GSH. In one experiment for instance involv ing the cus- 
tomary technique we fotmd that an untreated preparation with a reduction 
time of 12 min. gave, after incubation with Jlf/26 iodoacetic acid for 1 hr., one of 
120 min. ; and when afterwards incubated with GSH, 130 min. In another experi- 
ment, in which the control time was 12| min., the preparation after exposure 
to iodoacetic acid required 91 min. although it was first very thoroughly washed. 
The effects are strictly irreversible. 
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Proieciicm of the dehydrogeimae from the infltience of GSSO 

Malonic acid is well known as an inhibitor of the activity of succinic dehydro- 
genase and must therefore enter into some effective association with its active 
structure. We therefore investigated its ability to protect the enzyme from 
oxidation by GSS6. In experiments for this purpose it is important to know 
that malonate can be easily removed from its association with the enzyme by 
wasliing the tissue preparations which have been exposed to solutions containing 
it. Unless the concentrations are high this is the case after relatively few washings 
as shown by the following experiments. Two 0-5 g. portions of a muscle prepara- 
tion were placed in 2 ml. Af/lO malonic acid. They were incubated anaerobically 
for I hr., filtered off, and, in one case, the tissue was washed thrice on a linen 
filter before the reduction times were determined and in the other left unwashed. 
In the latter case the presence of the malonic acid on the surface naturally 
inhibited the enzyme. The control was an equal portion of the tissue incubated 
in buffer solution alone. The following reduction times were obtained. Control, 
15 min. ; treated with malonic acid and not washed, 61 min. ; washed sample, 
17 min. It is seen that the washed sample was nearly as active as the original. 
Although in some experiments we have first incubated the enzyme preparation 
with the malonic acid its association with the (mzyme is in fact established 
immediately (Exp. 11). 

The following experiments show that malonic acid can very complet/cly 
protect the enzyme from oxidation by GSSG. 

Exp, 10 shows that proU'ction occurs with very low concentrations. Latapie- 
minced washed muscle in portions of 0*5 g. was incubated for 2 hr. under the usual 
conditions with MjlO GSSG, respectively unprotected and protected by the 
presence of malonic^ acid in various concentrations. The following reduction 
times were obtained. 

Exp, 10 

Reduction 

times 


Original tissue untreated 

9 min. 

Incubated with GSSO unprotected 

2 hr. 30 min. 

with malonate Mjli) 

15 min. 

„ Jlf/50 

10 min. 

„ JIf/lUO 

11 min. 

„ JI//500 

11 min. 

„ J//1000 

13 min. 

„ if/5000 

17 min. 


It is clear that a large degree of protection is afforded by very low concentra- 
tions of malonate and that the effect decreases only slowly with a fall in these. 
It is probable that in the above experiment the tissue from the strongest ( Jf/10) 
solution was not quite adequately washed and the small amount of malonic 
acid still adhering somewhat increased the reduction time. 

Exp. 11 carried out with the same tissue preparation as in Exp. 10 shows that 
the formation of the association between malonic acid and the enzyme is a rapid 
process scarcely affected by a time factor. The tissue in J//50 malonic acid was 
incubated in Thunberg tubes with hollow turn-over stoppers containing if/lO 
GSSG. The latter was emptied into the tubes at successive intervals during 
incubation which in each case was afterwards continued for 2 hr. Tissue samples 
were filtered off and washed free from malonic acid before the reduction experi- 
ments were carried out. 
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Exp. 11 

Reduction 

times 

GSSG solution ^ 


added 

min. 

sec. 

At once 

13 

30 

After 5 min. 

12 

30 

After 10 min. 

14 

45 

After 30 min. 

14 

40 


Previous incubation is seen to have but little effect on the degree of protection 
from the influence of the GSSG. As shown in the protocol of Exp. 10 the reduc- 
tion time of this preparation after exposure to the GSSG solution alone for 2 hr. 
unprotected was 2 hr. 30 min. 

The following experiments illustrate further the efficiency of malonic acid 
in protecting the enzyme from the influence of GSSG. 

Exp. 12. In this equal samples of a muscle preparation were incubated for 
two successive periods of 3 hr. each respectively in J//10 GSSG alone and in the 
same with Jf/lO malonic acid present. A control sample was, as in all (experi- 
ments, incubated for similar periods in the buffer solution alone. After washing 
the following reduction times were obtained : 

Exp. 12 

Reduction times 

Control Ci min. 45 sec. 

Incubated with GSSG alone 5 hr. + 

In presence of maionate 8 min. 

Exp. 13. In this the muscle tissue used was passed twice through the Latapie 
mincer with the intention of increasing its permeability. The experiment was 
otherwise essentially the same in plan as the foregoing but, in the incubations, 
while the concentration of GSSG was the same, that of the malonic acid was 
only M/dO. The incubations were two, of 4 hr. each. Th(' tissues were* very 
thoroughly washed before the reduction times w(*rt» compared. 

Exp. 13 

Reduction 

times 

Control 8 min. 

Incubated with GSfcjG alone 5 hr. 30 min. 

In presence of malonatt* 9 min. 30 sec. 

Of 13a it need only be said that the procedure was similar, and the 
muscle preparation the same as in Exp. 13, hut the incubation times were shorter 
and the enzyme therefore not completely inactivated by GSSG. The reduction 
times were as follow : control, 9 min. ; after GSSG alone, 4 hr. ; after GSSG plus 
maionate, 9 min. 

The influence of substances, other than malonic acid, capable of protecting 
the succinic enzyme from the influence of GSSG was studied. Other dibasic 
acids displayed this property more definitely than other substances tried, among 
them, as might be expected, succinic acid itself, but also fumaric and malic; 
pyrophosphoric protects though generally less efficiently than the others. 

The results of Exp. 14 demonstrate such effects. A muscle preparation was 
inoubated for 4 hr. with GSSG solution alone, and also in the presence of the 
substances shown. All samples were thoroughly Washed. 
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Exp. 14 



Reduction 


times 

Q8SG alone 

3 hr. + 

With succinate Af/10 

4 min. 

With fumarate Mj\C 

3 min. 

With malonate MjlC 

4 min. 

W^ith pyrophosphate Af/50 

4 min. 


In this experiment, in which the enzyme preparation was exceptionally 
active, protection by all four substances was very complete. Other experiments 
have confirmed these results though, as stated, pyrophosphate has usually 
proved somewhat less efficient than the others. 

It seemed worth while to try the effect of a greater variety of possible 
protectors. In the following (Exp. 15) the GSSG and the other substances were 
all employed in M/IO solution. The incubation period was 4 hr. 


Exp. 15 


Original tissue (untreated) 
G»S8G alone 

Reduction 

times 

10 min. 

3 hr. 

With addition of: 

Acetate 

4 hr. + 

Phenylacetate 

4 hr. -f 

Malonate 

13 min. 

Hydroxymakmate 

20 min. 

dictate 

2 hr. 

Glucose 

1 hr. 

Sucrose 

2 hr. 


The monobasic acids other than lactic afford no prott*ction. The reason for the 
definite but relatively smaller protection by lactic acid and glucose lacks explana- 
tion. Hydroxymalonic is nearly as efficient as malonic acid itself. Except for 
these two, none of tht? substances tried is an inhibitor of the enzymic activity. 

Various authors have shown that the most efficient inhibitors of the succinic 
dehydrogenase activity are dicarboxylic acids [Quastcd & Wooldridge, 1928; 
Potter & Elvehjem, 1937 ; Leloir & Dixon, 1937]. Two acidic groups seem to enter 
into special relations with the enzyme. It was to be expected that inhibitors will 
also protect the enzyme from oxidation. 


Protection from the influence of GSU 

It was desirable to discover whether substances which protect from oxidation 
by GSSG also protect from subsequent reduction by GSH. In the following 
experiment a muscle preparation was first incubated twice with GSSG, and the 
succinic enzyme present proved to be completely inactivated. The tissue was 
then divided into portions of 0-6 g. each, and these were incubated, one sample 
with GSH idone, and others with the substances indicated below. The GSH 
was in Jf/10 solution, buffered as usual. It was placed in the hollow stoppers of 
Thunberg tubqs and added after the samples of oxidized tissue had been incubated 
anaerobically for ^ hr. with the materials under study. The samples were then 
washed and their reduction times determined. 

Succinic and fumario acids inhibit the reduction to some extent; the otheis 
not at all. That malonic acid protects from GSSG so completely and from GSH 
not at all suggests structural relations which may prove instructive. 

Biochem. 1938 xxxn 
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Exp, 16 

Reduction times 
min. 

Control (tissue untreated) 12 

Oxidized by GSSG <» 

Re-reduced by GSH alone 12 

GSH + succinic acid 19J 

+ malomcacid “ 13 

+ fumaricacid 17 

4 - pyrophosphoric acid 12^ 

Protection of the enzyme thiol groups from the influence of 0880 

When the nitroprusside test is used to (iompare the concentration of SH 
groups in active and inactivated preparations respectively it should be realized 
that a very low intensity in the test is compatible with activity. 

If SH groups are necessary for the activity of the succinic dehydrogenase*, 
and for this there seems to be strong and cumulative evidence, it is clear that 
malbnic acid and other protectors of the enzyme activity must prevent that 
group from being oxidized by GSSG. It is by no means easy to prove directly 
that this is the case, nor is it perhaps easy to picture a mechanism for such 
protection. Malonic acid, for instance, apparently establishes no special relations 
with thiol groups, so that the jjrotection must in any case be indirect. 

So long as we remain unable to isolate*, the tinzyme, e)r obtain preparations 
in which it is present in higher relative concentrations than in whole tissues 
merely washed, it is somewhat difficult to employ the nitroprusside reaction in 
proof that the SH groups proper to the enzyme itself have or have not been 
protected. They must represent but ^ minute portion of the thiol groups present 
in the tissue as a whole. That the active surface of the specific enzyme compared 
with the surfaces presented by disintegrated muscle must be exceedingly small 
cannot be doubted, and this seems to bci illustrated by the minute concentration 
in which malonic acid can protect the enzyme (Exp. 10). 

If the nitroprusside reaction given by a tissue sample which has been exposed 
unprotected to GSSG be compared with that given by a corresponding sample 
protected by malonic acid, though the activity of thfj enzyme is nearly lost in 
the former and intact in the latter, the reaction may bt* slight in both cases and 
a difficulty may be felt in deciding whether there is a significant difference 
l>etween them. It is however easier to distinguish if the two samples be extracted 
with trichloroacetic acid and th(^ test applied to the solution. It can be said 
definitely that in our experiments, though the difference may have been slight 
in some cases, it has always been more intense in a protected sample. It seemed 
desirable however to obtain some degree of quantitative evidence for this, and 
we have succeeded in doing so by incubating anaerobically with solutions of 
GSSG the samples to be compared. These were then titrated with very weak 
standard Ig in the presence of KI in order to determine the amount of GSH 
produced by the interaction between the protein SH groups in the tissue prepara- 
tion and the GSSG in solution. The quantities involved are doubtless too small 
for accuracy, but they allow of comparisons which are significant. 

In each of two experiments sufficient of a preparation of muscle was made to 
carry out the above treatment, as well as determinations of enzyme activity. 
It was incubated with GSSG anaerobically in large Thunberg tubes for adequate 
periods, with and without the presence of malonate. The respective reduction 
times showed, in each experiment, that in the absence of protection the enzyme 
activity had nearly disappeared, somewhat more completely in the first experi- 
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ment than in the second. It was fully preserved in the presence of malonate. 
After incubation as above the evacuated tubes were opened under a solution 
of trichloroacetic acid, the tissue was filtered off and the filtrates titrated with 
JV/5000 I 2 . The end points could be observed without difficulty. The following 
Ig equivalents are calculated in each case for 5 g. tissue preparation. 

ml. NfHOOO iodine 

A 

Exp. 1 Exp. 2 

Incubated with GSSG alone 1*2 7*8 

Incubated with malonate preacmt 16*0 19-5 

There seems to be no doubt that the enzyme SH groups are protected by 
malonic acid in some specific way. 

We may add that in an occasional experiment when treatment of the tissue 
with GSSG had made the nitroprusside reaction completely nt^gative the enzyme 
was found to lx* inactive. This result is relatively easy to obtain, as Hopkins 
& Morgan [1938] found, when heart muscle is the source of the enzyme. With 
the less jxu’meable preparations from skeletal muscle the treatment must be 
prolong(‘d and reix'aU'd. That the enzyme structure nevertheh'ss remains intact 
save for the disaf)i)earance of the SH groups may lx‘ showm by subsequent 
treatment with GSH when the* activity is fully restored. 

Oxidation of SH groups by alloxan 

Tt was shown by Purr [1935] that papain and cathepsin arc^ inactivated by 
alloxan owing to the fact that it oxidizes 8H groups in the structure of these 
enzymes. We have U^sted its effect on succinic dehydrogenase* and find that in 
adequate* concentration it inactivates it, the effect being reversible (though 
apjiarently not completely) under the influence of GSH. The presence of succinic 
acifl protects from oxidation by alloxan, but malonic giv(*s relatively very little 
protection. The following experiments illustrate these statements. It should 
be here remarked that the nitroj>russide test shows that alloxan oxidizes the 
SH groups of a muscle preparation very quickly, even in low concentrations 
(J//100, J//50). When used in J//10 solution it gives the familiar pink colour 
with the muscle protein which has been i*ecently studied by Lielxm & Edel [1932]. 

In the* following experiment a muscle preparation, made as usual, was incu- 
bated for 30 min. with 31/100 and 3//50 alloxan. Samples were well washed and 
their reduction times determined. The activity of the a-glycerophosphate enzyme 
was determined at the same time, so it is convenient to give the results here. 
Other samples of the oxidized material were washed and then incubated for 
1^ hr. with 3f/10 GSH, again washed thoroughly and submitted to reduction 
tests. In the protocol SD==the succinic and GLD = the glycerophosphoric 
enzyme. 

Exp, 1/ Reduction times 

min. 


Control untreated 81) 15 

GLD 8 

Alloxan Af/50 81) 60 

OLD 8 

Alloxan Ml 100 HD 56 

GLD 8 

OSH after alloxan if/60 8D 20 

GLD 8 

GSH after alloxan MflOO SD 22 

GLD 8 
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The glycerophosphoric enzyme is seen to be unaffected by alloxan at thxB 
concentration. GSH reverses its effect upon the succinic enzyme. Other experi- 
ments have given similar results. The following shows that the alloxan reaction 
is progressive with time. The preliminary treatment of the samples was the same 
as in the last case. 

Exp, 17 a MI50 alloxan Jlf/60 alloxan 

filtered off incubated 
Control immediately 30 min. 

Reduction times (min.) SD 11 15 60 

GLD H 4J 

Finally the following shows that as stated above the protection of the 
enzyme by succinic and malonic acids from oxidation by alloxan differs in an 
interesting way from the protection they afford from oxidation by GSSG. 
Succinic acid affords a considerable degree of protection, malonic very little. 

Reduction times (min.) 


Control 

10 

Alloxan alone 

35 

Alloxan + malonate 

26 

Alloxan + succinate 

14 


Alloxan in concentrations of the order of M/l 0 has effects on the enzyme which 
must be additional to the oxidation of thiol groups, and when incubated with 
it all the dehydrogenases we have studied lose much of their activity. 

II. Other dehydrogenases 

We have conducted experiments, precisely similar in kind to those of the 
previous section, with the a-glycerophosphate, lactic and malic dehydrogenases; 
also with the aldehyde mutase and alcohol dehydrogenase of horse liver (prepared 
by the method of Dixon & Lutwak-Mann [1937]) and with two enzymes of the 
oxidase type, namely the cytochrome (indophenol) oxidase and the xanthine 
oxidase. None of these enzymes is appreciably influenced by glutathione. 
Consistent with this is the circumstance that their activity, except for that 
of the liver aldehyde mutase, is not affected, or affected to a small extent only, 
by inhibitors which are believed to act by suppressing the influence of thiol groups. 

The experiments with the succinic dehydrogenase have been described in 
detail and those of the present section were essentially similar in all respects. 
The evidence can therefore be more briefly presented. To the lactic and malic 
enzymes cozymase was of course added when the reduction times were deter- 
mined. 

Effects of incvJbaiion with GSSG and GSH 

In the following table the results of several experiments are coDected. 


Reduction times (min.) 


Enzyme 

r 

Original 

GSSG 

alone 

GSSG with 
malonate 

> 

GSH 

Glycerophosphate 

6 

H 

6 

6 


10 

10 

10 

10 

Lactic 

3 

5 



-- 

*» 


r> 

4 * 


ft 


7 

7 


Lactic (from horse liver) 

20 

21 

— 

22 

Malic 

6 * 

H 



- , , 


9 

13 





In all cases the influence of GSSG was absent or negligible. 
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Effect of Cu 

The relatively small effect of Cu on the lactic dehydrogenase is illustrated 
in the following experiment. The preparation was not incubated with the metal 
but the effect was tested immediately after its addition. 

Reduction 

times 

min. 


Control ( + cozymase and lactate) 3 J 

With 5 f4g. Cu 4 

With 50 /ig. Cu 6 

With 5/ig. Cu ( + dithiodiethylcar hamate) 3} 

With 50 /xg. Cu ( + dithiodiethylcarbamate) 3| 


In the caseH of the lactic and malic enzymes the diCFerences between the effect 
of incubation with the GSSG preparation containing 10/xg. Cu in 100 mg. of 
GSSG (see previous section) and that with the Cu-free preparation were compared 
in exactly similar circumstances. The results should be compared with Exp. 7 
in which the same tissue was employed. 

Reduction time (min.) 

A 

f \ 

With lactate With malate 

Tissue incubated alone 2} 6 

With GSSQ containing Cu 5| 8 

With GSSG Cu-fwjo 2} 7* 

In one experiment with the glycerophosphate enzyme lO^tg. Cu were added 
to two equal portions of a tissue preparation, treated otherwise as usual. In 
one case the reduction time was taken immediately ; in the other the tissue was 
first incubated with the metal for 3 hr. The control was reduced in 7 min.; the 
sample with Cu, unincubated, 8 min.; the incubated sample 10 min. 

Effects of maleic and iodoacetic acids 

The following experiments illustrate the absence of appreciable inhibition 
due to maleic (and fumaric) acids. The results were confirmed in other cases. 

Reduction times (min.) 


Enzyme 

CSontroIs 

Maleic acid 

Fumaric acid 

Lactic 

3 

3* 

3 

Glycerophosphate 

4 

4 

4 

Malic 

14i 

16i 

Ui 


The following show that the same is true of iodoacetic acid even after ificuba- 
tion with ilf/50 solution for 1 hr. 

Reduction times (min.) 


Enzyme 

Control 

Incubated 
with I.A. 

Lactic 

H 

4 


H 

3* 

Glycerophosphate 

7 

10 


In this group of dehydrogenases, as will be seen from the various protocols 
given, in this section, the infiuence of glutathione is absent, or, in comparison 
with the case of the succinic enzyme, negligible. The glycerophosphate enzjTue 
has always shown remarkable resistance to the effects of the treatment involved 
in our experiments, its reduction times remaining constant at all s^es; the 
lactic and midic enzymes have proved somewhat less stable but it will be seen 
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that their resistance to glutathione is definite enough. Consistent with this, in 
proof that thiol groups ai*e not essential to their activity, is the circumstance that 
these enzymes are much less affected by (!hi than is the succinic enzyme, and, 
unlike it, are not affected by the irreversible effects of maleic and iodoacetic acids. 

The influence of glutathione on two other enzymes was tested, namely the 
aldehyde mutase and the alcohol dehydrogenase from liorse liver. In neither 
case did exposure to GSSG affect the activity though the mutase has been said 
to be sensitive to iodoacetic acid [Dixon & Lutwak-Mann, 1937]. 

Oxidases 

Experiments made with the Cu-containing preparation of GSSG describt*d 
in the previous section led us at first to believe that the xanthine ‘‘oxidase’’ 
resembled the succinic enzyme in its relations with glutathione. This however 
proved to be due to its great sensitiveness to Cu, a property which had been 
previously recorded by others [cf. Andersson, 1936J. Small amounts of Cu 
equivalent to that contained in the glutathione removed the enzyme activity 
to an equal degree. The effect of Cu is however reversible and completely removed 
by treatment with GSH. It would seem that this enzyme ma;v' prove not to be 
a typical oxidase, but at the moment it may b(^ left with the title. 

The cytochrome (indophenol) oxidase was also studied. Its activity was 
measured by using phenylenediamine as a substrate and also by testing spectro- 
scopically its ability to oxidize cytochrome. Its a(*tivity was found to b(* entirely 
resistant to the influence of GSSG. 


CYTOCHROMB-REntTCTlON METHOD FOR DETERMINING ENZYME ACTIVITY 

It is of interest in the case of those dehydrogenases which reduce the pigment 
to observe with a spectroscope the rate* at which the prominent bands of reduced 
cytochrome c appear when the oxidized form is added to a solution containing 


The spectrum of reduced cyctochrome c on adding the substrate became: 


Enzyme preparations 

Just visible after 

Fully doveloj)cd after 

treat^ with following 







\SD 






substances 

GLl) 

LD 

Sl> 

GLD 

LI) 

Control untreated 

At once 

At oni’C 

At once 

50 sec. 

20 sec. 

25 sec. 

GI8SG 

No bands 
at any time 

40 sec. 

50 sec. 

No bands 

1 min. 

3 min. 

,, then OSH 

At once 

At once 

1 min. 

20 sec. 

20 sec. 

2 min. 

„ Cu-free 

No hands 
at any time 

— 

— 

No bands 

30 sec. 

1 min. 

„ + malonate 

2 min. 

— 


4 min. 

— 

— 

„ + succinate 

5 min. 

— 

— 

7 min. 

— 



„ + pyrophosphate 

8 min. 

— 


13 min. 

— 

— 

Cu high concentration 

40 min. 

— 

5 min. 

Several 



10 min. 




hours 



Cu low concentration 

2 min. 

1 min. 

2 min. 

4 min. 

2 min. 

5 min. 

Alloxan lf/50 

60 min. 

1 min. 


2 hr. 

3 min. 


Iodoacetic acid JWT/SO 

22 min. 

2 min. 

2 min. 

1 hr. 

3 min. 

15 min. 

Iodoacetic* acid (muscle 

1 hr. 

— 

— 

Several 



in vivo) 




hours 



Maleic acid 

17 min. 

— 

— 

30 min. 

— 




* In this experiment iodoacetic acid was injected into the lymph sac of frogs. One hind limb 
was removed before the injection as a control, and the motor nerves to the muscles of the other 
limb were cut. When rigor was evident in the fdrelimbs the second limb was removed. The muscles 
in each case were then ground up with a little water and washed till free from haemoglobin, 
and the succinio dehydrogenase activity determined spectroscopically. In the control the cyto- 
chrome bands were fully established in 30 min. ^ 
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an enzyme and its specific substrate. It forms a check on the methylene blue 
results and is a convenient and rapid method for deciding whether an enzyme is 
present or absent, giving also approximate information as to the degree of its 
activity. It will be seen on examining the above table that results obtained 
with the methylene blue method are confirmed in every instance. The method 
of observation was of the simplest. A test tulx^ containing the enzyme preparation, 
suspended in phosphate buffer at pH 7*4 together with a moderate concentration 
of oxidized cytochrome c, was clamped before the slit of a fixed straight vision 
spectroscope with an adequate light source.^ A stopwatch was used and the 
times taken from the moment of adding the substrate (1) to th(‘ first observable 
appearance of the bands, and (2) to the establishment of their maximum intensity. 
The descriptions given in column 1 of the table will be understood from what has 
gone before. 

The follov^ing is an experiincmt in whi(^h was measured th(‘ O2 uptake by 
systems containing tissue preparations which had l>een previously treated with 
GSSG, unprotected and protected. One sample after oxidation was re-reduced 
with GSH. The substrate was succinate, and cytocihrome c was added to the 
system. The necessary cytochrome oxidase was present in sufficient concentration 
in the muscle preparations. Barcroft manometers: Oo uptakes are given in 
pi. per hr. : reduction times for the corresponding samples. 


Previous f roatni(*nt 


Reduction 

of tissue 

Og uptake 

times 

Original 

Incubated ^itli: 

280 

11 min. 

08SG alone 

0 

7hr.+ 

„ with inalonate 

210 

14 min. 

with succinate 

100 

19 min. 

with p\Topho8phate 
„ then GSO 

140 

16 ruin. 

310 

10 min. 


It will be seen that as measures of enzyme activity the two methods are in close 
correspondence. 

Addendum 

Location of the dedydrogenase in muscle 

We have found that if muscle tissue minced with the Latapie is thoroughly 
extracted with salt solutions as for the extraction of myosin etc", the extraction 
being continued until no trace of protein is present in a final extract, the frag- 
mented fibres, of which the majority when examined under the microscope are 
seen to be severed transversely, still show cross striation and — as we have re- 
peatedly observed — typical birefringence of the discs. That cross striation remained 
intact after continued extraction with NH4CI was observed by Danelewsky 
[1882]. That author believed — ^perhaps on not very convincing evidence — that 
a relatively high proportion of this “framework ” in their fibres was characteristic 
of muscles with the greatest functional activity. We have found that muscle 
tissue after exhaustive extraction with salts still contains succinic, a-glycero- 
phosphoric, lactic and malic dehydrogenases in relatively high concentrations. 

The saline extracts, unless they obviously contain dispersed colloidal particles, 
are found to display no dehydrogenase activity. The later extracts of a series 
of extractions can be obtained, after centrifuging, perfectly clear, and these 
are quite free from these enzymes though in the extracted residue their concen- 
trations are high. If the completely extracted tissue be now treated with, say, 
10 times its volume of N/lOO HCl, more protein is extracted and the final residue 
* The experiments with the lactic dehydrogenase were carried out anaerobically. 
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becomes gelatinous. It can however be centrifuged off in a high speed centrifuge 
and is then found to be inactive, as is also the protein extracted by the add. 
The framework structure of the fibres immediately disappears on treatment with 
HCl. 

It is tnie, to judge from methylene blue reductions, that the concentrations 
of the enzymes when compared with those in the original tissue are not increased 
proportionately with the removal of so large a proportion of the muscle substance 
(some 85% of the total muscle proteins), so that what happens during the pro- 
longed treatment is not entirely clear. The facts stated may be illustrated by the 
following experiment, typical of several made. 

Latapie-minced muscle (25 g.) was first extractcKl four times with 200 ml. 
NaCl (10%) and centrifuged after each extraction: the second extract stood 
overnight in the refrigerator. It was then extracted thrice with LiCl [Bate 
Smith, 1935; 1937]. The last extract contained no trace of protein. The final 
residue in which the fibres showed typical cross striation was washed and then 
centztfuged until freed as far as possible from water. Equal weights (0*6 g.) were 
used in determining the following reduction times, but the equivalence of this 
weight with that of the original minced muscle was not accurately known. 


Dehydrogenase 

Succinic 

a-Glycerophosphate 

Lactic 

Malic 


Control 

12 min. 30 sec. 
6 min. 

5 min. 30 sec. 
8 min. 40 sec. 


Reduction times 

Incubated 

GSSG 

5 hr. 

6 min. 
11 min. 
13 min. 


Ke-incu bated 
GSH 
10 min. 

6 min. 


It will be seen that the enzymes in the extracted tissue show the same relations 
as those always observed with tissue when simply washed with water. 

In a special experiment in every way similar to this the enzyme activity of 
the saline extracts was examined. The order of the extractions was the same as 
in the above. A sample of the fourth NaCl extract and one of the first LiCl extract 
were dialysed and in each case the precipitate which separated was centrifuged 
oflf, washed and tested for enzyme activity. The precipitate from the NaCl 
extract contained none of the succinic but very small amounts of the glycero- 
phosphate enzyme and doubtful traces of the others. That from the LiCl extract 
was pr^tically free from any activity. All the enzymes were present in the 
residue in concentrations comparable with those above. The supernatant solutions 
in the dialyser were fr«e from activity. 

It seems clear from the recent work of Weber [1934], Edsall & von Muralt 
[1930], Sate Smith [1933] and others that the protein which resists salt-extraction 
is maMy myosin itself, protected in some way from removal. In the nasa of 
Latapie-minced muscle it seems unUkeJy that this is due to the impermeability 
of the membranes, as the fibres are almost all broken across. Bate Smith [1937], 
who confirmed the presence in muscle of “globulin j:” a protein first described* 
by Meyer & Weber, is of opinion that some of this is associated with myosin in 
file residue after salt extraction (personal communication). It would be of 
interest, as he suggests, if, while myosin molecules form the basis of the contractile 
substances as is now generally admitted, the enzymes were associated with the 
above globulin which is in close relation with the myosin. 

The circumstance that during and' after the salt extraction the dehydro- 
^nases seem to remain confined to the residual structural framework while the 
degree of consequent increase in their concentration is not what would be 
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expected, calls for explanation. It is conceivable that denaturation changes 
fiuring the extractions may be in part responsible for this. 

In any case it is of interest to l^ow that enzymes controlling energy-yielding 
reactions exist in this close relation with the structural framework of the fibres. 

Discussion 

The experiments in this paper have fully confirmed those of Hopkins & 
Morgan in showing that the activity of the succinic dehydrogenase is completely 
removed when preparations containing it are incubated with GSSG and fully 
restored on subsequent incubation with GSH. Those authors showed that, in 
contrast, the a-glycerophosphate dehydrogenase is wholly unaffected by this 
treatment. We have extended the list of resistant enzymes by the inclusion of 
the lactic and malic dehydrogenases, the alcohol dehydrogenase and the aldehyde 
mutase from horse liver, xanthine oxidase and cytochrome oxidase. Rapkine 
[1938J has recently shown that the triosephosphate mutase from muscle may be 
inactivated by GSSG; but, to judge from our results, the succinic enzyme seems 
h'kely to prove the only typical dehydrogenase which undergoes this inactivation, 
and thei‘efore probably the only one which requires for its activity the integrity 
of the iSH groups in its specific protein structure. We have added to the evidence 
for the importance of such groups in the case of that enzyme by showing that Cu, 
maleic acid and iodoacetic acid, which are known or believed to react with thiol 
groups, are inhibitors of the enzyme, while having little or no effect on the activity 
of the other dehydrogenases tested. Of the above, Cu inhibits reversibly ; the two 
acids irreversibly. 

Nearly all our experiments have been made on skeletal muscle tissue, but 
Hopkius & Morgan showed that, so far at least as the effects of glutathione are 
concerned, preparations of the enzyme from cardiac muscle, kidney and liver 
behave identically. The evidence t^at these effects are due to oxidation and 
re-reduction of thiol groups is in any case strong, but we have perhaps added to 
it b}^ showing that the inactivation by GSSG involves a progressive chemical 
reaction with a somewhat high temperature coefficient (Exps. 1, 2, and 3). If 
the inactivation were due merely to the formation of some reversible association 
of GSSG with the enzyme in which the latter is inactive but which dissociates 
under the influence of GSH (this being perhaps possible though unlikely) its 
kinetics would not be of this Und. 

Alloxan, as an oxidant of SH groups, when in relatively low concentrations 
{Af/50, Jf/100) inactivates the succinic dehydrogenase. In contrast, at such 
concentrations it has no effect at all on the a-glycerophosphate enzyme (Exp. 17). 
At high concentrations (Jf/10), when it produces the characteristic pink colour 
with the tissue proteins, it exercises a less specific destructive effect on all the 
enzymes we have tested. If the concentrations used are of the lower order its 
effects on the succinic enzyme are reversed by reduction with GSH ; otherwise 
the reactivation is only partial. 

Cu is well known to react with thiol groups and it was to be expected that an 
enzyme of which the activity calls for the integrity of such groups in its structure 
would be inhibited by the presence of the metal. It proved easy to show that 
this is true of the succinic dehydrogenase. With adequate Cu concentrations 
the inhibition is complete and immediate. With tissue preparations however, 
such as have been generally used by others and by ourselves in studies of this 
enz3rme, certain difficulties arise in points of detail, and these were evident when 
the effects of varying the concentration of Cu were being studied. 
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Since Thunberg [1909] first demonstrated the existence of this dehydrogenase 
most experiments made with it, as well as those with other “insoluble “ dehydro- 
genases, have involved the use of whole tissues which were merely minced (or 
sometimes more completely disintegrated) and then thoroughly extracted with 
water. In any such preparation the specific protein of any one enzyme is in 
association with those of other enzymes, and, of course, also with a relatively 
very large proportion of indifferent tissue proteins. In numerous experiments 
this circumstance has proved to be of no consequence, as the literature of the 
subject shows. When, however, the significance of some detail in the specific 
enzyme protein is to be determined difficulties may intrude. When for instance 
Cu is added to sucli a tissue preparation it must be expected to react with the 
SH groups of the indifferent tissue proteins .present no less than with those 
proper to the enzyme, and, of course, the numter of the former present must 
relatively very great. Only a small fraction of the m(;tal added may therefore 
be effective. An added amount which, were it possible to work with the enzjnne 
in a concentrated form, might produce strong inhibition may with such tissue 
preparations have little effect. This was the case* with the lower concentrations 
of Cu employed in our exptiriments (10-20/xg. per g. tissue). Inhibition even with 
these was always to be observed, but it was slight. 

With adequate concentrations of Cu, which are relatively large (in the con- 
ditions of our experiments 300 /Ltg. for each g. muscle tissue), inhibition, as already 
stated, is immediate and complete?. With intermediate concc^ntrations (e.g. 
100 /Ltg.) it might seem from Exp. 5 that a time factor is involved in the process. 
This however is unlikely and it would seem rather that the nature of the enzyme 
preparation is again involved, and that a permeability factor intervenes. While 
with such concentrations the amount of Cu reaching the dehydrogenase itself 
may be adequate to induce noteworthy inhibition, it yet takes an appreciable 
time after its addition to the washed tissue to reach the enzyme surface. 

These various relations seem to call for comment, especially as they bear in 
a general way on the customary use of such tissue preparations. They do not 
however obscure the proof that the activity of the dehydrogenase can be com- 
pletely inhibited by Cu. On the other hand our experimtmts have shown that 
the lactic, malic and a-glycerophosphate dehydrogenases, in keeping with their 
resistance to oxidation by GSSG, are affected to a very much smaller extent 
by the presence of the metal. 

We had occasion in the experimental sectioii of this paper to point out 
that the GSSG used by Hopkins & Morgan [1938J and by ourselves in most 
experiments, owing to the method of its preparation contained a trace of Cu. 
The relative slight effect of this on the rate with which such preparations inactivate 
the succinic enzyme is discussed in the earlier section. That inactivation proceeds 
typically under the influence of GSSG in the complete absence of Cu is shown in 
Exp. 8. 

It should be noted that inhibition by Cu is reversible and is removed when 
the enzyme preparation is subsequently incubated with GSH (e.g. Exp. 6). 

We have confirmed the results of Morgan & Friedmann who having found 
that maleic acid and SH-compounds interact to form stable addition compounds, 
showed that the acid also reacts with the SH groups of proteins and thus inhibits 
the activity of succinic dehydrogenase. This inhibition is not complete, as an 
equilibrium is earlier reached. We have found however that maleic acid fails 
to inhibit appreciably the activities of the lactic, glycerophosphate and malic 

enzjmies, and the same is true — ^at least under the conditions of our experiments 

of iodoacetic acid. 
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It seemed probable that substances which inhibit the succinic dehydrogenase 
must enter into such relations with the active structures of the enzyme as would 
make them capable of protecting it from oxidation. Malonic acid proved to be very 
effective in such protection. A tissue preparation exposed to GSSG and malonic 
acid is found, after being washed free from the acid, to have lost none of its 
original activity. The protection is exerted with very low concentrations (Exp. 10), 
much lower than those necessary for the inhibition of the succinic dehydrogenase. 

Other efficient protectors are the dicarboxylic acids, succinic acid itself, for 
instance, and fumaric acid. This is in keeping with what is known as to the nature 
of the compounds which most readily inhibit the enzyme; two acidic groups 
Ixung usually necessary. Pyrophosphoric acid also protects with somewhat less 
efficiency. It is of interest to know that Rapkine (personal communication), 
studying the inhibition of yeast fermentation by iodoacetic acid, has found that 
the al)ove-mentioned dicarboxylic acids (though also lactic and glycollic acids) 
pi*event this inhibition. He has come to the conclusion that this is because they 
may protect thiol grou})s which at some stage are essential for the fermentation 
process. 

As bearing further on the proof that SH groups are essential to the activity 
of the succinic (mzyme we endeavoured to obtain direct evidence that these 
groups remain intact when preparations are protecttnl on the above lines. This 
again is mad(^ difficult by the circumstance that these groups, as present in the 
indiflF(*rent tissue protoins, are so greatly in excess of thos(^ wdiich can belong to 
the enzyme itself. Some evidence for such protection which seems satisfactory 
has howcjver been obtained and is described above. 

With the evidence now available the significance of thiol groups in the activity 
of the succinic dehydrogenase scarcely admits of a doubt. In this respe(‘t the 
enzyme stands alone among the typical dtdiydrogenases so far studied, and 
it seems probable that its case is unique. It is remarkable that it thus shares 
a character with certain hj^drolases while differing from (mzymes with functions 
analogous with its own. This will add Intercast to future endeavours to discover 
the mechanism of its action. 

Summary 

While the succinic dehydrogi'iiase is inactivated by incubation with GSSG 
and its activity restored by subsequent incuibation with GSH this treatment has 
no effect on the other dehydrogenases studied. 

Alloxan in low concentrations, as an oxidant of SH -groups, inactivates the 
succinic enzyme but not the other dehydrogenases. 

The succinic enzyme is inactivated by Cu and by maleic and iodoacetic acids; 
substances which reac^t with SH groups. They have little or no effect on the other 
enzymes tested. 

Malonic, succinic and fumaric acids protect the succinic dehydrogenase from 
the influence of GSSG. 

The experiments described support the view that the succinic dehydrogenase 
requires for its activity the integrity of SH groups in its structure while this is 
not the case wdth other typical dehydrogenases. 

When muscle tissue is exhaustively extracted with salt solutions dehydro- 
genases remain active in the residual structure of the fibres, which still shows 
cross striation and birefringence. 

This research was assisted by a grant to one of us (F. G. H.) from the Medical 
Research Council. 
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Note added on 10 October, 1938. After the pa{>er had been read in proof our 
attention was called to a publication by v. Euler and Hellstrom (Ark. Kemi 
Min. Oeol. 1938, 13 B, 1) in which it is shown that oxidation by ferricyanidc 
reduces the activity of the succinic dehydrogenase which reduction by hydro- 
sulphite increases. This paper has now appeared in the current number of 
Hoppe-Seyl. Z. (255, 159). 
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(Received 25 Av^gust 1938) 

When terpenes (or their derivatives) are administered to animals, a considerable 
proportion is excreted as hydroxy derivatives conjugated with glucuronic acid; 
for example, 80 % of borneol is conjugated in this way in man [Piyde & Williams, 
1936], It was from the conjugated glucuronides formed after the feeding of 
camphor to dogs that d-glucurone was first isolated [Schmiedeberg & Meyer, 
1879; cf. Jaffe, 1878], Conjugation with glucuronic acid does not, however, 
account for all the terpene administered and it is probable that some portion 
undergoes complete oxidation. This work deals only with the conjugation. 

The main objects of the present investigation were to find out whether the 
o[)tical (enaiitiomorphic) and geometrical isomerism of the menthols (3- 
menthanols) influenced their conjugation with glucuronic acid in the body and 
whether the feeding of a dZ-menthol resultcid in the excretion of a conjugated 
glucuronide containing more of one antipode than the other. 

The conjugation of menthol and immenthol 

It has already been shown by Quick (1932] and by Williams [1938] that 
(conjugation can be influenced by position isomerism, i.e. 0 -, w- and p^suh- 
stitution. The terpene alcohols, the menthanols, exhibit three types of isomerism, 
namely structural (e.g. 2-menthanol and 3-menthanol), geometrical (e.g. 
menthol and isomenthol) and optical isomerism (e.g. d- and Z-menthol). The 
present investigation deals with the 3-menthanols alone. Four^ of these are 
theoretically possible, each occurring in d-, I- and dJ-forms [Simonsen, 1931]. 
Only two have been available and these are menthol (I and II) and isomenthol 
(III). The forms used were I- and di-menthol and d- and di-isomenthol. , 
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The mean percentages of these substances conjugated with glucuronic acid in 
the rabbit under standard conditions (dose 1 g./tg.) are summarized in Table I. 
The calculated values for d-mcnthol and {-t\9omenthol are also shown. 

Table I. The percentage conjugation of menthol and immenthol with 



glucuronic acid 


Menthol 

% conjugated 

isoMcnthol 

% conjugated 

/- 

48 

U 

4.') (calc.) 

dh 

.'>9 

d/- 

r>r> 

d- 

70 (calc.) 

d- 

65 


Table I shows that there is only a slight difference between the conjugation 
values of menthol and i^omenthol provided that similar forms are compared, 
but there is a pronounced difference between those of their optical antipodes. 
The conjugation of either of the d-antipodes is nearly 50% gr(‘ater than that of 
either of the /-antipodes. The conclusion is therefore drawn that the conjugation 
of these two menthanols with glucuronic acid in the rabbit is little influenced by 
their geometrical isomerism but considerably affected by their optical isomerism.’ 
Further, the menthanols possessing thcd-configurationare more (easily conjugated 
and therefore presumably more resistant to biological oxidation than those of 
the /-configuration. 

The asymmetric^ cx>njugation of dl-menthol and dlAmrneniJvol 

Since one optical isomeride is conjugated to a greater extent than its enantio- 
morph, it follows that on feeding an optically inactive ^/-mixture, th(' cxcrctc'd 
glucuronide should contain more of one isomeride than of the other. It has 
already been shown qualitatively that after feeding d/-borneol, dl-isolmninA 
[Hamalainen, 1909], dZ-menthol [Jacobsohn & da Cruz, 1929: 1930] or dl-p-sec- 
butylphenol fFroraageot, 1929], these compounds are excreted in conjugated 
forms which contain untjqual amounts of the original d- and /-compounds. 
Administration of d/-camphor also results in the exci'otion of an optically aiitive 
campherol [Meyer, 1908], but in this case the result may be complicated by the 
fact that at least two campherols (3- and 5-hydroxy camphors) are formed after 
the feeding of camphor to dogs [Asahina & Ishidate, 1928]. It has also been 
shown fPryde & Williams, 1934] that when commercial d-borneol is fed to dogs, 
the borneol excreted in conjugation with glucuronic acid contains a greater 
proportion of the d-isomeride than that fed. None of this work was quantitative, 
since no estimations were made of the extent of conjugation of either of the 
optical antipodes or of the d/-compound itself. Further, conjugated glucuronides 
such as d-menthyl-jS-d-glucuronide and /-menthyl-jS-d-glucuronide, are not 
optical antipodes and therefore fractional crystallization is possible during the 
isolation of the mixed glucuronides after the feeding of a d/-compound. Hence 
the amount of each isomeride in the compound isolated may depend to some 
extent on a difference in solubility between the two glucuronides. Table I shows 
that d-menthol is conjugated to greater extent than /-menthol; if d/-menthol 
behaves in the body as a simple mixture of equal proportions of d- and /-menthol, 
then the excreted glucuronide after feeding d/-menthol should contain more 

1 The term “optical isomerism” is here used in the limited sense of “enantiomorphism”. All 
the geometrical isomerides of 3-menthanol possess, in addition to a cyclic structure, three asym- 
metric carbon atoms wid are opticaUy active. They are therefore, broadly speaking, optical 
isomerides, but they are are not all enantiomorphs. 
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d-menthol than 1-. From the figures in Table I it can be calculated that the 
menthol recovered after the administration of dZ-menthol should have fajx) 
about +10® in alcohol (taking menthol as [a]/) ±50® in alcohol), i.e. about 60% 
d- and 40 % /-. In duplicate experiments values of + 14-4® and + 12-8® (in alcohol) 
were obtained and these figures correspond to d- 64%, /- 36% and d- 63%, 
Z- 37 % respectively. A similar argument can Ikj ai)plied to d/-Z^#omcnthol, the 
calculated value of the rotation being about +5® (in alcohol) which corrt^sponds 
to 59% d- and 41 % Z- (Z^omenthol has [a]i>±26® in alcohol). The figures found 
experimentally with Z^omenthol were +6-3® (i.e. 62% d- and 38% Z-j and +5*8® 
(i.e. 61% d- and 39% Z-). The optical measurements are therefore in fair 
agreement with values cahiulatiMl from the chemical analyses quoted in Table I 
(see also Table III). 

d -iso Mfinthyl-^-d -glncuronide 

During the progress of this work a new conjugated glucuronie a(;id has been 
isolated from the urine of rabbits following the administration of d-i.9omenthol. 
The probable structure of this product (d-i«omenthylglu(^uronide) is shown in the 
accompanying formula (IV'). A description of the acid and some of its derivatives 
is given in the experimental section. 



It has also bt^en found that dZ-menthol and dZ-i<?omenthol give good yields of 
their respective glucuronides w^hen fed to rabbits. This suggests their possible 
use as profitable biosynthetic sources of glucuronic acid [cf. borneol, Quick, 1927]. 

Experimental 

Female rabbits, fed on a diet of 100 g. cabbage and 50 g. bran a day, were 
used under conditions similar to those already described [Williams, 1938]. 
dZ-woMonthol,' Z- and dZ-menthols were fed in warm water emulsions and 
<Z-Zsomenthol in aqueous suspension by stomach tube. The urine was collected 
for 2 days and analysed for eonjugatod glucuronic acid by ether extraction in a 
smalt continuous extractor (extracting 10 ml. urine in 3 hr.). The ethereal extract 
was evaporated and the residue hydiolysed by acid and then neutralized. The 
free glucuronic acid was estimated with Benedict reagent by the Quick method 
[1925], The Benedict reagent was standardized against analytically pure 
^«iaomenthylglucuronide, H 2 O, and glucose. The ratio of the amounts 

of glucuronic acid and glucose requin^ to reduce a given volume of Benedict 
reagent was 1'098 (calc. 1*077). The experimental results for the percentage 
conjugations of the 3-menthanols are given in Table II, whilst the average figures 
are given in Table I. 

^ Rotatioiu: [«]d in aloohol: Z*menthol (B.D.H.), -50*6° (c = l*4); (Z-«>omenthol (Howard, 
Ilford), +26*2° (c = l*0); dZ-menthol (Howard, Ilford), 0°; dZ-»«omenthol (Howard, Ilford), 
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Table II. The percentage conjugations of menthol and iBomenthol with 

glucuronic acid 

Wt.of 




rabbit 


Glucuronic 

Menthol 

Menthol 


Rabbit 

(kg.) and 

Urine vol. 

acid 

conjugated 

conjugated 

Substance 

no. 

dose (g.) 

ml. 

g* 

g* 

% 

{-Menthol* 

2 

2 

224 

0*996 

0*801 

40 


5 

2*4 

367 

1*393 

1*120 

47 


6 

2*4 

358 

1*582 

1*273 

53 


2 

2 

265 

1*345 

1*081 

54 

dZ-Menthol 

1 

2 

248 

1*614 

1*217 

61 


2 

2 

199 

1*458 

1*173 

59 


3 

2 

254 , 

1*444 

1*161 

58 

d-isoMenthol 

1 

2 

224 

1*743 

1*402 

70 


2 

2 

273 

1*567 

1*260 

63 


1 

2 

307 

1*511 

1*214 

61 

c{{-{soMenthol 

2 

2 

314 

1*484 

1*194 

60 


1 

2 

216 

1*364 

1*097 

55 


1 

2 

190 

1*226 

0*986 

49 


* In two experiments with {-menthol Quick [1024-1 found values of 42 and 47*5%, the dose 
being 2 g. 

Experiments on asymmetric conjugation 

{a) dl-Menthol. A rabbit was given 3 g. of ^{{-menthol in warm water by 
stomach tube and the urine collected for one or two days (see Table III). The 
urine was made slightly alkaline with NH 4 OH and the precipitate of ])hoHphates 
removed. To the filtrate solid {NH 4 ) 2 S 04 (50 g./lOO ml.) was added and the 
whole boiled and filtered. The filtrate was kept in the refrigerator overnight. 
The crystalline precipitate of ammonium menthylglucuronate was separated, 
dried in vacuo and weighed. This salt was then hydrolysed by boiling under 
reflux for 1 hr, with 10 % H 2 SO 4 . The hydrolysed solution was steam-distilled 
and the distillate cooled in ice. The solidified menthol was collected from the 
distillate, carefully dried with filter paper and weighed. The m.p. of the recovered 
menthol was 25-28®. Its specific rotation was measured in absolute alcohol (see 
Table III). 

Table III. The recovery of menthol and isomenthol from urine, after the 
feeing of their Al-forms 

Menthol 

Menthol from 
recovered eteam 





Urine 

Menthol 

inNHg 

distilla- 



Rabbit 

Substance 

Dose 

vol. 

recoverable 

salt 

tion 


Wo 

no. 

fed 

g* 

ml. 

g* 

g* 

g* 

Wd 

calci 

6 

{{{-Menthol 

3 

202* 

1-77 (69%) 

1*6 

1*5 

+ 14*4*^ 

+ 10" 

3 


3 

300t 

1*77 (69%) 

1*6 

1*3 

+ 12*8'* 


4 

({{-isoMenthol 

2*6 

222* 

1*4 (650/^) 

1*2 

1*0 

■h6*3° 

+ 5" 

5 


3 

197* 

1-7 (65%) 

1*7 

1*6 

+ 6*8" 



* In 1 day. ^ In 2 days. Rotations in absolute alcohol. 


(6) di-iBoMenthol. The procedure used was the same as for dl-menthol except 
that the filtration after adding (NH 4)^04 was omitted. This omission was 
necessary since ammonium taomeitthylglucuronate would not completely re- 
disBolTe in the boiling urine after the addition of The tecovered 

MOpienthol had m.p. 40-42° (see Table III). 
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d-hoMenthyl'P-d-gliicuronide and its derivatives 

<2-e«oMenthylglucuromde can be isolated from urine directly as the free acid 
or, after precipitation with {NH4)2S04, as the ammonium salt. 

(а) Isolation as free acid. The isolation of the free acid is an exceedingly 
simple procedure, since the compound is precipitated from the urine when the 
latter is acidified. Rabbits were given 2-3 g. of d-i«omenthol with water by 
stomach tube. The excretion of the glucuronide was practically complete within 
24 hr. The urine was collected after one or two days and, after filtering through 
cotton wool, was made strongly acid with 20% (wt./wt.) H2SO4 (25 ml. acid to 
100 ml. urine). Warming to 40® accelerates the separation. The glucuronide 
began to separate immediately and the process was complete after several hours 
in the refrigerator. The compound was then filtered under suction, washed with 
water and dried. In most cases the crude glucuronide had a pinkish colour due 
to urinary pigments, but in some cases an almost pure white product w/is 
obtaiiu^l. One recrystallization from hot water (charcoal) gave a white crystal- 
line product, M.p, ca, 120®. The vield was 0*7 g. per g. of d-i«omenthol fed (see 
Table IV). 

(б) Isolation as ammonium salt. The urine was made slightly alkaline with 
ammonia, boiled and the precipitate of phosphates removed by filtration. To 
the filtrate solid (NH4)2S04 was added (30 g./lOO ml.) and the solution boiled. 
Immediate precipitation of the ammonium d- /moment hylglueuronak^ took place 
and the process was (ioinpleted in the refrigerator. The crude salt was then 
s(»parated and dried. The yield was 1*2 g. per g. of d-iwrnenthol fed. The 
r(‘<jovery of mattTial was Ix'tter than by the first method (see Table IV). 


Table 1\^. The recovery of d-immerdhylglucimmide from urine 


flabhit 

I)<we 

Yiolfl as 
free a <* 1(1 

Rabbit 

1 )os(* 

Vield of 
XH, salt 

no. 


P- 

no. 


P- 

1 

2 

]'6 

0 

2o 

30 

] 

2 

1-4 

i) 

2r) 

2-8 

2 

2 

[0 

7 

2-5 

3-2 

4 

6 

2<j 

2-.*5 

1-75 

1-8 





d-moMenthyU^-d-glucuronide, The crude glucuronide after two recrystalli- 
zations from a large volume of hot water was obtained pure. It forms long fine 
matted needles, m.p, 126® (corr.); it is very sparingly soluble in cold water, but 
easily soluble in hot water, ethyl alcohol, methanol and ether. It crystallizes 
from water with IHgO and has [a];f — 43*2® (c=l*2 in abs. alcohol). (Titration: 
114*75 mg. required 16*48 ml. of 0*0198 xV NaOH ; calc. 16*55 ml. Found: 0, 
54*75; H, 8*6; H^O, 5*0%. HgO requires C\ 54*8: H, 8*6: HgO, 5*1 %.) 

Ammonium d-isomenthyUp-d-glmurona,te. The crude ammonium salt was 
purified by dissolving in, hot water, filtering and precipitating with (NH4)2S04. 
Three such treatments gave an analytically pure salt as glistening plates. The 
salt was anhydrous and had —41*1® (c= 1*3 in water). (Found: N, 4*02%. 
C16H31O7N requires N, 4*01 %.) 

Osmium d-iBomenthyUP-d-glucuroncUe, Aqueous solutions of the ammonium 
salt gave amorphous precipitates with soluble Cu, Fe, Zn, Ag and Co salts. On 
addi^ aqueous CdCJlj to a solution of the above ammonium salt and slightly 
warming the mixed solutions, an insoluble crystalline cadmium salt separated 
as shining platelets. (Pound: Cd, 14*7%. (Cj4H2707)2 Cd requires Cd, 14*5%.) 

Bioohem. 1938 xxxn 1 18 
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Hydrated cadmium salts of i-menthylglueuronide have been prepared by Fromm 
& Clemens [1901], but the present compound was anhydrous and lost no weight 
at 110^ 

The recovery of conjugated glucuronic acid after the feeding of d\-menthol 

and dUieomenthol 

By using the (NH 4 )aS 04 precipitation method already described, good yields 
of crude ammonium menthyl- and isomenthyl-gluouronates can be obtained from 
the urines after feeding the ii-compounds. The yields were 1*1 to hi g. per g. of 
the dl-mcnthanols fed (see Tabic V). 

Table V. Yields of glmuronides after dt-menthol and dhieomenthol 





Yield of crude 



Du 86 

NH 4 salt 

Exp. 

Substance 

g- 

g* 

1 

({^Menthol 

3 

41 

2 

$9 

3 

3*3 

3 

99 

2 

2'5 

4 

(//-MoMenthoI 

2-5 

30 

5 


3 

4.4 


These ammonium salts are of course mixtures containing more of the 
glucuronides of the d- than of the Z-isomerides. 

The glucuronide after feeding dhmenthoL Some of the crude ammonium salt 
obtained after feeding d2-menthol was further purified and converted into the 
free acid by adding the requisite amount of dilute HCl. The free acid was 
recrystallized from hot water, crystallization bt*ing accelerated by adding a little 
dilute HCl to the cooled solution. One purified specimen had m.p. 103-104'^ and 
— 41*8° (c = 2 in alcohol) (pure Z-menthylglucuronide has [a]/?— 106"' in 
alcohol [Fischer, 1910]). Like the pure J-derivative this mixture crystalliztss 
with 1*5 H^O. (Titration : 108«6 mg. required 15*10 ml. of 0*01994 N NaOH ; calc, 
for CiflHagO^, 1*5 H^O, 15*17 ml.) 

The glucuronide after di-\eomerUhol, A specimen of the crude ammonium salt 
recovered after the feeding of d{-t\'7omenthol was subjected to two further 
recrystallizations from hot half-saturated (NH 4 ) 2 S 04 solution. The purified 
material had [a]^,f -■54*4'^ (c==l*6 in water); pure ammonium d-isomenthyU 
glucuronate has [alx) — 41° (in water). 

It must be pointed out, however, that d- and i-mcnthyl- (or -womenthyl-) 
glucuronides are not optical antipodes and therefore the purification of the mixed 
free acids or ammonium salts will result in some measure of fractional crystalliza- 
tion. The measured specific rotations will therefore be somewhat variable. 
Experience gained in this work shows that the i-compounds are more soluble 
than the d-monthylglucuronides. The separation of the 2- and d-menthyl- 
glucuronides is being further investigated. 

Summary 

1. The extents of conjugation of the geometrical isomerides, menthol and 
{^omenthol, with glucuronic acid in the rabbit are almost identical, provided 
that similar optical isomerides are compared. The optical isomerides (enantio- 
morphs), d- and Z-menthol and d- arid /-womenthol show pronounced differences 
in conjugation, the d-compounds conjugating to nearly a 50% greater extent 
than the U. 
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2. Asymmetric conjugation with glucuronic acid takes place when dZ-menthol 
and dl-isomenthol are fed to rabbits. The menthol and i^omenthol recovered 
from the urine have positive rotations which agree with the values calculated 
from the percentage conjugations of the separate d- and Msomerides. 

3. The preparation and properties of d-womenthyl-jS-d-glucuronide and of 
two of its derivatives are described for the first time. 

4. It is suggested that dZ-menthol and dl-isomenthol can be used as profitable 
sources of biosynthetic glucuronic acid. 

The dZ-menthol, d- and dZ-»^omenthol used in this work were supplied by 
Messrs Howard and Sons, Ltd., Ilford. 
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CCXL. STUDIES IN THE SECRETION 
OF MILK FAT 

h THE EFFECT OF INANITION ON THE 
BLOOD LIPOIDS OF THE 
LACTATING COW 

By JAMES ANDREW BUCHAN SMITH 
From The Hannah Dairy Research Institute^ Kirkhill, Ayr 

(Received 31 August 1938) 

Durestq the past few years the work of Untzel [1934J, Blackwood [1934], 
Graham et ah [1936] and Maynard et ah [1938], based on the principle of simul- 
taneous arterial and venous blood sampling, has shown that the only lipoid 
fraction of the blood used by the mammary gland for milk fat prcxluction is the 
neutral glyceride fraction and not that comprising the phosphatides or eholesteryl 
esters. At first sight this might seem to suggest that for the secretion of milk fat 
the gland simply selects from the blood the particular type of glycerides which 
it requires and that these are then allowed to diffuse into the milk. But it is 
clear from the peculiar composition of the fat itself and also from the fact that 
the respiratory quotient of the actively lactating mammary gland has now been 
found by Graham el ah [1938] to be considerably greater than unity, that more 
complex processes such as the synthesis of fat from carbohydrat(‘8 are also un- 
doubtedly involved. It would therefore appear that there are at least two main 
precursors of milk fat in the blood, the neutral glycerides on the? one hand and 
some form of carbohydrate material on the other, and so it seems reasonable to 
suppose that the composition of the milk fat produced by an individual animal 
at any particular time will depend on the extent to which each of these pre- 
cursors contributes towards its production. It was felt that further evidence* 
regarding the biochemical and physiological processes involved in milk fat 
secretion might be obtained by a detailed study of both the blood and milk fats 
of animals kept under such experimental conditions as would be expected to 
alter the proportions in which thest^ two precursors were used by the gland. One 
possible method of achieving this end would be to cause in some way a marked 
alteration in the lipoid concentration of the blood of the cow in the hope that an 
increase or decrease in the level of triglycerides in the plasma would considerably 
alter the proportion of the milk fat arising from this particular fraction of the 
blood. Consequently, it was decided to investigate the problem by experiments 
involving inanition and certain other procedures which might be expected tp 
cause a considerable alteration m the relative availabilities of the two precursors. 
The present paper and the communication which follows it are concerned only 
with the inanition work, the first dealing exclusively with the blood lipoids and 
the second with the milk fat. The effect of inanition on the general composition 
of the milk has already been discussed by Smith et ah [1938]. 

( 1866 ) 
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Experimental 

The blood and milk fat samples analysed in the present work were obtained 
in the course of an experiment undertaken by Dr S. Morris to determine the 
effect of inanition on the metabolism of lactating and non-lactating ruminants. 
The animals used were three non-pregnant Ayrshire cows in the sixth to seventh 
month of their lactation period. After a few weeks, during which they had been 
receiving a normal well-balanced diet, food was withheld from two of them for 
a period of 12 days, after which fn^e access to food was again permitted, water 
being given freedy at all times. Under these circumstances Cow no. 1 appeared 
to present a cas(' of simple inanition throughout the 12 days, but with Cow no. 2 
severe symptoms of milk fever occurred in the second day of the fast, and although 
they rapidly disappeared after inflation of the udder, their occurrence must be 
taken into consideration as a possible complicating factor. For Cow no. 3 the 
experiment was discontinued on the seventh day of the fast because by that time 
the condition of the animal was not satisfactory, a fact which may well have been 
due to a marked dc^ficiency in depot fat as revealed by subsequent post mortem 
examination. At suitabh* times before, during and after inanition, blood samples 
were taken from one of the mammary veins, and composite daily milk samples 
were collected for the isolation of the fat. 

Extraction of the blood, lipoids 

About 20() ml. of blood were centrifuged for 45 rain, and the plasma was 
s(‘parated from the corpuscles. The plasma was then allowed to drop in a fine 
stream into about 15 volumes of alcohol-ether (3 : 1), the amount of solvent 
made up to 20 volumes and the mixture left for a few hours at room temjx^rature 
with occasional shaking. It was then filtered, aliquots of the filtrate were 
removed for the colorimetric estimation of phosphorus and a known volume of 
the filtrate, usually about 2 1., was reduced to drjmesa on a water bath in vaevo 
under an atmosphere of nitrogen. The residue so obtained was extracted several 
times with chloroform and the extracts were filtered from the relatively large 
amounts of blood inorganic salts which accumulated at this stage. The corpuscles 
were similarly treated except that they were first mixed with an equal volume of 
water to cause haemolysis and the mixture was finally made up in 25 volumes of 
alcohol-ether. 20 volumes of solvent were used for the plasma and 25 for the 
corpuscles, since it has recently been shown by Boyd [193G, 1, 2] that these are 
the minimum proportions which can Ix' used with safety if the fat extraction in 
both cases is to be as complete as possible. 

Analysis of the blood lipoids 

Owing to the fact that the volume of blood available in most animal experi- 
ments and also the concentration of lipoids in the blood are both so exceedingly 
small, accurate analvsis of the blood lipoids has always been a matter of con- 
siderable difficulty. ^ In the present work, for reasons outlined lattu*, it wa« 
decided not to employ any of the usual micro methods, but rather to take blood 
samples of such a size (about 200 ml.) that the ordinary standard macro pro- 
cedures, suitably adapted for use with unusually small amounts, could be appue 
to the resulting Upoids. This was possible in the present work since the with- 
drawal of such large samples of blo^ is without ill effect on the cow. lor every 
sample, therefore, fatty acids and total unsaponifiable matter were determned 
by direct weight, cholesterol by weighing the digitonide, iodine values by the 
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Fig. 1. The effect of inanition on the lipoid phosphorus content of the blood. 
• — • Cow no. 1. 0 — © Cow no. 2. A — A Cow no. 3. 


Table I. The. analytical data for the corpuscle lipoids (mg./JOO mL) 

Cholesterol 

Total fatty acids Total content of 

Days of 

r 

- A .. 



unsaponiliable 

(Cholesterol 

unsaponiffable 

fast 

Wt. 

i.v. Mol. wt. 

(V>w no. 1 

matter 

matter 

Before 2 



63 

354 

— 

— 



1 

374 

60 

360 

227 

183 

81 

0 

400 

63 

379 

222 

186 

84 

During 5 

381 

60 

367 

225 

186 

82 

10 

406 

59 

349 

222 

192 

86 

11 

350 

60 

363 

216 

186 

86 

After 28 

355 

63 

359 

217 

174 

80 

30 

363 

62 

342 

Cow no. 2 

1H8 

165 

88 

Before 8 

388 

67 

380 

228 

190 

83 

5 

404 

65 

363 

207 

180 

87 

1 

400 

67 

377 

215 

183 

85 

During 2 

397 

66 

391 

236 

200* 

85 

6 

372 

61 

341 

214 

178 

83 

8 

386 

56 

— 

220 

176 

80 

12 

371 

59 

35<» 

205 

188 

91 

After 38 

362 

59 

367 

201 

167 

83 

40 

378 

62 

340 

213 

171 

80 

44 

371 

60 

359 

Cow no. 3 

222 

172 

78 

Before 2 

432 

64 

336 

207 

196 

95 

1 

413 

63 

398 

216 

187 

88 

0 

408 

64 

334 

206 

193 

04 

After 6 

389 

59 

364 

214 

196 

92 


♦ Day on which Cow no. 2 suffered from milk fever. 
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bromine absorption method and molecular weights by titration. Many pre- 
cautions are necessary if accurate results are to be obtained, but as it is hoped 
that a separate communication on the details of the procedure will shortly be 
published, only the barest outline of the methods need be recorded here. 

CorpmcUs. As the corpuscle lipoids consist almost entirely of free cholesterol 
and phosphatides it was felt that nothing would be gained by the preliminary 
separation of the phosphatides. The solvent was therefore removed from the 
chloroform solution, obtained as already described, and the residue saponified 
directly by heating it for about 30 min. with 20 ml. alcohol and 2 ml. 40 % KOH, 
to which 20 ml. benzene were added to render the phosphatides more soluble. 
The fatty acids and unsaponifiable matter were then isolated, washed with water 
and finally made up to known volumes in light petroleum, from which suitable 
aliquots were taken for analysis. The results for lipoid P as estimated in the 
original alcohol-other extract are shown in Fig. 1, while the remaining values are 
recorded in Table I. 

Plmma, After the removal of the solvent from the chloroform solution of the 
plasma lipoids, the residue was dissolved in about 10 ml. of ether and transferred 
to a centrifuge tube and the phosphatides were precipitated with 30 ml. acetone. 
After standing at room tijmperature, the mixture was centrifuged, the clear 
supernatant licpiid poured off and the residue washed with acetone. It was then 
dissolved in ether and reprecipitated. Finally, both the phosphatide and non- 
phosphatide fractions were made up to known volumes and analysed. That 
almost a complete separation of the two fractions had been obtained was indicated 
by the facts that the P content of the non-phosphatide fraction was not more 
than 3 % of the whole and was often considerably less and that no more than the 
merest traces of cholesterol remained in the phosphatides. For this precipitation 
the use of MgtJlg and a temperature of are frequently recommended in the 
literature in order to assist the separation of the phosphatides, but it was found 
in the present work that these extra details were unnecessary, provided that really 
pure ether and acetone were available, and, as there is a very serious risk of 
]u*ecipitating some of the cholesteryl esters and neutral glycerides along with the 
phosphatides at such a low temperature as 0", and as Mg ions may tend to cause 
difficult emulsions at a later stage, the simpler procedure outlined above was 
found to l)e the safest and most efficient. 

After the P estimation, the phosphatide fraction wets saponified as already 
described for the corpuscles. Total fatty acids and unsaponifiable matter were 
then isolated and analysed. For the non-phosphatide fraction, total lipoids and 
free cholesterol were first estimated in suiteble aliquots before the remainder was 
saponified. The variations in concentration of the different plasma lipoids for 
the three animals are shown in Figs. 1, 2 and 3, while the molecular weights and 
iodine values of the acids are arranged in Table II. 

One of the chief difficulties in analysing blood lipoids at the present time is 
that no method has yet been found for separating the cholesteryl esters from the 
neutral glycerides, these fractions, which together form the two main con- 
stituents of the non-phosphatide fraction, having very similar solubility 
properties. It is only possible to estimate the amount of fatty acids originally 
present as triglycerides by calculation. This was done here by assuming that the 
mean molecular weight actually found for the total non-phosphatide fatty acids 
was also the mean molecular weight of the acids esterified with cholesterol, 
which, as the latter greatly predominate, would give a very close approximation 
to the truth. From the amount of glyceride fatty acids so estimated it was 
possible to calculate the amount of glycerol which must have been required for 
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Fig. 3. The effect of inanition on the phuima lipoids of Cow no. 2. 






Days of fast 

Fig. 4. The effect of fi days’ inanition on the plasma lipoids of Cow no. .1. 


Table II. 


Days of 
fast 


Before 2 
1 
0 

During 5 
10 
11 

After 23 
28 
30 


Before 8 
5 
I 

During 2 
0 
8 
12 

After 38 
40 
44 


Before 2 
1 
0 

After 6 


Analylieal data for the plasma lipoids not shown dUmrammatimUy 
in the Figs, 

Sum of fatty 
acids, un- 



Fatty acids 


Total 
cholesterol 
content of 

saponihablo 
matter and 
glycerol as 
% of original 

Phosphatide 

Non-phosphatide 

iinsaponifi- 
ablo matter 

non-phos- 

phatide 

I.V. 

> 

Mol. wt. 

/ 

I.V. 

Mol. wt. 

o, 

O 

fraction 



Cow no. 1 




64 

333 

134 

295 

99 

97 

66 

359 

335 

136 

295 

94 

95 

59 

135 

293 

94 

95 

62 

320 

136 

295 

91 

96 

65 

340 

125 

304 

96 

94 

62 

359 

134 

291 

96 

90 

62 

74 

322 

323 

137 

129 

294 

294 

85 

91 

94 

94 

74 

340 

136 

295 

92 

94 



Cow no. 2 




60 

.342 

139 

304 

90 

99 

71 

331 

142 

305 

96 

99 

60 

318 

137 

312 

97 

99 

68 

69 

332 

388 

149* 

137 

306 

303 

97 

94 

97 

97 

70 

58 

333 

370 

140 

137 

304 

297 

91 

93 

99 

94 

63 

57 

65 

355 

347 

348 

130 

131 

130 

301 

302 

3(»4 

88 

90 

90 

92 

94 

88 



Cow no. 3 




77 

69 

333 

323 

144) 

143 

293 

289 

98 

97 

98 

96 

65 

366 

142 

293 

98 


59 

370 

143 

294 

99 

93 


♦ Day on which Cow no. 2 suffered from milk fever. 
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their esterification. Then, by adding together the values found for total fatty 
acids, total unsaponifiable matter and those calculated for glycerol, it was 
possible to estimate the percentage of the original non-phosphatide fraction 
which was accounted for by the various constituents. It will be observed from 
Table II that this figure was usually well over 90%, a fact to which reference is 
made later. 

Discussion 

The work of Maynard & McCay [1929] and of Porcher & Maynard [1930] has 
shown that the blood lipoid level of ruminants under normal circumstances 
changes extremely slowly an^ that variations in it tend to be but slight. In fact 
with non-lactating cows Aylward & Blackwood [1936] found no definite or 
consistent alteration in the total fatty acid content of the blood even after a fast 
of 10| days, while later results of Aylward et al. [1937] showed that although for 
two days after a drench of “labelled” fat the blood of the cow became gradually 
enriched with the “labelled” constituents of the drench, the actual lipoid level 
itself was not measurably affected. It was therefore obvious that if the small 
changes in composition or in amount which may be expected in the blood fat of 
ruminants were to be detected, the methods adopted for analysis would have to 
be as searching and as accurate as possible. For this reason it was felt that the 
micro procedures now commonly in use such as that of Bloor [1928; 1929], were 
not applicable to the present experiments as they would not deal with sufficknt 
material for the thorough examination which the author had in view. Nor was 
another type of method such as that published by Stoddart & Drury [1929] of 
much value here, as it depends on the assumption that the mean molecular 
weight of the fatty acids is always a given value from which their amount is 
calculated, whereas actually in the? present work, the constancy or variability of 
these particular molecular weights before and during inanition was one of the 
properties which it was desired to investigate. It was therefore decided that 
the macro procedure, suitably adapted, would lie the one most likely to give 
the best results. Although this method is somewhat long and laborious, it was 
believed that its application to a few large blood samples would be of much 
greater value than more numerous but less reliable analyses carried out on very 
much smaller amounts. 

Phosphorus, The lipoid P results shown in Fig. 1 are typical of the general 
effect of inanition found for the other lipoid fractions of the blood. In the 
corpuscles the average figure of 16*2 mg. per 100 ml. for all three cows prior to 
the fast fell by less than 6 % to 164 during inanition, and a few weeks after 
re-alimentation it had tended to return towards the original value. That it never 
quite reached the initial figure may well have been due in part to the presence of 
small amounts of plasma still remaining in the corpuscles, for the latter were 
not washed with saline prior to their extraction as it was felt that, by prolonging 
the process of separation unnecessarily, more errors might be introduced than 
were actually avoided and that any plasma still remaining in the corpuscles 
would be too small to invalidate the general conclusions in any way. 

In the plasma very much greater changes were observed than in the cells. 
The mean initial figures of about 10 mg. were reduced by almost 40% to 6 mg. 
during inanition, and strangely enough this low level persisted even 6 weeks after 
free access to food was again permitj^d. In the work of Aylward A Blackwood 
[1936], the lipoid P level in whole blood was found in most cases to rise immedi- 
ately £ffter food was withheld rather than to fall, but this unexpected observation 
can now be explained by the facts that almost half the lipoid P in whole blood is 
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contained in the corpuscles, that its level in the corpuscles is not much affected 
by inanition and that the proportion of corpuscles in the blood as shown by 
Smith eJb al, [1938] increases from about 30 to over 40% in the initial stages of 
starvation. It is therefore only later in the fast that an appreciable reduction in 
the phosphatide content of whole blood is noticeable. It is of interest to Observe 
that the total decrease in the lipoid P of whole blood found for dry cows by 
Aylward & Blackwood [1936] was about 10 % as compared with the much larger 
figure of 25 % which can be calculated for lactating cows in the present work, 
notwithstanding the fact now well established that phosphatides are not pre- 
cursors of milk fat. 

Corpuscles, One of the main objects of analysing the lipoids of the corpuscles 
was to find whether their level or nature was materially affected by very 
abnormal conditions, for if no more than minute changes could be observed under 
such a prolonged period of inanition, it is highly improbable that they would 
ever change appreciably under any normal circumstances to which the cow 
might be subject. Consequently, it would be most unlikely that variations in 
milk fat secretion, whatever their cause, could ever be traced to changes or 
temporary peculiarities in the lipoids of the cells. If this were in fact found to be 
so, extension of the corpuscle side of the work in future experiments of this type 
would be quite unnecessary. 

Before discussing the results it is essential to mention that the complete 
extraction of the lipoids from corpuscles, even by the procedure recommended 
by Boyd [1936, 2], is by no means easy, nor can it readily lx‘ done with identical 
results for different samples taken at the same time from the same batch of 
corpuscles. This difficulty can doubtless be attribut(»d to the fact that the cells 
contain such extremely small amounts of very complex phosphatides in the 
presence of relatively large quantities of prot(nns, with which they may even be 
loosely combined. It is therefore not surprising to find considerable variation 
in the fatty acid levels before inanition as recorded in Table I, in spites of the 
fact that there was probably little actual change in the pre-fast period. There 
is, however, sufficient consistency to show that on the whole there was a reduc- 
tion of some 6 or 7 % in the total fatty acids as a result of inanition and that this 
decrease persisted for at least 6 weeks after re-alimentation. Thus with Cow no. 2 
an original mean of 397 mg. fell to 371 mg. by the 12th day of the fast and was 
still close to this value 40 days later. That it did not show any tendency to 
return towards the original figure in the post-fast peTiod, as was the case with 
the corpuscle P, was again probably due, in part at least, to the presence of small 
amounts of plasma still remaining in the corpuscles. As these small residual 
amounts of plasma had a higher ratio of fatty acids to lipoid P than was the 
case for the corpuscles themselves, they would have a greater effect on the 
figures for corpuscle fatty acids than on those for the lipoid P. 

With regard to the nature of the corpuscle fatty acids, the iodine values in 
Table I suggest a very slight reduction in the degree of unsaturation during 
inanition. Thus, the mean initial figures of 62, 66 and 64 for the three cows fell to 
60, 59 and 59 respectively towards the latter part of the fast, and showed a slight 
tendency to return towards the normal values in the post-fast period, but it is 
doubtful if such small variations have any significance. Unfortunately, from the 
molecular weights found for the acids little can be concluded. It appeared 
during the course of the experiments that the estimation of these particular 
molecular weights by titration is by no means a simple matter and that this is 
not entirely due to the very difficult end points which were encountered. The 
figures obtained ranged from 834 to 391 and possess at least two points of 
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interest: firstly, the great and irregular variations, and secondly, the magnitude 
of the values as a whole. From other so far unpublished work by the present 
author, it may be assumed that the corpuscle phosphatides are much more 
complex than is generally realized, but even if their main constituents were 
C2o» C22 and C24 acids, the mean molecular weight of all the acids would not be 
expected to be much greater than about 340. In fact one experiment on a much 
larger scale than the present has suggested that the value for corpuscle phos- 
phatide fatty acids from a pooled sample of bovine blood is somewhat under 330. 
It is hoped that future work on the nature of these phosphatides will throw more 
light on this aspect of the subject, but at present it can only be stated that the 
variations in molecular weights as quotc^d in Table I are probably due to the 
difliculty of isolating the substances in a pure state and of making the actual 
determinations, and not to any significant change in the acids themselves. 

Turning now to the cholesterol and total unsaponifiable matter, it is again 
seen from Table I that the alteration in level during inanition was in all cases 
negligible, but 30 or 40 days after the fast the cholesterol appears to have Ix^en 
somewhat reduced. Thus, taking Cow no. 1 as an example, the pre-fast figure of 
about 185 remained almost unchanged at a mean of 188 during starvation but 
then fell by some 9% to 170 in the post-fast period. The reason for the lack of 
change during the fast and the decrease following re-alimentation cannot at 
present be given, but taking the results as a whole and comparing them with 
those of the plasma, these changes in level may be regarded as exceedingly 
slight. 

As the unsaponifiable portion of blood lipoids is frequently assumed to con- 
sist almost entirely of cholesterol it was of considerable interest to estimate the 
actual proportion of each sample which consisted of this compound. It is clear 
from Table I that for Cows nos. 1 and 2 the mean figure for the amount of chole- 
sterol in the unsaponifiable matter was 85% and for Cow no. 3, 92%, but the 
individual samples showed too much variation amongst themselves for any con- 
clusion to be drawn as to the effect of inanition upon them. It is clear, however, 
that in every sample of unsaponifiable matter there was an appreciable amount 
of material soluble in light petroleum not precipitated by digitonin and not 
altered by resaponification. From these results as a whole it may therefore be 
concluded that the corpuscle lipoids of the lactatiiig cow are not readily inclined 
to alter either in their nature or in their concentration even during prolonged 
inanition. 

Plasma, Unlike the corpuscles, the plasma showed large reductions in the 
level of the various lipoid constituents as a result of starvation. With Cow no. 1 , 
for example, there was a decrease during the fast of about 26 % in ester chole- 
sterol, an initial figure of 176 rag. falling to just below 130 mg., while in the post- 
fast period this value fell still further to 94 mg., a total decrease of 47%. 
Similarly with the phosphatide and non-phosphatide fatty acids, original figures 
of 143 and 177 l)ecame 94 and 119 towards the end of the fast and diminished 
further after re-alimentation to mean values of 83 and 105 respectively. These 
figures represent a total reduction of 45 and 40% in the phosphatide and non- 
phosphatide fatty acids between the pre- and post-fast periods. The fact that 
these values were actually lower some weeks after free access to food had been 
permitted than they were when food was completely withheld is of considerable 
interest, though no definite explanation can at present be given. It may be that 
on re-alimentation, fat was so rapidly being used for replenishing the animal’s 
depleted stora^ depots and for milk secretion that the level in the plasma could 
not be maintained above this low figure. 
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With Cow no. 2 the efiFects of inanition were complicated on the 2nd and 
3rd days by the occurrence of milk fever, which was found to be accompanied 
by hyperlipaemia. Thus, as shown in Fig. 3, there were increases in the ester 
cholesterol, phosphatide and non-phosphatide fatty acids of 32, 25 and 14% 
respectively, initial values of 169, 149 and 178 increasing to 223, 198 and 203. 
After the symptoms of milk fever had disappeared, however, these increases were 
followed by considerable decreases analogous to those found for Cow no. 1. 
Thus for ester cholesterol the value of 223 fell to 117 by the last day of the fast 
and was reduced to 100 in the post-fast period, a total decrease equal to 41 % 
of the initial pre-fast figure. Similarly the phosphatide and non-phosphatide 
fatty acids fell to 70 and 118 by the end of the starvation period and were as low 
as 85 and 106 some weeks after re-alimentation had been established, figures 
which are equivalent to decreases of 44 and 40 % respectively between the initial 
and final values. Again in Fig. 4 (Cow no. 3) it is confirmed that inanition causes 
a definite decrease in tht^ various fatty constituents of the plasma, but for this 
cow the decrease only amounted to about 13 % for ester cholesterol, 30 % for 
phosphatide fatty acids and 18 % for those from the non-phosphatide fraction by 
the 6th day of the fast when the experiment was discontiniK^d. It is of interest 
to notice from the figures just cited that in all eases, whether the lipoid level rose 
or fell, the phosphatide fatty acids tended to be affected to a somewhat gi*eater 
extent than the others, jxirhaps owing to a greater degree of metabolic activity 
on the part of these particular acids. 

Further reference to Figs. 2, 3 and 4 shows that there is also a very definite 
rexluction in free eliolesterol anrl in triglyceriile fatty acids as a result of 
inanition. For CV)w no. 1, for example, initial figures of 45 and 43 respectively 
were reduced to 38 and 21 by the 11th day of the fast and to mean values of 25 
and 29 in the post-fast peu iod, final decreases which are equivalent to 44 and 33 % 
of the original pre-fast figures. The corresponduig reductions in free cholesterol 
and glyceride fatty acids for Cow no. 2 were 59 and 36 and for Cow no. 3, 
after a fast of only 6 days, they were 22 and 35 respectively. The values for 
glyceride fatty acids in both Figs. 2 and 3 appear to be characterized by greater 
irregularities than any of the other lipoid constituents, and although this may 
actually have be*en the case in the plasma, it may well have been due mainly to 
the fact that these values were obtained, as already described, by calculation from 
the figures found for free and total cholesterol and for total non-phosphatide 
fatty acids. Any unavoidable errors therefore in the estimation of these latter 
fractions may have combined in several cases to give somewhat greater errors in 
the relatively small values calculated for the triglyceride acids. This suggestion 
gains support from the fact that no such irregularities occurred in the values 
for free cholesterol, which are almost equally small but which were found by 
direct estimation. 

One point of considerable interest which may be stressed at this stage and 
which is very obvious from Figs. 1-4 is the extraordinary tendency in the plasma 
of the cow for all the various lipoid constituents, with the possible exception of 
the triglycerides, to behave alike under different conditions. Thus in milk fever, 
the rise in phosphatide fatty acids was accompanied by similar rises in cholesteryl 
esters and firee cholesterol, while again during simple inanition they all decreased 
in much the same way, with the result that the general composition of the total 
lipoids tended to remain the same although their level in the plasma changed . This 
tendency to a constant composition for the lipoids of cow's plasma is exceedingly 
important, for, if general, it means that in large scale experiments to discover, 
for example, whether there is any correlation between the characteristic blood 
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fat level of an animal and its milk fat production, it might be possible in some 
sections of the work to estimate only lipoid P and cholesterol, both of which 
can readily be determined, while the more laborious and less accurate estimation 
of the fatty acids could be omitted, at least in a preliminary survey. 

With regard to the effect of inanition on the actual nature of the various 
lipoid fractions, it may be concluded, just as for the corpuscles, that there was 
extremely little change. For the phosphatide fatty acids, the iodine values emd 
molecular weights recorded in Table II show too much variation amongst them- 
selves for any definite conclusion to be drawn, except that, considered as a 
whole, they do not suggest any noticeable alteration as a result of fasting in the 
genered tjrpe of fatty acids present. Here again, as with the corpuscles, con- 
siderable diflRculty was experienced in estimating the molecular weights of these 
particular fatty acids, so that the variations shown for them are thought to be 
due mainly to the experimental difficulties involved rather than to changes in 
the acids themselves. Curiously enough no such difficulties were encountered in 
estimating the molecular weights of the non-phosphatide fatty acids, for which 
the values were much more consistent. Thus with Cow no. 1, for example, the 
molecular weights of the phosphatide acids varied between 320 and 359, whereas 
for those from the non-phosphatide fraction, they all fell within the limits of 291 
and 304, 7 out of the 9 being between 293 and 295. Why there should be this 
particular difficulty with the acids from the blood phosphatides is not at present 
clear, but it is hoped that future work will help to elucidate the problem. It is 
interesting to observe that the non-phosphatide fatty acids of Cow no. 2 had 
consistently higher molecular weights than those of the other two cows, the mean 
value being 305 for no. 2 as compared with 295 and 292 for nos. 1 and 3. Some 
individual variation is obviously possible in this respect. 

A study of the data given in Table II for the iodine values of tins non- 
phosphatide acids again suggests that inanition must have caused very little 
change, if any, in the nature of the acids. It is only with Cow no. 2 that any 
slight alteration can be seen, for on the day when this animal suffered from milk 
fever the initial mean iodine value of 139 rose to 149. It then fell again to 138 
during the latter part of inanition and ultimately to 130 some 6 weeks after 
re-alimentation. It would ap|K3ar therefore that for this animal hyperlipaemia 
was accompanied by an increase in unsaturation, suggesting the mobilization of 
unsaturated acids in the emergency caused by milk fever, and that hypo- 
lipaemia in the post-fast period was accompanied by a decrease in unsaturation, 
but at the most these changes were small. 

It is a well known fact that it is possible for the iodine values and molecular 
weights of two mixtures of fatty acids to be the same in spite of differences in 
the composition of the mixtures. Consequently, where possible, it is advisable, as 
a third check, to estimate the amounts of saturated acids in the mixtures by the 
Twitchell separation process. Owing to the small amounts of acids available in 
the various samples in the present work it was only possible to apply this 
separation on a micro scale to pooled samples of the plasma non-phosphatide 
acids from Cow no. I. The saturated acids so estimated amounted to 11*2% 
of the total acids before and during inanition and to 12*4% in the post-fast 
period. These figures may possibly be a little lower than the true values, as they 
were obtained on very small amounts of material, but they confirm the absence 
of any appreciable change as a result of the fast. 

The proportion of cholesterol in th^ unsaponifiable matter of the plasma was 
somewhat higher than for the corpuscles. For example, for Cow no. 2 the figure 
for the plasma samples varied between 88 and 99 % with a mean of 96, whereas 
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in the corpuscles the limits were 78 and 91 with a mean of 84. Only during the 
post-fast period of the experiment were any appreciable changes noticed in these 
particular figures for the plasma. Thus with Cows nos. 1 and 2, pre-fast means 
of 96 and 94 % both remained almost unaltered during inanition but fell later to 
89 %. It can scarcely be said, however, that such small decreases are significant. 

In Table II it will be observed that for each sample the non-phosphatide 
fatty acids and unsaponifiablc matter determined by direct weight have been 
added to the small amount of glycerol calculated to be present (usually about 
3 mg./lOO ml. plasma), and the sum has been expressed as a percentage of the 
original non-phosphatide fraction. The great majority of the figures so obtained 
are found to fall between 94 and 99% suggesting that the amount of water- 
soluble fatty acids in the non-phosphatide fraction of the plasma is exceedingly 
small, if, indeed, they occur there at all. This finding is not in any way at variance 
with, that of Stewart & Hendry [1935] who were able to suggest by other means 
that the water-soluble fatty acids of whole blood did not exceed 3 % of the total 
fatty acids. 

Summary 

1 . The effect of inanition on the blood lipgids of three lactating cows has been 
investigated in detail as part of a scheme for the study of certain problems 
connected with milk fat secretion. 

2. Only very slight decreases of considerably less than 10 % w'cre observed 
for the lipoid levels in the corpuscles, during and after a 12-day fast, whereas 
for th(^ plasma, gcmeral reductions of as much as 40 or 50 % took place and thest? 
low levels persisted even 6 weeks after free access to food had again been per- 
mitted. 

3. N(*ither in the corpuscles nor in the plasma could any appreciable change 
be deti'cted in the actual nature of the lipoids as a result of inanition, although 
there was a tendency for greater unsaturation in the plasma fatty acids to 
accompany milk fever symptoms. 

4. It was shown that if any water-soluble fatty acids are present in the non- 
phosphatide fraction of the plasma of lactating cows the actual amount must be 
exceedingly small. 
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In the course of research work on the secn^tion of milk fat, the e'ffect of inanition 
on the lipoids of both the blood and the milk of actively iactating cows has been 
studied in detail. The previous paper records the experiments on the blood 
lipoids, while the present communication describes the changes brought about 
in the fat of the milk during the fast. At the same time certain modifications 
are described for the analysis of butter fat by the fractional distillation process. 

Experimental 

The yield of fat was estimated daily by noting the yield of milk and deter- 
mining its fat content by the Gerber process. I'he results are recorded in Fig. 1 . 



For the determination of iodine and Reichert Meissl values, small samples of 
the milk fat were prepared daily by centrifuging some of the milk, chilling the 
resulting product in the refrigerator and carefuUy removing the cake of fat so 
formed from the top of the aqueous phase. The fat was then further purified by 
suitable treatment with light petrolexim. The larger samples essential for 
fractional distillation were prepared by separating the . milk, churning the 
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cream and purifying the fat finally by filtration. To ensure that the sample 
obtained was truly representative of the whole, tests were always made to ensure 
that the aqueous phase never contained more than the merest trace of fat. The 
figures for the iodine and Reichert Meissl values are shown diagrammatically in 
Fig. 2, where very regular changes can be observed for the fat secreted by each of 
the three cows during the fast. 



Fig. 2, The effect of inanition on the iodine yaliies and 
lieichert Meissl values of the milk fat. 


Analysis by fractional distillation. Owing to the complex nature of butter fat 
the analysis of its component fatty acids has always presented some difficulty. 
Two main procedures have been used. Hilditch & Jones [1929] and Hilditch & 
Thompson [1936] first saponify the fat and then distil the acidified products for 
some hours in a current of steam. This is followed by the fractional distillation 
of the steam- volatile compounds, while the non-volatile residue is separated by 
the Twitchell process into solid and liquid acids. These are then converted into 
methyl esters and fractionated. Owing to other sources of error which seem to 
be unavoidable in any process of this type which can at present be devised, this 
procedure probably gives results which are as accurate as possible, but the 
present authors believe that there are slight disadvantages in the actual tech- 
nique. One of these lies in the fact that during steam distillation, the non- 
volatile fatty adds have to be heated to about 100° in the presence of steam for 
several hours, a process which ought to be avoided when unsaturated acids are 
Bioohem. 1938 xxxu 119 
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present; another is that, unless very large quantities of the original butter fat 
are available, the amount of volatile compounds resulting from the steam distilla- 
tion must be exceedingly smaU for their accurate fractionation. In the modified 
method now suggested distillation in steam is dispensed with, and the lower acids 
can be estimated more readily on smaller amounts of initial material. Bosworth 
& Brown [1933] also avoided the use of steam distillation in making a detailed 
investigation of the lower components of butter fat and were thus able to 
establish the presence of decenoic and tetradeoenoic acids, but they did not adapt 
the method to the complete analysis of the total fatty acids. To do this the 
Twitohell separation of liquid and solid acids must be introduced at some stage 
in the process. The scheme which was therefore adopted in the present work 
may be summarized briefly by saying that the fat was converted directly into 
methyl esters, the lower components were fractionally distilled from the whole 
bulk, the higher members being separated into liquid and solid acids, methylated 
and also fractionally distilled. In order to explain the method more fully reference 
will be made in detail to the analysis of a typical butter fat, that secreted by 
Cow no. 1 prior to starvation. 

The analysis of butter feUty acids by the modified method. The butter fat (about 
287 g., Reichert Meissl value 26, i.v. 36-6) was first refluxed in 2 1. methyl 
alcohol containing 5 % H2SO4 for 24 hr. to convert the glycerides into methyl 
esters. Most of the alcohol was then boiled off and kept, while the esters were 
exhaustively extracted with ether and the united ether extracts washed three times 
with a little water. The ether solution was desiccated over sodium sulphate, 
filtered and the solvent almost completely removed in the water bath at ordinary 
pressure. The flask containing the esters was then connected to an electrically 
heated and packed fractionating column similar to that described by Longenecker 
[1937] and the last traces of solvent were carefully removed and collected under 
a very slight vacuum. Saponification values were then obtained for the methyl 
alcohol and ether was distilled from the esters at the two different stages, while 
the united aqueous portions were saponified with alkali, acidified with H2SO4, 
steam-distilled and the distillate was titrated. As all the methyl esters higher 
than the butyrate are insoluble in water it is reasonable to assume that all the 
acidity present in the various solvents was due to butyric acid. The amount of 
this compound present in the original fat could thus be calculated. A blank 
determination was carried out with a similar quantity of lard for which the 
Reichert Meissl value was negligible. The amounts of “butyric acid” estimated 
to be present for both the milk fat and the lard were 0*09 and 0*03% in the 
aqueous portion, 2*73 and 0-03 % in the methyl alcohol and 0*68 and 0*25 % in 
the ether, making totals of 3*5 and 0-31 % of the butter and lard respectively. 
It is evident from these results that the estimated figure for butyric acid by this 
method tends to be somewhat high. , 

In the fractional distillation which followed, details of which appear in 
Table I, the first two fractions passed over at a pressure of 15 mm. and were kept 
separate. A large primary fraction containing all the esters distilling below 
158-160*^ at 2 mm. was then collected, for it had been shown by preliminary 
trials that practically all the lower compounds up to and including most of the 
myristate pass over below that point, while the distillation of oleate is stiU 
relatively slight. This large primary fraction was then distilled into some 
20 smaller fractions for which the ipdine values and molecular weights were 
determined, and as these data suggested that the last fraction and residue con- 
sisted mainly of palmitate and oleate, these two final fractions were added again 
to the higher compounds still remaining undistiUed. All these higher esters were 
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Table I. The fractionation of the methyl esters prej^red from 287 g. of the 
normal butter fat secreted by Cow no, 1 prior to inanition 
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0-22 

158*5 

2-6 

15 

127 
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56 
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56 
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17 
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7 
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0-56 
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18 
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1-31 
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9-0 

8 

82 

0-67 

184-8 

16-5 

19 
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1-56 
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9 

84 
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20 
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21 
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162 

3-16 

281-0 

8-2 

23 

149 

0*67 

262-3 

0-4 

30 

158 

3*25 

283-2 

9-0 

24 

153 

1*61 

268-4 

1-3 

31 

161 

2-73 

284-0 

9-8 

25 

153 

2-38 

274-4 

4-0 

32 

165 

2-92 

289-2 

11-2 

26 

159 
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then saponified and separated into liquid and solid acids and the liquid portion 
was freed from any small amounts of unsaponifiable matter which might be 
present. They were then esterified again and fractionally distilled through the 
electrically heated column. The iodine values, molecular weights and other 
data for the various fractions are recorded in Table I, the molecular weights 
being obtained either from the saponification values of the esters or by titration 
of the acids prepared from them. Corresponding data were then obtained for 
samples of starvation fat secreted by Cows 1 and 2, but in order to illustrate the 
marked differences between ordinary fat and that secreted during inanition, only 
the figures for the first of these need be recorded as shown in Table II. 

Before the composition of the various fractions could be calculated, according 
to the method adopted and discussed by Irving & Smith [1935], it was first 
necessary to oxidize several fractions to ensure that the assumptions made as to 
their actual nature were justified. There is, however, no necessity to describe 
these oxidations in detail. In order to show the type of fractionation obtained 
without the use of steam distillation, the interme^Uate results obtained for the 
composition of the three main fractions, the lower, solid and liquid esters of both 

11^2 
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Table II. The fractionation of the methyl esters prepared from 285 g, of the 
butter fat secreted by Cow no, 1 on the 11th and 12th days of inanition 



B.p. at 

%of 




B.r. at 

of 



Frac- 

2 mm. 

total 



Frac- 

2 mm. 

total 



tion 

up to 

esters 

Mol. wt. 

I.V. 

tion 

up to 

esters 

Mol. wt. 

I.V. 





Lower esters 





1 

(Methyl 

butyrate) 

1*27 

— 

— 

6 

140 

0*47 

242*8 

24*9 

2 

30-40 

0-05 

164*7 

— 

7 

145 

0*45 

258*8 

22*2 

3 

70-90 

013 

178*0 

14*4 

8 

150 

0*74 

267*0 

21*3 

4 

90-120 

0-15 

193*9 

15*0 

9 

153 

1*25 

270*6 

21*1 

5 

120-130 

0-20 . 

. 222*3 

20*8 

10 

157 

Ml 

275*4 

29*0 







Total 

5*82 







Solid esters 





11 

147 

0-26 

250*9 

2*5 

18 

154 

2*86 

279*8 

4*4 

12 

150 

0-74 

262*4 

0*8 

19 

160 

1*81 

282*0 

6*3 

13 

152 

1*79 

269*0 

1*0 

20 

165 

3*32 

294*2 

9*9 

14 

152 

3-50 

271*7 

2*0 

21 

167 

4*06 

298*0 

11*1 

15 

153 

315 

275*6 

3*0 

22 

168 

3*55 

300*4 

11*8 

16 

153 

4-25 

275*2 

2*1 

23 

Residue 

3*08 

303*7 

14*9 

17 

154 

3-86 

277*3 

3*5 


Total 

36*23 







liquid esters 





24 

140 

0*33 

243*6 

40*9 

33 

170 

5*17 

294*0 

86*1 

25 

150 

0-46 

260*0 

49*2 

34 

175 

1*30 

293*0 

87-5 

26 

160 

0-96 

274*6 

61*6 

35 

180 

2*47 

294*3 

86*9 

27 

164 

1*49 

288*3 

79*3 

36 

180 

7*16 

296*2 

87*4 

28 

166 

1-59 

291*6 

83*0 

37 

180 

8*12 

296*8 

89*2 

29 

170 

2-08 

291*1 

83*2 

38 

182 

7*63 

297*8 

90*1 

30 

170 

1*46 

294*2 

84*0 

39 

182 

4*95 

299*0 

91*5 

31 

170 

2-47 

294*7 

85*3 

40 

Residue 

6*20 

306*0 

91*9 

32 

170 

4*11 

294*4 

85*9 


Total 

57*95 




Table III. Cow no, I, the composition of the Imver, liquid and solid fractions 
before and during inanition 


Methyl esters of the normal fat Methyl esters of the fat secreted on the 

secreted before inanition 11th and 12th days of inanition 


Fraction 

Saturated: 

t 

Lower 

Liquid 

Solid 

Total 

r~ 

Lower 

Liquid 

Solid 

Total 

c. 

3*88 

— 

— 

3*88 

1*27 

— 



1*27 

c. 

0*64 

— 

— 

0*64 

— 

— 



C, 

0*98 

— 

— 

0*98 

0*11 

— 



0*11 

C,. 

1*85 

— 

— 

1*85 

0*18 

— 



0*18 

C,. 

2*51 

0*05 

— 

2*56 

0*14 




0*14 

Ci« 

8*07 

3*08 

0*74 

11*89 

1*00 

1*25 

0*53 

2*78 

C,. 

5*32 

0*31 

17*83 

23*46 

1*96 

0*23 

17*84 

20*03 

C,. 

— 

0*15 

11*38 

11*53 

— 

0*04 

14*27 

14*31 

C«, - 

Unsaturated; 


1*08 

1*08 


— 

0*89 

0*89 



6-82 
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Table IV. The component fatty acids of the different butter fats expressed in 
weight and molar percentages 


W't. per leo g. Molecules per KK) molecules 

t '* 'i * ^ ^ 

(>;w no. 1 Cow no. 1 



^ — 

^ 

(jow no. 2 

^ 

^ 

Cow no. 2 


Bcdbre 

During 

During 

Before 

During 

During 

Acid 

inanition 

inanition* 

inanitiont 

inanition 

inanition* 

inanitiont 

iSaturated : 







('* 

3-5 

1-2 

2-7 

9-7 

3-5 

7-9 

C, 

0-6 

— 

0*1 

1-2 

— 

01 

C, 

10 

01 

01 

1-6 

0-2 

0-2 

Pl« 

1-8 

0-2 

10 

2-5 

0-3 

1-5 


2r> 

01 

00 

3-0 

0*2 

0-7 

C,4 

n-9 

2*8 

3*8 

12 0 

3-2 

4-3 


23-0 

200 

22- 1 

221 

209 

22-1 


11-6 

14 3 

9-9 

9-8 

13-5 

8-9 

^’20 

11 

0-9 

0-9 

(>-8 

0-8 

0-8 

Total 

57-0 

39-6 

41-2* ~ 

63-2 

42G 

4«5 

TnsaturattHl 








0-2 

— 

0-2t 

0-3 

— 

0*2 


0-2 

- 

0-2t 

0-3 

— 

0*3 


0-9 

0-4t 

0-4t 

1-0 


0-.5 


3*2 

1-4 

2-0 

30 

1*5 

20 

Oleic 

3.5-9 

52*8 

51-7 

305 

501 

46-9 

Linoleic 

1-2 

2.5 

0-8 

10 

2-4 

0-7 

^ 20 

0-8 

3-3 

3 -.5 

0-0 

2-9 

2-9 

Total 

42-4 

00-4 

.58-8 

36-7 

’574 

T3-5 

Totfil of all 

22-6 

4-8 

91 

32-1 

7-9 

15-7 


tlie acids up 
to 


* A sample obtained by mixing the fat se<*rcted on the llth and 12th days of inanition. 

t A y)oole<l sample from the fat secreted on the last 6 days of inanition. 

j Where tlm amount of lower acids present is very low* ami oleic a(*id predominates as in the fats 
of inanition, it is probable that the figures marked J are somewhat higher than the true values. 

normal and ‘‘fasting’’ fat are arranged in Table III, while the final figures for all 
three fats are recorded in Table IV. 

Linoleic acid. As it was at first thought that inanition might cause marked 
changes in the amount of linoleic acid present in the different fats, its presence 
was sought by oxidation methods in various fractions, but in no case could 
tetrahydroxystearic acid be isolated. This was doubtless due to the fact suggested 
by the final results of the fractionation that the linoleic acid content of the milk 
fat from these particular cows was as low as 1-2 % and that the amount of fat 
available was limited. But as the presence of octadecadienoic acid in normal 
butter fat has been shown beyond dispute by Green & Hilditch [1935], there can 
be little doubt that it also existed in smaller amounts in the present case. 

Arcu^hidonic acid. The presence of small amounts of arachidonic or some such 
highly unsaturated acid in the milk fat both b(*fore and during inanition was 
shown by brominating both the last fraction and the residue in the distillation of 
the liquid esters. The amount of bromo-derivative (Br 65-5%, m.p. 228° with 
decomposition), obtained in both cases was less than 0-1 % of the whole. 

Discussion 

The yields of fat. For ail three animals the period of inanition was characterized 
by a very considerable decrease in the daily secretion of milk fat. Thus it can 
readily be seen from Fig. 1 that for the first cow, in which inanition was not 
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oomplicated by other factors, the yield fell quickly from 568 g. before the fast to 
353 g. on the 3rd day, and then more slowly to a mean of 227 g., or 40 % of the 
original during the last 3 days of the fast. On re-alimentation a further sUght 
drop was noticeable, but 5 days later the daily yield began to increase and at the 
end of about 6 weel^ it had returned to some 60% of the pre-fast value. With 
Cow no. 2, in which milk fever symptoms developed on the 3rd day, the 
secretion of fat and milk almost ceased while this complication lasted, but by the 
5th day, the fat production had risen to 12 %, and before the end of the fast to 
20 % of the original value. On re-alimentation the yield followed a course almost 
parallel with that of Cow no. 1 during the same period. 

Tkt composition of the fats. Reference to Fig. 2 shows clearly that inanition 
caused a marked progressive change in the nature of the fats secreted by each of 
the three cows as j udged by their iodine and Reichert Meissl values, and that these 
changes were similar for all three animals. It will be observed that the initial iodine 
values of 36*6 and 37*1 for Cows 1 and 2 rose quickly to 46*1 and 47*3 on the Ist 
day of the fast, and then more slowly to 52-5 and 54-9 by the 12th day, the figures 
for Cow no. 3 following a similar course till the 7th day when this particular 
animal was withdrawn from the experiment. Then again the Reichert Meissl 
values for Cows 1 and 2 fell rapidly in the first 2 days from 26*0 and 33-3 to 14*5 
and 22*9 and then still further to 9*8 and 13*8 by the end of the fast. On 
re-alimentation a slight tendency to return to normal was observed in both values 
after the first few days and this tendency continued somewhat spasmodically for 
the next few weeks until figures similar to the pre-fast values were attained. 
These results suggest that inanition causes a considerable increase in the content 
of unsaturated acids and a marked fall in that of lowi*r fatty acids normally 
present as glycerides in butter fat. This was confirmed by more detailed analyses 
based on fractional distillation methods, for reference to the totals recorded in 
Tables I and II shows that while the proportion of higher solid esters reniained 
almost unaffected as a result of inanition, the lower esters were reduced from a 
pre-fast value of 25*2 to 5*8% during inanition, and that the corresponding 
figures for the liquid esters showed an almost equal increase from 40*4 to 58%. 
Again it will be observed from the weight percentages in Table IV that the sum 
of all the acids up to and including C]4 amounted to 22*6 % before the fast and to 
no more than 4*8% during inanition, a decrease of 17*8 units, while the oleic 
acid content rose by 16*9 units from 35*9 to 52*8 % . Calculated also on a molar 
basis, as shown in Table IV, the fall of 24*2 molecules % in the lower acids is 
mainly accounted for by a rise of almost 20 molecules % in the oleic acid. It is 
therefore evident that the chief effect of inanition is the replacement of about 
80 % of the lower constituents of the fat mainly by oleic acid, and that the whole 
of this decrease is distributed over all the lower members from C4 to C14, although 
the first and last of these appear to suffer least. Thus the butjrric acid content 
only fell from 3*5 to 1*2 % a trifle more than a third of the original, the myristic 
by a somewhat similar amount and the others to less than an eighth of their pre- 
fast values. Of the other saturated acids, the amount of palmitic fell slightly 
from 23*6 to 20*0%, while the stearic increased from 11*6 to 14*3%. That the 
latter rise had probably some significance is shown best by reference to the 
molar percentages, where it will be observed that stearic acid increased from 
9*8 to 13*5%, almost a 40% increase, whereas the fall in palmitic acid only 
amounted to some 5 % of the pre-fast value. In fact the constancy of the palmitic 
acid in all three sets of results is worthy of particular notice. The saturated acids 
represented as C^o also remained virtu^ly unchanged. In the unsaturated adds 
hi^er than €^4 and other than oleic, the chief change appeared to be a decrease 
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in palmitoleic acid from 3*2 to 14% and a most marked rise from 0'8 to 3-3% 
in higher unsaturated components represented as ‘‘CaQ*’. 

The results for the fat secreted by Cow no. 2 during inanition are also recorded 
in Table IV, where it will be seen that with the probable exception of stearic 
and linoleic acids, the general effect of the fast was the same for both animals. 

The relationship between the lipoids of the blood and milk. In discussing the 
relationship between the blood lipoids and the milk fat it must be remembered 
that at present there is no means of analysing the triglyceride fatty acids of the 
blood by themselves but only when mixed with those originally present as 
cholesteryl esters. There is therefore every possibility that the triglyceride acids 
of the blood may change and yet the change may be impossible to dejtect, and 
as these acids probably form one of the most important sources of milk fat, the 
disadvantage inherent in this fact for research work of the present type cannot 
be overestimated. At the same time, bearing this limitation in mind, it is well 
worth observing the almost complete absence of change alri^ady noted in the 
blood fatty acids and particularly in those of the non -phosphatide fraction of the 
plasma during inanition as compared with the very striking alterations brought 
about in the fat of the milk. In fact, the latter suggest that the normal equili- 
brium existing between the amount of fat actually formed in the gland and that 
arising directly from the blood was very considerably disturlx^d. For example, 
the enhanced concentration of higher unsaturated compounds of the C^o type 
during the fast might well be taken as indicating that there was an increase in 
the unsaturated acids arising directly from the blood in which the proportion of 
these acids has been showm by Parry & Smith [1930] to Ik? exceedingly high, and 
that the proportion of fat synthesis in the gland was considerably decreased. 

The greatest change, however, was in the amount of lower fatty acids present 
and these are worthy of special consideration. With regard to their source in 
normal butfr^r fat there are probably three main possibilities. In the first place, 
they may pre-exist in the blood and arise from it directly. Secondly, they may be 
formed in the mammary gland itself by breakdown of oleo-glycerides as suggested 
by Hilditch & Thompson [1936] and by Hilditch & Paul [1936]. Thirdly, they 
may arise, again in the gland itself, as by-products in the synthesis of the fat 
from some form of carbohydrate material. The theory that they may arise 
directly from the blood gains support from the suggestion that lower fatty acids 
may be formed as by-pr^ucts of rumination in the cow and that these may then 
be transported by the blood to the mammary gland. In human milk the content 
of these lower constituents is exceedingly small. From the present work this 
theory might also appear to receive confirmation from the fact that when 
rumination ceased as a result of the enforced fast, the lower fatty acid content of 
the milk also fell. In this connexion two points should, however, be noted. In 
the first place it would be natural for these lower compounds, if they exist in 
blood, to be present in the non-phosphatide fraction of the plasma. But the 
results recorded in Table II of the previous paper (p. 1861) suggest that if any of 
these lower acids were present as esters in this fraction, their amount must have 
been very small, and that they certainly did not appear to decrease during 
inanition. It is always possible, however, that during the analysis of the blood 
lipoids free water-soluble acids were lost, for such an occurrence would be 
exceedingly difficult either to detect or avoid. In the second place, if the reduc- 
tion in these lower constituents of milk fat were due in the present instance to a 
deficiency of the same acids in the blood, it would be natural to expect that their 
decrease in the milk fat during inanition would be counterbalanced by increases 
fairly evenly distributed over the other constituents, whereas it has already been 
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shown that almost the whole loss is made good by oleic acid alone. Indeed this 
last observation might well be taken as evidence in support of Hilditch’s 
suggestion that the lower acids arise by the oxidation of oleo-glycerides in the 
gland itself, for if this were so, the catabolism of these glycerides might not be 
so essential during inanition when the general activity of the gland was con- 
siderably reduced, with the consequence that the content of the lower con- 
stituents would fall and that of oleic acid rise. Recent work, however, by 
Graham et al. [1938], based partly on respiratory quotient measurements, has 
definitely suggested that fat metabolism in the mammary gland probably takes 
the form of synthesis rather than of breakdown. The explanation of the present 
results may therefore be that the lower compounds are formed as by-products 
in the synthesis of oleic acid, but that during inanition, when the gland is pro- 
ducing much less than its usual amoimt of fat, the smaller amount of synthesis 
taking place is able to proceed to its final stages, so that the lower acids are 
almost completely converted into oleic. This suggestion gains support from 
the well-known fact that diets rich in carbohydrates and poor in fat cause an 
increase in the lower fatty acids of the milk fat, while those poor in carbohydrates 
and rich in fat have the reverse effect, indicating that with diets on which fat 
synthesis would probably be most necessary the lower fatty acids increase. At 
present it is impossible to decide as to which of these various theories is correct 
but it is hoped that future work now conttimplatod will throw more light on this 
particular aspect of the subject. At present the fact of chief importance emerging 
from the results just described is the inverse relationship cjxisting between the 
oleic acid on the one hand and the lower acids on the other. 

Summary 

1. Although in the previous paper no appreciable change was observed 
during inanition in the nature of the blood lipoids of three lactating cows, very 
considerable changes have been found in the milk fat, and these have been 
studied in detail. 

2. The chief change was a decrease of about 80 % in the original content of 
lower acids up to and including a deficiency which was almost entirely made ’ 
good by an increase in the content of oleic acid. 

3. The fact that oleic acid tended so completely to replace the lower con- 
stituents has been discussed in connexion with different thc^ories previously put 
forward to explain the occurrence of these lower homologues in milk. 

4. A description is given of a modified procedure for the analysis of butter fat 
by the fractional distillation method from which prolonged distillation of the 
saponified fat in steam is omitted. 

The authors are very much indebted to Prof. H. J. Channon and Dr N. C. 
Wright for the helpful interest which they have taken in the work described 
both in this and in the previous paper. They also wish to thank various members 
of the Institute staff, who, on so many occasions, have willingly given their 
assistance. 
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CCXLIL ENZYMIC PROTEOLYSIS 
I. L^RATION OF AMMONIA FROM PROTEINS^ 

\ ^ By M. DAMODARAN and P. ANANTA-NARAYANAN 
' ‘ J^rom the University Biochemical Laboratory^ Chepauk, Madras 

{Received 21 July 1938) 

The isolation of asparagine [Damodaran, 1932] and of glutamine [Damodaran 
et al. 1932] from enzymic digests of proteins has given direct demonstration 
of the existence of amide groups in the protein molecule. Before, however, any 
attempt can be made to decide if the ammonia, which is an invariable product 
of protein hydrolysis, arises solely from dicarboxylic acid amides, it becomes 
essential to have more exact information than is at present available on the 
deamidizing activity of the proteoljdic enzymes. Such information is in the 
first place necessary to enable a proper choice of enzymes and conditions of 
experiment to be made, so that digestion of protein could be effected with the 
least amount of decomposition of the ammonia-yielding complexes. Secondly, 
comparative study of the liberation of ammonia from proteins and from S 3 mthetic 
substrates is likely to provide analogies fi*om which the nature of the precursors 
of ammonia might be inferred. 

The rate of liberation of ammonia in tryptic digests of casein, gliadin and 
Witte’s peptone was studied by Hunter & Smith [1925], who found that the 



formation of ammonia proceeded much more slowly than the liberation of amino 
groups* According to ^ese authors ‘'the differences were so great as to suggest 
^ Bead before the Indian Science Congress, Januar}^ 1938. 

( 1877 ) 
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that the two processes are really catalysed by different enzymes and that pure 
trypsin might produce from proteins no ammonia at all*'. 

As a prelm^ary to the work abeady cited on the isolation of asparagine 
and glutamine, a number of experiments were carried out on the splitting of 



Fig. 2. Digestion of gliadin. 0 Amino, x Amide. — Digest. Control. 



Fig. 3. Digestion of edestin. 0 Amino, x Amide. — Digest. Control. 

amide and peptide bonds during the action of proteolytic enzymes on gliadin 
and edestin. Attention was, however, mainly directed to securing the conditions 
under which a far-reaching hydrolysis of protein could be effected with 
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liberation of ammonia and no conclusions were drawn as to any relation between 
proteolytic and deamidizing actions of the enz 3 mies used. 

The present paper describes a systematic study of the formation of ammonia 
and the hydrolysis of peptide linkages during the action of pepsin, trypsin, 
erepsin and papain on throe typical proteins, casein, edestin and gUadin, 

Figs. 1-3 represent graphically the whole course of the digestion of each of these 
proteins by the three animal proteases acting in succession. The numerical data 
and details of procedure are given in Tables I, II, III. It will be seen from the 
curves, which show the progressive liberation of amino groups and of free ammonia 
during the course of digestion, that the rates of splitting in the two cases do not 
by any means run parallel. With each enzyme, in the earlier stages of action 

Table 1. Pepsin, trypsin and erepsin on casein 

A. 22 g. casein (N 1*’)*68%) dissolved in about 500 ml. NjlO HCl + 475 ml. water + 1 g. B.D.H. pepsin 
dissolved in 26 ml. water. 

B. 60 ml. of A (at the end of 8 days) boiled at pH 6 to inactivate pepsin, brought back to pH 1*6 and made 
u]> to 100 ml. 

C. 450 ml. of A fat the end of 7 days) boiled at pH 6, brought to pH 8*6 with NaOH, 25 ml. of a solution of 
O o g. of B.D.H. trypsin and sufiicient water to make up to 500 ml. 

D. 30 ml. of C (at the end of 15 days on tryj>8in) boiled at pH 6, adjusted to pH 8*6 and made up to 50 ml. 

K. 140 ml. of ( ■ (after 22 days on try])sin) inactivated at pH 6, brought to pH 7*6 and made up to 250 ml. 

after the addition of 15 ml. of erepsin solution. After inactivation and before addition of erepsin the digest 
had to be left in the ice-chest for about 3 weeks. 

F. 30 ml. of E boiled at pH 6 and made up to 50 ml. after adjusting to pH 7*6. 

Hydrolysis % 

t ^ '> 

Pejwin Tr^’psin Ere])8in 



A 

A. 


A. ^ 

B 

(after inacti- 
vation) 

A 

t 

C 

A 


A 

D 

(after inacti- 
vation) 

- A 

( 

E 


A 

F 

(after inacti- 
vation) 

Time Peptide 

A 

Amide 

Peptide 



Amide 

r 

Peptide 

.\mide 

t 

Peptide 

Amide 

^ 

Peptide 

Amide 

{ 

Peptide 

Amide 

hr. 

0 

— 


— 



27-30 

8-50 


— 

79-70 

35-00 

— 


1 

33-29 

— 











— 

— 

— 

— 

— 

2 

3-43 

-- 

— 

— 

39-10 

8-80 

— 

— 

80-80 

35-0() 


— 

4 

6-57 

— 

— 


46-10 

— 

— 

— 

— 

— 

— 

— 

6 

9*43 


— 

— 


— 

— 

— 

81-30 

35-00 

— 

— 

8 

10-42 

— 

— 

— 

54-05 


— 

— 

— 

— 

— 

— 

12 

11-00 

0-80 

— 

... 

56-60 


— 

— 


— 

— 

— 

days 

1 

15-29 

1-60 

— 

— 

62-10 

10-10 

— 

— 

84-60 

37-20 


— 

2 

18-43 

3-06 

— 

— 

63-60 

11-70 

— 

— 

85-80 

39-70 

— 

— 

3 

— 


— ► 







— 


86-40 

43-60 

— 

— 

4 

21-00 

4-95 

— 

— 

67-10 

14-30 

— 

— 

87-30 

44-20 

— 

— 

5 

— 

— 

— 

— 

70-30 

16-90 

— 

— 

88-90 

49-30 

— 

— 

6 

21-86 

6*82 

— 







— 

— 

— 

— 

— 

— 

7 

23-30 

8-29 











— ‘ 

90-70 

.53-60 

90-80 

5310 

8 

24-10 

9-49 

24-25 

8-62 





— 

— 

— 

— 

— 

— 

10 

25-90 

10-56 

— 

— 

— 

— 

— 

— 

— 

— 

— 

— 

11 

26-40 

11-23 

— 

— 

73-10 

24-10 

— 

— 

— 

— 

— 

— 

15 

— 

— 




76-30 

29-30 

76-70 

29-70 

— 

— 

— 

— 

16 

27-67 

16-31 

24-25 

12-82 





— 

— 

— 

— 

— 

— 

22 

— 




77-90 

33-10 

— 

_ . 

92-90 

57-40 

90-80 

57-60 

31 

— 



...... 





76-70 

37-60 

— 

— 

— 

— 

47 

30-13 

25-00 

24-25 

16-84 

— 

— 

— 

— 

— 

— 

.... 

-- 

49 

— 

— 

... 

..... 





76-70 

45-30 

— 

— 

— 

— 

06 

— 

— 

— 

— 

— 

— 

76-70 

52-20 

— • 

— 

— 

— 
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Table 11. Pepsin, trypsin and erepsin on gliadin 

A. 11 g. gliadin (N 17-25%) suspended in about 400 ml. of Nj^O HCl and treated with 0-5 g. of pepsi 
dissolved in a few ml. of NI20 HCl; clear solution obtained after incubation for 3 hr. 

B. 30 ml. of A boiled at pH 6 on the 7th day, pH brought again to 1-6 and made up to 50 ml. 

C. 360 ml. of A on the 10th day boiled at pH 6, brought to pH 8-6, 0-4 g. B.D.H. trypsin added and mod 
up to 600 ml. 

D. 30 ml, of C (after 20 days on trypsin) boiled at pH 6, reaction adjusted to pH 8-6 and made up tn 
50 ml. 

E. 175 ml. of C (after 16 days on trypsin) boiled at pH 6, adjusted to pH 7-8 and 25 ml, of erepsin solution 
added. 

F. 30 ml. of E boiled at pH 6 after 3 days on erepsin, pH readjusted to 7*8 and mode up to 50 ml. 

Hydrolysis % 

Pepsin Trypsin Erepsin 

A A A 



A 


(after inacti- 
vation) 

C 

A 


(after inacti- 
vation) 

E 


(after inacti- 
vation) 

r 

Time Peptide 

Amide 

Peptide 

Amide 

Peptide 

Amide 

Peptide 

Amide 

Peptide 

Amide 

Pe})tide Amide 

hr. 

0 






_ 

16*40 

1.5*12 

— 

— 

63*50 

29*00 


— 

1 







— 

23*70 

15*12 

— 

— 

— 

— 

- 

— 

2 

— 

— 


— 

30*16 

15*12 

— 

— 

66-.50 

29-lK) 

- 

— 

4 



— 

— 

— 

35*60 

15*12 



66*10 

29*00 

— 

— 

6 



— 

— 


38*30 

15*12 

.. 

— 

67*30 

29*00 


- 

7 

0-81 

0*04 

— 

— 

— 


— 

— 

— 

— 


— 

10 

2*24 

0*90 

— 

— 

— 

— 

- 

— 

— 

— 

— 

— 

12 

— 

— 

— 

— 

43*10 

15*29 

— 

— 

07*50 

29*90 

— 

— 

days 

1 

6-62 

4*05 

— 

— 

44*50 

15*70 

— 


69*20 

30-.50 

— 

— 

2 

8*56 

7*70 

— 

— 

49*00 

16*29 

— . 

— 

72*00 

33*20 

— 

— 

3 

10*52 

10*68 

— 


54*30 

17*64 

— 

— 

— 

— 

73*30 

39*20 

4 

12*16 

12*69 


— 

— 

— 

— 

— 

74*40 

36*50 

— 

— 

5 

— 

— 

— 

— 

56*70 

23*18 


_ . 

75*50 

39*20 

— 

— 

6 

13*72 

16*38 

— 

— 

— 




— 

— 

— 

— 

7 

— 

— 

14*10 

16*55 




— 

— 

— 

— 

— 

8 

— 

— 

— 

— 

— 

— 

— 

— 

7610 

43*10 

— 

— 

9 

— 

— 

— 

— 

57*70 

25'20 

— 

— 

— 

— 

— 

— 

10 

16*54 

21*60 

— 

— 

— 

— 

— 

— 

— 

— 

— 

— 

11 

— 

— 

— 

— 

— 

— 

— 

— 

— 

— 

73*30 

48*00 

13 

— 

— 

— 

— 

63*60 

28*40 

— 

— 

76*50 

45*60 


— 

17 

— 

— 

14*10 

20*30 

64*00 

30*41 

— 

— 

— 


— 

— 

20 

— 

— 

— 

— 

— 

_ 

64*60 

28*34 

- . 


— 

— 

27 

— 

— 

— 

— 

— 

— 

— 

— 

78*80 

60*80 

— 

— 

32 

— 

— 

— 

— 

— 

— 

64*60 

38*59 

— 

— 

73*30 

60*70 

49 

— 

— 

— 

— 

— 

— 

64*60 

54*04 

— 

— 


— 


when the rate of peptide hydrolysis is at its highest, ammonia liberation is 
hardly noticeable and becomes significant only after the products of digestion 
have accumulated to some extent. On the other hand when the most active stage 
of proteolysis is past and formaldehyde titrations are increasing only very slowly, 
as indicated by the flattening of the amino-N curves, the liberation of ammonia 
continues at a steady rate and shows no tendency to slow down. These results 
are dearly brought out in Table IV and Figs. 4 and 5, in which the extents of 
amide and peptide hydrolysis at intervals at the beginning and end of the 
digestion are compared. The observations are readily explicable on the assumption 
that the ammonia formed is, at least in great part, not directly connected with 
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Table III. Pepsin, trypsin and erepsin on edestin 

A. 17-5 g. of crystalline edestin stirred up with 375 ml. of J^/10 HCl and kept at 37"^ for 1 hr., 350 ml. of 
water and 0-75 g. of pepsin in 25 ml. added to the clear solution. 

B. 30 ml. of A boiled at pH 6 on the 18th day brought to pH 1*6 and made up to 50 ml. 

C. 425 ml. of A on the 9th day boiled at pH 6 brought to pH 8*6, 0-5 g. B.H.H. trypsin added and made 
up to 500 ml. 

D. 30 ml. of C boiled at pH 6 (after 15 days on trypsin) adjusted to pH 8*6 and made up to 50 ml. 

E. 175 ml. of C (after 13 days on trypsin) boiled at pH 6 adjusted to pH 7-8 and 25 ml. of erepsin solution 
added. 

F. 40 ml. of E boiled at pH 6 (afti'r 17 days on erepsin), readjusted to pH 7-8 and made up to 50 ml. 


Hydrolysis % 




Pepsin 

A 



Trypsin 



Erepsin 



f 

A 

A 


B 

(after inacti- 
vation) 

r " 

c 


D 

(after inacti- 
vation) 

E 

, V 


F 

(after inacti- 
vation) 


f — 

Amide 

r ■ 

Peptide 

^ 


“-'1 

r 


f 


Peptide 


Time Peptide 

Amide 

Peptide 

Amide 

Peptide 

Amide 

Peptide 

Amide 

Amide 

hr. 

0 


— 



20*10 

11*50 

__ 


62*10 

34*80 


— 

1 



— . 


— 

27*10 

— 

— 

— 

— 

— 

— 

— 

2 

2-44 


— 

... 

— 


— 


65*10 

34*80 

— 


.3 

5-49 

— 

- 

— 

31*80 

11*50 


— 

— 

— 

— 

— 

4 

— 


.... 




— - 

— 

65*50 

— 

_ 


5 

— 

. - 

— 

- 

33*40 

... 

— 

— 

— 

— 

— 


6 

7-93 

— 

-- 


— 

— 

— 


66*40 


— 



8 

— 


— 

- 

37*80 

11*80 

— 


— 


— 

— 

12 

1054 

0*34 


— 

.... 

— 

... 

— 



— 

-- 

days 

1 

IMO 

1*02 

— 

— 

42*30 

13*40 

— 

— 

73*20 

37*10 

— 



2 

13*29 

2*38 

— 

— 

44*60 

15*40 

— 

— 

76*00 

40*70 

— 

— 

3 

14*76 

4*14 

— 

— 

49*70 

17*30 


— 

76*20 

42*60 


— 

4 

16*83 

5*21 

— 

— 

— 

— 

— 

— 

76*80 

— 

— 

— 

5 

— 


— 


53*40 

21*40 

— 

— 

— 

— 

— 

— 

6 

17*68 

6*18 

— 

— 

— 

— 

— 

— 

— 

— 

— 

— 

7 

18*29 

7*35 

— 

— 

— 

, — 

— 

— 

— 

— 

— 

— 

8 

— 

— 

— 

— 

57*80 

27*70 

— 

— 

79*20 

46*30 

79*80 

43*60 

9 

— 

— 

— 

— 

59*90 

29*00 

— 

— 

— 

— 

— 

— 

10 

... 

8*22 

— 

— 

62*00 

29*90 

— 

— 


— 

— 

— 

12 



— 

— 

— 

62*30 

31*00 

— 

— 



— 

— 

14 





— 

— 

65*30 

35*40 

— 

— 

— 

— 

— 

— 

15 



— 

— 

— 

— 

— 

63*20 

35*90 

— 

— 

— 

— 

17 

— 

— 

— 


— 


— 

— 


— 

80*50 

56*60 

18 

— 

— 

17*48 

7*19 

— 

— 

— 

— 

— 

— 

— 

— 

22 

21*96 

14*08 

— 

— 

— 

— 

— 

— 

— 

— 

. — 

— 

24 



— 

— 

— 

— 

— 

63*20 

48*10 

— 

— 

— 


25 


— 

— 

— 


— 

— 

— 

88*90 

59*20 

— 

— 

32 

— 

— 

18*90 

13*98 

— 

— 

— 

— 

— 

— 

— 

— 

38 



— 

— 

— 

74*00 

54*70 

— 

— 

— 

— 

— 

— 

42 













— 

— 

89-10 

67*50 

— 

— 

43 







— 

— 

— 

— 

— 

— 

— 

81*20 

61*60 

56 





— 

— 

— 

— 

63*20 

63*90 

— 

— 

— 

— 

74 

— 

— 

18*91 

22*77 

— 

_ 

— 

— 


— 

- 

— 


proteolytic action but arises from the decomposition of the primary products 
of protein cleavage similar to the y-peptides of glutamine studied by Melville 
[ 1935 ]. It also seems safe to conclude that this secondary decomposition is not 
enzymic in nature but is brought about by the acidic or alkaline reactions 
involved. Thus when peptic, tryptic and ereptic digests, in which the increase 
in amino groups have progressed considerably, are boiled to inactivate the enzyme 
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and incubated the formation of ammonia goes on at approximately the same 
rate as in unboiled digests containing the active enzyme, although the former 



Time in hr. 

Fig. 4. Digestion of casein, initial stages. — Amino. - • - Amide. 
® Pepsin. X Trypsin, a Erepsin. 



Number of days 

Fig. 6. Digestion of ci^, final stages. ® Pepsin, x Trypsin, 
A Erepsm Amide. — Amln^ 


show no further increase in amino groups. Simiiai- results 
purified trypsin and erepsin (Kg. 6 and Table V). 


were obtained with 
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Protein 

Casein 


Gliadin 


Edestin 


Table IV 


Interval in 

% hydrolysiH in 

days 

the interval 

, ^ ^ 


Enzyme 

From 

To 

Peptide 

Amide 

(a) Pepsin 

0 

2 

18-43 

3-06 


8 

47 

603 

15-51 

(6) Control 

8 

47 

000 

10-22 

(a) Trypsin 

0 

1 

34-80 

1-60 


15 

22 

1-60 

3-80 

(6) Control 

15 

66 

0-00 

22-50 

(a) Erepsin 

0 

1 

4-90 

2-20 


7 

22 

2-20 

3-80 

(6) Control 

7 

22 

0-00 

4-50 

(a) Pepsin 

0 

2 

8-.56 

7-70 


6 

10 

2-82 

5-22 

{h) Control 

6 

36 

0-00 

10-44 

(a) Trypsin 

0 

2 

32-60 

M7 


17 

35 

0-80 

17-59 

(If) Control 

17 

46 

000 

25-74 

(a) Erepsin 

0 

2 

8-.50 

4-20 


2 

27 

6-80 

27-60 

(6) Control 

3 

31 

0-00 

21-50 

(a) Pepsin 

0 

2 

13-29 

2-38 

22 

64 

7-29 

10-73 

(6) C^ontrol 

18 

74 

1-:J3 

15-58 

(«) Trypsin 

0 

2 

24-.‘S0 

1-90 


14 

38 

8-70 

19-30 

(6) Control 

15 

56 

0-00 

28-00 

(a) Erepsin 

0 

2 

13-90 

5-90 


8 

42 

9-90 

21-20 

(b) Control 

8 

43 

1-40 

17-50 


Table VI gives the results of an interesting experiment in which the deami- 
dizing action of pepsin was tested on casein previoush" digested with trypsin 
and erepsin. It is seen that pepsin is unable to bring about any further hydrolysis 
of peptide groups but that" ammonia production takes place as in a peptic digest 
of native casein. Further, the amount of ammonia produced is not higher than 
in a portion of the trypsin-erepsin digest kept at the jpH necessary for the action of 
pepsin, but without the addition of the latter. This experiment brings out another 
interesting result not, however, connected with deamidation. When casein is 
acted upon by pepsin, trypsin and erepsin in that order the extent of hydrolysis 
is nearly 90% of complete hydrolysis (about 20% due to pepsin and the re- 
maining 70 % due to the other two enzymes). When trypsin and erepsin are used 
first the splitting produced by them is still 70%, but pepsin is now unable to 
act further on this digest and contribute its quota to bring up the hydrolysis 
to the usual 00%. TMs result would suggest that the deciding factor for the 
action of pepsin is the position of the bonds attacked rather than their nature. 

Table VII and Fig. 8 show the action of papain on casein, and Table VIII 
the action of papain on edestin. The results summarized in Table IX for the 
action of papain on casein are entirely different fh>m those obtained with the 
animal protesuses. It must be stated at the outset that, notwithstanding the 
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Table V. Purified trypsin and erepsin on casein 

A. 15 g. casein dissolved in very dilute alkali, boiled for a minute and made up to 700 ml, 
at pH 8*6, 100 ml. of erepsin-free trypsin solution, also at pH 8*6, added, 

B. 200 ml. of A on the 26th day boiled at pH 6 and after adjusting the reaction to pH 7*8, 
25 ml. of trypsin-free erepsin added and the volume made up to 250 ml. 

Hydrolysis % 

- - - 


Erepsin -free trypsin Tr\T3sin-free erepsin 

K ^ A 


Time 

/ 

Peptide 

Amide 

r 

Peptide 

Amide 

hr. 

0 





48*70 

27*31 

1 

3*50 



— 

— 

2 

610 



.'iO-44 

— 

6 



55*60 

27-.‘52 

days 

1 

32*90 

1*76 

63*60 

31*30 

2 

35*10 

5-18 

69*40 

34*66 

3 

— 



74-80 

36*67 

4 

40*20 

8*47 

75*20 

39*60 

5 

— 



76*60 

40*65 

6 

45*10 

9*24 

— 

— 

7 

— 



76*80 

44*75 

8 

45*40 

11*96 



— 

11 

... 



76*90 

50*21 

12 

45*40 

16*59 



— 

24 

— 



79*30 

5.5-88 

25 

48*80 

26*57 

— 

— 



Fig. 0. Puiifiml trypsin and erepsin on casein. ® Amino, x Amide. 

statements in the literature that activated papain is able to act on natural pro- 
teins, we have never succeeded in getting any of the proteins used in these 
experiments into solution by the action of papain-HCN either with commercial 
samples or with the enzyme prepared from the fresh latex. In all experiments 
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Table VI. Pepsin after trypsin and erepsin on casein 

A. 22 g. casein dissolved in dilute NaOH, pH adjusted to 8*6, 1 g. B.D.H. tiypsin added and 
made up to 1 1. 

B. 800 ml. of A on the 8th day boiled at pH 6, made up to 1 1. at pH 7*8, with 100 ml. of 
erepsin solution and water. 

0. 400 ml. of B on the 9th day inactivated by boiling at pH 6 brought to pH 1*8 with N HCl 
and made up to 500 ml. 250 ml. pipetted out and 0*25 g. of B.D.H. pepsin powder stirred in. 

D. 250 ml. of C without the addition of pepsin. 

Hydrolysis % 

A 


Pepsin 



ir^in 

A 

J£I 


r 

c 



\ 

D 

Time 

hr. 

t 

Peptide 

^ 

Amide 

f 

Peptide 

Amide 

r ~ 

Peptide 

Amide 

t 

Peptide 

Amide 

0 





46*38 

14*25 

72*90 

30*08 

___ 

-■ , 

1 

14*10 

— 

— 

— 

72*90 

30*31 

— 

— 

2 

— 

— 

49*19 

— 

72*90 

30*31 

— 

— 

4 

— 

— 

50*66 

14*25 

72*90 

31*09 

— 

— 

6 

— 

— 

— 

— 

72*90 

31-20 

— 

— 

7 

2S-10 

0*27 

— 

— 

— 

— 

— 

— 

days 

1 

35*60 

0*95 

59*57 

16*65 

72*90 

35*75 

72*90 

35*88 

2 

39*20 

4*89 

62*91 

19*27 

72*90 

41*40 

72*90 

40*56 

3 

— 

— 

— 

— 

72*90 

44*35 

72*90 

42*04 

4 

43*70 

8*98 

70*52 

23*27 





— 


5 

45*70 

9-93 

71*25 









— 

6 

— 

— 

72*56 

29*25 







— 

7 

48*20 

13*56 

— 

— 

72*90 

48*37 

72*90 

47*46 



Biochem. 1938 xxxix 


120 






1886 


M. DAMODARAN AND P. ANANTA-NARAYANAN 


Table VII. Papain and papain-HCN on casein 


Casein digested with pepsin-HOl for 24 hr. and inactivated by boiling at pH 6. 

A. 200 ml. of casein peptone and 0-225 g. papain jKiwclor in 50 ml. of water. 

B. 40 ml. of A boiled on the 34th day and made up to 50 ml. \ 

C. 200 ml. of casein peptone and 50 ml. of papain-HC^N (obtained ^ ® ® 

KCN solution neutralized to methyl red with HCl and incubating at 37'=’ lor 1 ir). 

D. 80 ml. of C boiled after 15 days and made up to 100 ml. 


% 


Time 

hr. 

0 

5 



days 


1 

21-43 

18*62 

2 

23-82 

19-15 

4 

24-33 

21*24 

6 

25-00 

22*56 

9 

— 

— 

10 

— 


15 

— 

— 

16 

31-23 

26*89 

17 

— 

— 

34 

33*36 

28*60 

35 

— 

— 

41 

— 

— 

59 

— 

— 


43-78 

47-06 

.5.3-21 

56-36 

60-30 

62-63 


33-40 28*62 68-02 

33-40 28*77 — 

33*40 30-16 — 


20-64 

— 

— 

32*66 

- — 

— 

.36-85 

— 

— 

3S-.56 

■ — 

— 

41-71 

0.3-81 

41*30 

44-27 

— 


z 

63-81 

41*62 

48-93 

63-81 

44-25 



Number of days 


fig. 8. Casein peptone + papain. 0 Amino, x Amide. 
— Digest. Boiled control. 
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Table VIII. Papain and papain-HCN on edeetin 

Edestin digested with pepsin-HCl for 24 hr. 

A, C and D prepared from edestin peptone as in Table VIll. 


Hydrolysis % 



Time 

Peptide 

Amide 

Peptide 

Amide 

Peptide 

Amide 

hr. 

0 

12-96 

0-64 

12-96 

0-64 

— 

— 

2 

— 

— 

18-68 

4-67 

— 

— 

5 


— 

23-40 

7-51 

— 

— 

days 

1 

19-36 

6-05 

34-51 

13-90 

— 

— 

2 

21-80 

6-87 

41-08 

18*05 

— 

— 

.■> 

— 

— 

47-57 

22-22 

— 

— 

9 

22-22 

8-27 

52-36 

26*83 

52-40 

26-90 

13 

— 

— 

55-55 

28-03 

— 

— 

27 

— 

— 

— 

— 

52-40 

20-00 


Table IX 

Interval in days % hydrolysis in the interval 


Enzyme, etc. 

From 

To 

Peptide 

Amide 

Casein peptone and 

0 

1 

30-23 

20*83 

papain-HCN 

1 

15 

18-85 

14-63 


15 

34 

6-29 

4-66 

Control 

9 

34 

0-00 

2-95 

Casein peptone and 

0 

1 

7-88 

9-81 

papain 

1 

16 

9-78 

8-27 


16 

34 

2-15 

1-71 

Control 

9 

34 

0-00 

1-54 


with papain, therefore, substrates used were proteins which were brought into 
solution by a 24 hr. digestion with pepsin. There is no doubt that in papain 
digests ammonia formation is connected with enzyme action. There is a certain 
parallelism between amide and peptide hydrolyses and further, activation by 
HCN accelerates the liberation of both amino groups and of free ammonia. The 
ammonia formed by secondary effects of the reaction medium in boiled digests 
is only a small fraction of the total ammonia produced during enzyme -action. 
Further investigations are, however, necessary before it can be decided whether 
the power to hydrolyse peptide and amide bonds resides in the same enzyme or 
whether papain contains two components with those specific functions. 

Experimental 

Materials, The proteins used were prepared in the laboratory shortly before 
use. We have invariably found that commercial preparations of proteins are 
entirely unsuitable for quantitative digestion experiments on account of their 
physical properties which cause difficulty in getting them into solution or uniform 
suspension. The preparations were obtained by the usual methods, dehydrated 
with acetone without allowing prolonged contact, and the acetone removed 
rapidly by a current of air. 
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Enzymes, In most of the experiments B.D.H. preparations of pepsin and 
trypsin were used. In the series with purified enzymes erepsin-free trypsin 
(proteinase + carboxypolypeptidase) was prepared from defatted pig*s pancreas 
by the method described by Waldschmidt-I^itz & Harteneck [1925]. Erepsin 
solution was obtained for ordinary experiments from an 87 % glycerol extract 
of pig’s intestinal mucosa by the following procedure, all operations involved 
being carried out at 0®. One volume of the glycerol extract was diluted with 
three volumes of ice-cold water and centrifuged. The supernatant was mixed 
with one-tenth its volume of JV/10 acetic acid and again centrifuged to remove 
extraneous protein. The clear centrifugate was brought to pH 7-8 with alkali 
and immediately used. Trypsin-free erepsin (aminopolypeptidase-f dipeptidase) 
was obtained from the crude solution obtained above by adsorption at pH 4*8 
on aluminium hydroxide, Cy, and elution ‘with phosphate buffer at pH 8*3 
[Waldschmidt-Leitz & Schaffner, 1926J. 

Papain used in these investigations was prepared in the laboratory from fresh 
papaya latex. The latex liberated by scarifying the skin of the fresh gi*eeii fruits 
with a bone spatula was collected in a porcelain dish, the thick white fluid 
squeezed through muslin and precipitated by adding several volumes of ice-cold 
acetone. The precipitate was washed twice with acetone and dried over sulphuric 
acid in vdcvo, A snow-white powder was thus obtained which disperst^d in water 
to give a slightly opalescent solution. The preparation gave tcjsts for peroxidase. 
For activation by HCN the method of Willstatter & Grassrnann [1924] was used. 

Preparation of digests. The digests were generally made up to contain 2 g. 
of protein and 0*1 g. of enzyme per 100 ml. 

The starting of the digestion with pepsin was slightly diflFerent with the thre(‘ 
proteins. With casein a solution in NjlO HCl (*ould be readily obtained and after 
the addition of water and pepsin solution readings could be commenced im- 
mediately after mixing. Edestin suspended in A'/IO HCl went into solution 
on being kept at 37® for 1 hr. with repeated shaking. Gliadin on the other hand 
formed a sticky mass on being suspended in A’^/IO HCl and went into solution 
only after digestion with pepsin for 3 hr. In all cases quantitative measurements 
were commenced only after homogeneous solutions were obtained. For digestion 
with papain the proteins were first brought into solution by means of pepsin 
which was then inactivated by boiling. 

At the end of the action of pepsin, after leaving a small quantity for studying 
the effect of prolonged digestion, the main portion of the digest was brought to 
pH 6 and boiled to inactivate the enzyme. At this reaction it was found that 
boiling for 15 min. caused no appreciable increase in amino-N or ammonia. The 
solution was now cooled to 37® and, after the reaction was adjusted to pH 8‘6 
with NaOH, transferred to a measuring flask, mixed with a 5 % trypsin solution 
containing one-twentieth the weight of the protein now present, and the volume 
made up at 37®. Readings were commenced immediately. A similar procedure 
was adopted in transferring the digest from trypsin to erepsin, 100 ml. of the latter 
being added to each 900 ml. of the inactivated tryptic digest. After the action 
of each enzyme had proceeded to a considerable extent a portion of the digest 
was inactivated and incubated to study the secondary formation of ammonia 
from the cleavage products under the influence of the reaction of the medium. 
The inactivation was brought about by boiling at pH 6, the reaction being then 
adjusted to the original pH of the particular digest. 

Methods of analysis. On account of the difficulty of quantitatively dissolving 
a weighed amount of protein in a definite volume of liquid, calculation of per- 
centage hydrolysis was made not on the basis of the weight of protein but on 
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the results of analysis of an aliquot of the digest subjected to complete hydrolysis 
by HCl and in which amino^N and ammonia-N were determined in the same way 
as in the enzyme digest. Such analyses were carried out after the addition of 
each enzyme and also in digests inactivated by boiling. 

Nitrogen was dek^rmined by micro-Kjeldahl, amino nitrogen by Sorensen’s 
formol titration (from pH 6*8 in aqueous solution to distinct pink with phenol- 
phthalein in formalin). Free ammonia was determined by distillation in vacvo 
at 40® in the apparatus of parnas & Heller [1924] but without the use of steam; 
a 10 % solution of sodium carbonate was used for making the solution alkaline ; 
it was found that distillation was always complete in 10 min. during which time 
9-10 ml. of the distillate were collected. 

Certain unavoidable errors in the methods of analysis have to be noted, viz. the 
interference in the formaldehyde titration by the ammonia present in the digest, 
and in the case of purified ereptic digests by phosphate in the buff er solution used 
for elution, as also the possible formation of ammonia from cyanide during 
vacuum distillation with sodium carbonate of papain-HCN digests. But exptn-i- 
mentally and by calculation it could be shown that these errors are not of sufficient 
magjiitude to affect the significance of the results obtained. 

Summary 

A study has be<?n made of the progressive liberation of ammonia and of 
amino-groups during the action of pepsin, trypsin, erepsin and of papain on 
three typical proteins, casein, edestin and gliadin. 

It is shown that amide and peptide hydrolyses do not by any means run 
parallel and that the ammonia formed is, at least in great part, not directly 
connected with proteohdic action but arises from the decomposition of the 
primary products of protein cleavage. This S(H‘ondary decomposition is not 
enzymic in nature hut is brought about by the acidic or alkaline reactions of 
the digestion media. 

In papain digestion, on the other hand, ammonia formation app(‘ars to be an 
enzymic function. Papain either possesses deamidase activity itself or contains 
a component which has such activity. 
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Thompson [1937] showed that when antigonadotropic sera are salted out with 
33-60% sat. (NH4)28 04, the antigonadotropic factor may be quantitatively 
recovered from the psimdoglobulin fraction. Zondek & Sulman [1937] described 
independently several methods of preparation of the antigonadotropic factor, 
viz. precipitation with acetone and salting out with (NH4)2S04 directly from the 
senim or from a solution of an acetone-powder prepared therefrom. Harington 
& Rowlands [1937] confirmed and extended these results in an extensive series 
of experiments. 

The following methods of preparation have now been studied by us : 

(1) Direct precipitation, utilizing acetone, alcohol, benzoic acid, flavianic 
acid and tannic acid, both alone and combined. 

(2) Fractional precipitation, utilizing (NH4)2S04, KI plus NaCl, precipitation 
at the isoelectric point, precipitation by CO2, precipitation by dialysis and 
combinations of these methods. 

(3) Adsorption and elution, utilizing kaolin, Lloyd^s adsorbent, aluminium 
hydroxides A and B prepared as described by Willstatter, “Fasertonerde”, 
franconite and benzoic acid. 

(4) Coagulation and elution, utilizing acetone, alcohol and heat. 

(1) Direct precipitation 

(а) Precipitation by acetone. The method of precipitation by acetone 
was described by Zondek & Sulman [1937]; 1 mg. of the aoetone^powder 
contains 1-3 p.a.u.^), the concentration depending on the titre of the original 
serum. The loss by precipitation amounts to 10 % at the most. This method of 
preparation renders storage of antigonadotropic factor in the desiccator without 
loss in titre for more than a year possible. Rabbit antisera treated by this method 
yield an acetone-powder which dissolves readily in water and normal saline 
giving concentrations of active substance 3-4 times greater than in blood. The 
acetone-powder from goat antisera, on the other hand, is difficultly soluble even 
to the original blood concentration, and its solutions always retain a slight 
opalescence. 

(б) Precipitation by alcohol. The technique of the alcohol precipitation is 
the same as that of the acetone method. The results with alcohol are not as good, 

^ 1 p.A.Tr.»l prolan anti-unit is the smallest amount of antiprolan able to neutralize the 
gonadotropic effect of 1 r.u. of prolan. At least 10 units must be assayed in a test rat [cf. Zondek 
& Sulman, 1937]. 
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however, since the alcohol-powder is only incompletely soluble and the solutions 
are more opalescent than are those obtained with the acetone-powder. 

(c) Precipitation by benzoic acid. On addition of a concentrated solution of 
ben^oic acid in acetone to antiserum a precipitate is formed. This precipitate 
can be freed from benzoic acid by rinsing in acetone and the residue dried with 
ether. The dry powder thus obtained is difficultly soluble in water or normal 
saline, and is no richer in antiprolan than the material obtained in the simpler 
direct precipitation with acetone. 

(d) Precipitodion by flavianic cLcid, With a few drops of 10% aqueous 
flavianic acid maximum precipitation of a 1:10 dilution of prolan antiserum 
is obtained. After 48 hr. in the ice chest, such a precipitate was centrifuged and 
freed from flavianic acid by washing with 0*5% ammonia in 96% alcohol. The 
residue was dried by washing first with acetone and then with ether. The dry 
powder obtained was partly soluble in distilled water. The water-soluble portion 
(A) was rich in protein but poor in antiprolan, and could be refractionated by 
salting out with 60% sat. (NH4)2S04 into two components both of which con- 
tained but little antiprolan. The water-insoluble portion (B) dissolved in Locke 
solution (as well as in N/50 ammonia and buffers of pH 9-5) giving a solution 
which was poor in protein, could not be further fractionated vdth (NH4)2S04 
and was no richer than A in antiprolan. Quantitative analysis showed that the 
fiavianic acid precipitated only 50 % of the total antiprolan and that this per- 
centage was distributed equally between fractions A and B of the precipitate. 
The method described is not therefore promising. 

(e) Precipitation with tannic acid. The addition of a few drops of a 10 % 
aqueous tannic acid to prolan antiserum brought about maximal precipitation. 
The sedimented material proved to bo rich in protein as well as in antiprolan, 
but attempts to separate the two were unsuccessful. 

Of the five methods of antiprolan precipitation test<*d, therefore, the acetone 
method alone gives satisfactory results. 

(2) Preparation by fractional precipitation 

(a) Fractional precipitation with sat. (N 114 ) 2804 , The results obtained with 
this method were described by Zondek & Sulinan [1937]. Rabbit serum fibro- 
globulin (25% sat. (NH4)2S04) and euglobulin (32% sat. (NH4)2S04) fractions 
were found to be free of antiprolan, the whole of which was contained in the 
pseudoglobulin (48% sat, (NH4)2S04) fraction; transition fractions (32-48% 
sat. (NH4)2S04) contained antiprolan only in proportion to their contents of 
pseudoglobulin. 

The same experiments when carried out with goat antiserum gave different 
results in that with this serum about 50% of the antiprolan was brought down 
with the euglobulin, and only 50% with the pseudoglobulin fractions [cf. 
Harington & Rowlands, 1937] ; as in the rabbit the fibroglobulin and albumin 
fractions contained no antiprolan. Our results with salting out in diluted antisera 
were not promising, but with acetone-powder from rabbit antisera salting out 
was successful in antiprolan solutions of twice the physiological concentration: 
at 9*1% sat. (NH4)2S04 a very light precipitate containing no antiprolan 
separated ; at 18-2 % no further precipitate was obtained but at 23*1 % saturation 
a heavy inactive precipitate formed ; at 28-6 % saturation a further light precipi- 
tate containing the entire antiprolan content of the antiserum was obtained; 
further inactive precipitates were obtained at 33-3 % saturation. The fractional 
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(NH 4 ) 2 S 04 precipitation method in acetone-powder solution is effective therefore 
for concentrating the antigonadotropic factor in rabbit antiserum. Experiments 
with goat antisera indicated that this method may not give the same favourable 
results with antisera from other species. 

(b) Fractional precipitation with KI plus NaCl. In 1 ml. prolan antiserum 
diluted with 2 ml. distilled water was dissolved 1 g. KI ; the resulting solution 
was treated with 1 g. NaCl which did not entirely dissolve. On standing in the 
ice chest for 24 hr., a light precipitate containing about 50% of the serum anti- 
prolan separated out. The supernatant, after dialysis through a cuprophane 
mc^mbrane, was found to have retained 50 % of the total serum antiprolan. The 
antiprolan yield obtained in this method of precipitation is therefore rather low. 

(c) Fractionation by isoelectric precipitation. The precipitate formed by native 
rabbit or goat prolan antiserum at the isoelectric point contains practically no 
antiprolan. By working with solutions poor in electrolytes (solution of acetone- 
powder in distilled water) and at high dilutions (1 : 25 or 50) and by acidifying 
gradually with acetic acid, however, a considerable concentration of antigonado- 
tropic factor was possible. Success in the formation of a maximal precipitate at 
the isoelectric point is chiefly a matter of practice. With experience it is possible 
to follow the general progress of the precipitation by rough nephelometric estima- 
tion . Addition of bromocresol green facilitates both the nephelometric comparison 
and th<j determination of the optimum pH (approx. 5-5) for precipitation. 

Table I shows that the antiprolan content of the isoelectric precipitate depends 
on the degree of dilution of the solution of acetone-powder. 

Table I. liecovery of antiprolan by isoelectric precipitation of solutions of acetone- 
piowderfrotn rabbit antiserum solution cotUaining 50 mg. powder = 100 p.a.u. per ml. 



Yield of 


Yield of 


antiprolan in 


antiprolan m 


isoelectric 


isooloctric 

ililution 

])rocipitatc 

0/ 

/o 

Dilution 

precipitate 

1 ; 1 

0 

1 : 20 

83 

1 :2 

33 

1 :25 

00 

1:4 

50 

1 : 30 

90 

1:8 

60 

1 :40 

90 

1 : 10 

75 

1 : 50 

90 


It follows from the table that for a maximal yield of antiprolan in the iso- 
electric precipitation of rabbit antisera, preliminary dilution of the acetone- 
powder solution to at least 1 : 25 is desirable. Dilution beyond 1 : 50 is. not to 
be recommended owing to the difficulty of determining the point of optimal 
precipitation. The isoelectric precipitates obtained are not readily soluble and 
it may be preferable to take them up in Locke solution. With goat antisera 
acetone-powder the isoelectric precipitation method has failed as yet to give as 
favourable results as are given by the rabbit antisera; even at dilutions of 
1 : 50, only 50% of the total antiprolan content came down in the isoelectric 
precipitate. Isoelectric precipitation is therefore an effective method of concen- 
trating antigonadotropic factor, but is not applicable to all species of antiprolan 
sera. It is specially suited, however, for the purification of rabbit antisera, 
a concentration to 6 p.a.u. per mg. of dry substance being obtainable. 

(d) Fractional precipitation by treatment with C02- On passing COg through 
antiprolan solutions, predLpitation of part of the serum globulins occurs. The 
centrifuged precipitate contains at best about 40% of the total serum antiprolan. 
Concentration of antiprolan by this method is therefore impracticable. 

121—2 
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(e) Fractional precipitation by dialysis. Native rabbit antiserum was dialysed 
in a cuprophane membrane against running tap water for 24 hr. The removal 
of electrolytes caused partial precipitation of the globulins and with them of 
50% of the serum antiprolan. With goat antisera also rapid precipitation of 
serum globulins containing 50% of the total antiprolan was obtained. Frac- 
tional precipitation by dialysis is therefore impracticable as a method of con- 
centrating the antigonadotropic factor. 

(/) Combined methods of fractional precipitation. Two combined methods 
were tested; method A in which the isoelectric precipitation of rabbit antisera 
as described under (2 (c)) is followed by dialysis of the precipitate dissolv^ 
in Locke solution as described under (2 («)) and method B in which the isoelectric 
precipitate (2 (c)) is extracted with 25% sat. (NH4)2S04 (2 (a)) instead of with 
Locke solution. 

(i) Combined method A, 50 mg. of antiprolan acetone-powder, corresponding 
to 1 ml. native rabbit serum ( = 50 p.a.u.), were dissolved in 25 ml. distilled water 
and brought to maximal turbidity by addition of 1 % acetic acid drop by drop 
in the presence of bromocresol green. After 1 hr. the suspension was centrifuged 
and the precipitate was taken up in 3 ml. of Locke solution. This was then 
dialysed in a cuprophane membrane against running tap water for 24 hr. Under 
this treatment, a hydrophobic fraction of the isoelectric precipitate separated. 
The isoelectric precipitate without the hydrophobic fraction was found to contain 
83% of the total scrum antiprolan. 1 mg. of this final material contained 
10 P.A.U., the concentration attained being a tenfold one. This purified material 
when dissolved in 0-005 N NaOH and diluted to a concentration of 26 p.a.u. 
per 4 ml. gave slight ninhydrin and biuret reactions and but a slight clouding 
with acetone and salicylsulphonic acid; no coagulation occurred on boiling. 

(ii) Combined method B, 50 mg. antiprolan acetone-powder, corresponding 
to 1 ml. native rabbit antiserum (=50 p.a.u.), were dissolved in 25 ml. distilled 
water and brought to maximal turbidity by Edition of 1 % acetic acid drop by 
drop in the presence of bromocresol green. After 1 hr. the precipitate was centri- 
fuged, suspended in 3 ml. 25 % sat. (NH4)2S04 and shaken for 1 hr. The extract 
was dialysed against running tap water. A slight inactive precipitate separated. 
The remaining supernatant liquid contained 75% of the total serum antiprolan 
at a concentration of 10 p.a.u. per mg. of dry substance, and behaved in protein 
tests as did the solution obtained in combined method A. 

By combined fractional precipitation methods therefore, i.e. (a) isoelectric 
precipitation followed by dialysis, or (6) isoelectric precipitation followed by 
fractionation with sat. (NH4)2S04, a tenfold concentration of the antiprolan 
content of rabbit antiserum is possible. 

(3) Adsorption and elution 

(a) Adsorption with kaolin and Lloyd's adsorbent. The adsorbent was added 
to prolan antiserum at various pH values (4-5; 7-0; 9-6) until the reaction of the 
supernatant fluid to salicylsulphonic acid became negative. The suspensions 
were centrifuged and filtered and elution by means of glutamic acid, glycine and 
phosphate buflEers at different pH values (9*6; 7-0; 4-9) was carried out. Elution 
of antiprolan from kaolin proved feasible only at alkaline or neutral reaction. 
Protein and antiprolan in the eluates gave parallel values. Elution from 
Lloyd's adsorbent failed consistently. These adsorption methods are therefore 
imjaeictioable as methods of preparation of concentrated antigonadotropic 
faotor« 
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(6) Adaorjiim with WiUstatler Al(OH)^ A and B. Antiprolan was adsorbed 
by alumina in alkaline, neutral and aoid solution. Elution with alkaline, acid 
and neutral buffer solutions was tested. The aoid eluents practically dissolved 
the aluminium compound giving toxic eluates which were useless for the purpose 
in hand; neutral buffers failed to elute antiprolan whilst alkaline buffers eluted 
varying amounts but at best not more than 30% of the serum antiprolan. 
The methods described in this section are therefore of little practical value. 

(c) Adaorptim vnth francmite and ‘‘ Faaertotw,rde’’ . Adsorption by these two 
adsorbents occurred at every pH tested. Elution was possible only with alkaline 
buffers. The protein and antiprolan contents of the eluates gave paraUel values, 
however, and it must be concluded that the method described is impracticable 
for the preparation of antiprolan in concentrated form. 

(d) Adsorption with benzoic aoid, Antiprolan solution was shaken with benzoic 
acid for 3 hr. The precipitate obtained was centrifuged, freed from benzoic acid 
by washing three times with acetone and tested for antiprolan. It was found 
to be inactive. 

(4) Preparation by coaytUeition and elution 

(а) Coagulation with aoetone and elution with dilute aoetone. As Zondek A 
Sulman have shown fl937], 80% acetone precipitates the antigonadotropic 
factor. If water is then added to the suspension so that an acetone concentration 
between 40 and 45 % is obtained the antiprolan is eluted in quantities ranging 
between 33 and 50 % of the total available antiprolan. Simultaneously at least 
33-50% protein is redissolved. This method is therefore of no value for the 
preparation of antiprolan concentrates. 

(б) Coagulation with alcohol and elution with dilute aloohol. Use of alcohol 
as described under 4 (a) for acetone gave similar results. 

(c) Coagulation by heat and elution with water. The method here utilized has 
been used and is recommended by Besredka [1929] for the preparation of antisera 
concentrates. The antiprolan acetone-powder from rabbit serum was taken up in 
water in a concentration of 5 ; 1 . The mash obtained was shaken well and placed 
in the oven at 65“ for 8 hr. to effect coagulation. The coagulate was extracted 
with distilled water. Since considerable quantities of protein accompanied the 
eluted antiprolan, such heat-coagulation followed by elution with water is not 
feasible as a method of separation of the antigonadotropic factor from serum 
protein. 

Discussion 

The results presented in this paper show that the antigonadotropic lactor 
cannot be obtained free from globu^s by the common methods of adsorption 
and elution. This property distinguishes the antigonadotropic factor from 
numerous homones and in particular from the gonadotropic factor itself. Evans 
et cd. [1933], it will be recalled, adsorbed the gonadotropic factor on Willstatter 
alumina A and B and obtained highly purified hormone preparations on sub- 
sequent elution. 

The antigonadotropic factor is always contained in the serum globulin, 
a property which places this factor in the same class as the antibodies. These 
experiments constitute further support for the view advanced that antiprolan 
is similar to an antibody and is not a hormone. 
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SUMMABY 

Different methods of concentrating antiprolan are described. 

I. Methods which appear to be of little practical value are: 

(1) Direct precipitation with alcohol, benzoic acid, flavianic acid or tannic 
acid. 

(2) Fractional precipitation utilizing potassium iodide plus sodium chloride, 
carbon dioxide or dialysis. 

(3) Adsorption and elution, utilizing kaolin, Lloyd’s adsorbent, Willstatter 
alumina A and B, franconite, ‘‘Fasertonerde” or benzoic acid. 

(4) Coagulation and elution utilizing acetone, alcohol or heat. 

II. The methods which were found to give results of significant practical 
value are: 

(5) Precipitation and preservation by treatment with acetone and ether. 

(6) Fractional precipitation with saturated ammonium sulphate. 

(7) Isoelectric precipitation from dilute solutions poor in electrolytes. 

The purest preparations were obtained by combined methods of preparation, 
viz.: 

(8) Combined method A. Isoelectric precipitation of diluted antiserum, 
followed by solution of the precipitate in Locke solution and dialysis. 

Combined method B. Isoelectric precipitation of diluted antiserum, followed 
by partial solution of the precipitate in 26 % sat. (NH 4 ) 2 S 04 and dialysis of the 
filtrate. 

The concentrated antiprolan solutions obtained by the combined methods 
of preparation gave only a faintly positive reaction in the ninhydrin and biuret 
tests, developed only slight turbidities with acetone and salicylsulphonic acid 
and did not coagulate on boiling; 1 mg. purified antiprolan dry substance con- 
tained 10 antiprolan units. 

The combined methods of preparation were not of equal efficacy with the 
two species tested, the results obtained with rabbit antiserum by the combined 
methods being far more promising than those obtained with goat antiserum. 


REFERENCES 

Besredka (1929). Kolle-Kraua-Vhlenhuth, Handlmch path. Mikrooryan, vol. pt. 1, :inl ed. 
Bacher, J ena-Berlin-W ien . 

Evans, Gustus & Simpson (1933). J. exp. Med. 58, 563. 

Haringtoii & Rowlands (1937). Biochem. J. 31, 2049. 

Thompson (1937). Proc. Soc. exp. Biol., N.Y., 36, 640. 

Zondek & Sulman (1937). Proc. Soc, exp. Biol., N.Y., 36, 708, 712; 37, 193, 198, 343. 



CCXLIV. ESTIMATION OF THE ANTI- 
HAEMORRHAGIC VITAMIN 


By H. J. ALMQUIST, E. MECCHI and A. A. KLOSE 

From the Division of Poultry Husbandry^ University of California^ College 

of Agriculture, Berkeley 

{Received 1 August 1938) 

In a former paper [Almquist & Stokstad, 1937] it was stated that chicks fed on 
diets containing low levels of vitamin K tended to show a maximum blood 
clotting time at 2 weeks of age and a decreasing blood (‘lotting time after this 
age. The method of preventive assay and the use of a reference standard, as 
well as a negative control, were briefly illustrated. Further studies of this assay 
procedure have been made and may now be reported. 

Methods and resclts 

The feeding and housing of the chicks and the deU^rmination of blood clotting 
times were identical with the procedures already described [Almquist & Stokstad, 
1937]. In withdrawing blood, incisions about 1 mm. long were made with a fine 
pointed scalpel in a wing vein which was exposed near the junction of the ulna, 
radius and humerus. 

The sole source of supplementary vitamin K used in these experiments was 
a hexane extract of alfalfa which has been adopted as a reference standard in our 
vitamin K assays. 1 ml. represented 1 g. dried alfalfa. 

Chicks from hens on diets containing approximately the same vitamin K 
content were divided into groups and given the basal diet plus various levels of 
the standard vitamin K sources. The results of one such experiment are given 
in Table I. The marked tendency toward a maximum blood clotting time at 
2 weeks of age is a most striking feature of these results. 

Table I. Average blood clotting timeji in relotion to dietary vitamin K level 
ami age of chicks. Exp. I 

Standard 


vitamin K Average blood clotting times in min. at age of 


soln. per kg. 
diet (ml.) 

No. of 
chicks 

f 

1 week 

2 weeks 

3 weeks 

4 weeks 

20 

10 

20-2 i5-6 

Greatly prolonged 

lOlil-2 

8-9zr0-(» 

30 

10 

10-3 ±2 3 

19-5 i 30 

71 ±0*8 

70-10 

40 

10 

6-8drl0 

7-6 ±0*7 

5*8 ±0-9 

4-8 d 0-6 

6-0 

10 

5-7 ±0-6 

6-3 ±0-9 

5-2 ±0-6 

4-2 -i 0-4 

100 

10 

— 

Greatlv prolonged* 

4-2 ±0-8 

40 ±0-5 

500 

10 

3-4rfc0*4 

3-5 ±0*4 

3-4i0-4 

2-7 ±0-3 


* Thi« group had rec^eived only the basal diet for 2 weeks; all individuals were markedly 
deficient. They received the vitamin K supplement at an age of 2 to 4 weeks. 

In a second experiment of this nature we obtained chicks from hens receiving 
diets rich in vitamin K. Day-old chicks from this source had an average blood 
clotting time of 1*9 min. as compared with 3*2 min. for chicks from the sources 
used in the first experiment. These chicks with a high reserve of vitamin K did 

( 1897 ) 
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not show such a marked increase in blood clotting time when they received less 
vitamin K in the diet as those of the first experiment, although there was a 
definite increase during the second week. Apparently, the high vitamin K reserve 
of these chicks was sufficient to compensate for the low vitamin K intake through 
the critical period up to 2 weeks of age. The results are given in Table II. 


Table II. Average blood cloUirig times in relation U> vitamin K level and 


Standard 
vitamin K 
Boln. per kg. 
diet (ml.) 

No. of 
chicks 

age of chicks, Exp, II 

Average blood dotting tiino in min. at age of 

t 

1 week 

2 weeks 

3 weeks 

\ 

4 weeks 

2-0 

16 

5-2 ±0-8 

9-6±lD 

10*9±1*7 

80±11 

2-5 

16 

3-5 ±0-6 

8*3i^l*2 

9*4±1*2 

— 

30 

15 

3-4db0-2 

7-2i:M 

7*8±1*4 

— 

4-0 

15 

2-4 ±0-2 

6-6±l-2 

6*9 ±0*9 

6*5 ±0*3 

6*0 

15 

2-6 ±0-2 

61 ±0*5 

4*0 ±0*3 

— 

10-0 

15 

2-7 ±0-3 

3*0 ±0*3 

30 ±0*2 

— 

60-0 

15 

2-4 ±0-3 

3*9 ±0*3 

3*2 ±0*2 

— 

0-0 

6 

— 

Greatly prolonged 

— 

— 


In a third experiment chicks from the same source as in Exp. I were used with 
a repetition of the results of Exp. I. There was again the well-defined tendenej^ 
toward a maximum blood clotting time at 2 weeks of age, with many individuals 
of the lowest vitamin K intake having clotting times that were greatly pro- 
longed. About 15 chicks per group were used in the last two experiments. 

The blood clotting times of chicks at 3 weeks of age in these experiments are 
given in Table III. It is apparent that, although certain groups of chicks in 

Table III. Average blood clotting times at 3 weeks of age of chicks in 
Exps, /, II and III 


Standard 
vitamin K soln. 

Average blood clotting time 

in min. 

per kg. diet (ml.) 

Exp. I 

Exp. 11 

Exp. Ill ' 

2*0 

101 ±1*2 

10*9 ±1*7 

12*6±1*4 

2*6 

— 

9*4 ±1*2 

8*6 ±0*8 

3*0 

71 ±0*8 

7*8 ±14 

7*0 ±0*8 

4*0 

5*8 ±0*9 

6*9 ±0*9 

5*7 ±0*6 

5*0 

6*2 ±0*6 

4*0 ±0*3 

4*8 ±0*6 

10*0 

4*2 ±0*8 

3*0 ±0*2 

4*1 ±0*2 

500 

3*4 ±0*4 

3*2 ±0*2 



Exps. I and III had passed through a period of mai*kedly prolonged blood 
clotting time and those of Exp. II had not done so, all groups at 3 weeks of age 
had approximately the same blood clotting time for the same vitamin K level 
in the diet. It appears that at this age the chicks had achieved a balance with 
respect to the vitamin K content of the diet. 

During Exp. Ill, three groups of chicks, all with greatly prolonged individual 
clotting times, were given at 2 weeks of age diets containing 3 ml., 5 ml. and 
10 ml. of the standard solution per kg. The average clotting times for these 
groups at 3 weeks of age were, respectively, 6*9, 5-2 and 3*8 min., while the 
average clotting times of contemporary groups which had received these 
vitamin K levels continuously from 1 day of age, were, respectively, 7*0 4*8 and 
4-1 min. These results show that, in spite of a previous condition of severe 
depletion, the chicks were able, within 1 week or less, to attain an average blood 
clotting time which depended principally upon the vitamin K level in the diet 
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In order to make certain that the actual consumptions of vitamin K were 
comparable from group to group, careful records of food consumption and 
growth were kept. These data may be effectively summarized by the statement 
that growth and food consumption were not appreciably different within the 
groups of any one experiment and, in fact, did not vary to any significant extent 
in the separate experiments. This, of course, is consistent with the fact that 
vitamin K is not a growth factor. 

It was stated in a former paper [Almquist & Stokstad, 1937] that there was 
no evident relation between vitamin K deficiency and haemoglobin level in non- 
haemorrhagic individuals. Exception to this statement has been taken by 
Thayer et aL [1937] who have reported restoration of both blood clotting power 
and haemoglobin level after the administration of vitamin K to deficient chicks, 
but who did not distinguish in their report between haemorrhagic and non- 
haemorrhagic individuals. It is well known that haemorrhagic chicks suffer 
from anaemia induced by loss of blood into the tissues and that within 2 or 3 days 
after administration of adequate doses of vitamin K the blood may be reabsorbed 
and the haemoglobin level restored toward normal. 

During the course of these and other studies, haemoglobin measui*ements 
were m^vde on the blood of individual chicks with prolonged clotting time. 
Measurements were made in these cases with the New Dare Haemoglobinometer, 
the mean of 5 or more closely agreeing readings being taken as the final value. 
Eleven chicks, 2 weeks old, with individual clotting times over 60 min. in each case, 
were found to have haemoglobin levels ranging from 8* 10 to 9-60 g. per 100 ml. 
with a mean of 8-56. None of these chicks were afflicted with visible haemorrhages. 
The m(‘an value compares favourably with one of 7*97 obtained by Harmon 
[1936] with the identical instrument in the case of 2-week old normal chicks fed 
on a practical ration. Four additional non-haemorrhagic chicks with individual 
clotting times greater than 60 min. were tested at an age of 3 weeks. The 
haemoglobin levels found w'ere 7*8, 8*4, 9-0 and 9-7 g. per 100 ml. These values 
are far above what may be considered an indication of anaemia. 

One of the most serious obstacles to accuracy in vitamin K assay by any 
procedure is the large variability of blood clotting time encountered, although 
source of chicks, level of vitamin K intake and reserve of the chicks are made as 
nearly uniform as possible. This variability is not appreciably lowered by 
previous severe depletion of the chick. It remains high even in chicks that have 
all received the same amount of the vitamin in the diet for as long as 5 weeks and 
that have grown equally well. 

In a search for other factors influencing the blood clotting time, we measured 
the clotting times of chicks maintained on the same low dietary vitamin K level, 
in certain individuals only after complete anaesthesia induced by subcutaneous 
injection of sodium pentabarbital (Nembutal), and in others in the usual maimer. 
A reduction in blood clotting time due to a condition of fright seemed possible. 
Such an effect would probably be minimized in birds that had been under the 
influencie of a powerful anaesthetic for ^ hr. or more. However, over a range of 
6-19 min., no appreciable differences in average clotting time were found. 

Second samples of blood taken immediately after the first samples and from 
the same incision usually clotted in slightly less time than the first samples. 
This was also found to be the case for first and second samples taken from 
different incisions, one on each wing of the chick. In no case was more than 
approximately 0-2 ml. taken per sample. Since there was no appreciable loss of 
blood while these samples were being taken, the quantity of blood lost could 
scarcely have exerted any influence on the blood clotting time. It does not 
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appear that this reduction in clotting time was due to contamination of the 
second blood sample by fluids from the cut tissues, since the same slight shortening 
of the clotting time was observed whether the samples were taken from one cut 
or from different cuts in the same bird. Furthermore, the incisions were made in 
such a manner as to avoid cutting of tissue other than the vein. 

In a further study of this shortening of the clotting time it was found that 
the differences in the average clotting times of the first and second blood samples 
lacked significance in the statistical sense, although there was a consistently 
shorter average time for the second samples. 

None of the above findings aid in explaining the large variability in blood 
clotting times in chicks of the same group. It is logical to expect that a large 
part of such variability may be caused by individual differences in the chicks in 
regard to their vitamin K metabolism. In an attempt to secure a measure of 
such individual source of variability, we have obtained at intervals of a few days 
the blood clotting times of 57 identified chicks maintained on the sam<^ diet low 
in vitamin K. Data illustrating the characteristicaUy different blood clotting 
times of certain chicks reared together upon the same diet and vitamin K level 
are given in Table IV. 

Table IV. Blood clotting times in minutes of individual chicks fed on 
same diet low in vitamin K 


Age in days 


Chick no. 

21 

24 

27 

29 

5370 

>30 

>30 

>30 

>30 

5389 

24-4 

>30 

>30 

260 

5392 

>60 

>30 

21*5 

>30 

5360 

7-0 

71 

4-7 

5-4 

5378 

2-9 

5*7 

2-8 

3*6 

5386 

13-4 

9*7 

8-6 

10-5 


Thifi group of chicks was of random selection. Individuals in tlu* group 
grew at rates which varied over a twofold range. A small positive correlation 
between chick weight and blood clotting time was indicated by the coefficient, 
0*276 ± 0-086, which is barely significant. This tendency for blood clotting 
time to be influenced by rate of growth can be almost entirely obliterated by 
selecting chicks of uniform size at 1 week of age. 

Since it has been shown by Greaves & Schmidt [1937j that lack of bile 
interferes with the absorption of vitamin K in the rat, it seemed possible that 
chicks in a state of chronic deficiency might be cured by addition of bile acids to 
their diet, if one cause of their deficient condition were poor absorption of 
vitamin K. Experiments were conducted using chicks of prolonged blood clotting 
times; however, the addition of the bile acids, cholic acid, deoxycholic acid, 
dehydrochohe acid and taurocholic acid to the diet at a level of 0*5 % had no 
detectable effect on the average blood clotting time after 1 week of such feeding, 
although a uniform, nearly adequate level of vitamin K was present in the diet. 
Control groups also showed no appreciable or general changes. The characteristic 
clotting time differences, as illustrated in Table IV, were evidently not due to a 
lack of bile acids in the digestive tract. 

As a result of the large individual variability of chicks in regard to blood 
clotting time, it becomes evident that a reduction of the probable errors in average 
blood clotting time requires primarily an increase in the number of chicks per 
test group. This means that any procedure requiring complicated and lengthy 
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treatment of each animal and of each blood sample will be extremely laborious 
as well as more susceptible to experimental errors. For these reasons we have 
sought to perfect the most simple method of conducting a vitamin K assay. 

In the procedure now adopted by us 10 chicks (more when greater accuracy 
is desired) that have been maintained on the basal diet for 1 week since hatching 
are placed in each test group and fed on a supplemented basal diet from 7 days 
to 14 or 21 days. The purposes served by maintaining the chicks for 1 week on 
the basal ration are many, e.g. depletion of the reserve, detection of weak, 
defective and slow-growing chicks and elimination from the test pens of most of 
the usual early chick mortality. Included with the test groups receiving the 
supplement intimately mixed with the diet are a negative control group having 
no supplementary vitamin K in the diet and several groups on diets containing 
various levels of the reference standard. 

The reference standard could, of course, be assigned a certain “unit" value, 
but we have preferred not to follow the common tendency to define “units** and 
possibly lead vitamin K into the confusion of meanings and definitions that has 
been troublesome in the case of certaui other vitamins. It would seem better to 
defer such definitions until requirements can be based upon a weight of a pure or 
standard preparation. 

As previously shown, the age of 14 days is one of maximum susceptibility to 
inadequate vitamin K intake. An assay can therefore be terminated at this 
time, after 7 days of supplementary feeding, 
provided that a series of suitable reference 
standard control groups are available and all 
chicks are of a common origin and have g 
received thc‘ same treatment. 

For more precise assay it is preferable to .S 
continue the supplementary and control feed- Z 
ing to 3 weeks of age. As indicated in ^ 

Table III, chicks at this age seem to attain a J 
final adjustment of blood clotting time to the ^ 
vitamin K level of the diet. The results of | 

Table III have been used in constructing 
Fig. 1, which expresses the relation of the J 
logarithm of the vitamin K concentration in 
the diet to the reciprocal of the average blood 
clotting time. The relation is evidently linear, 
which means that the clotting power of the 
blood, as expressed by the reciprocal of the Fig. 1. Relation of the reciprocal blood 
clotting time, is a simple function of the clotting time to the logarithm of the 
1 r J.V. ‘x • TT XX- • vitamin K level in the diet (ml. 

logarithm of the Vltanun K concentration m reference standard sol. per kg. diet). 

the diet. The line relating the reciprocal of 

the clotting time to the logarithm of the dietary vitamin K concentration 
appears to extrapolate toward the origin. This implies that, as the vitamin K 
level is decreased, blood clotting time tends to become extremely prolonged. 

For the curve given it was found that 

log vitamin K concentration = clott h ig t lSTe ' 

It is probable that the constant in this equation wUl not hold in all cases for 
chicks of this age and that the interpolation of the results of any assay should be 
ikiade separately for each series. Although the same equation was obtained from 
the results at 4 weeks, the constant was definitely lower, approximately 2’8. 



i) 0-3 1*0 

Log vitamin K level in diet 
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This constant would be expected to decrease with increasing age of the 
chicks. 

The linear relation of the logarithm of the dietary vitamin K level to the 
reciprocal of the blood clotting time affords a very useful means of interpreting 
average blood clotting times of test groups in terms of the potency of the 
reference standard. Thus, for interpolating the results of an assay it is necessary 
to have only two accurately determined points from reference standard groups. 

It appears inadvisable at present to specify certain values for blood clotting 
times to serve as a basis for defining units or activity of vitamin K concentrates, 
as Thayer et al. [1938] have proposed. These workers have defined a unit of 
vitamin K as that quantity of material required to reduce the clotting time of the 
blood of 50 % of the chicks to 10 min. or less. A clotting time of 10 min. or less 
was considered normal. It is only necessary to recall the variability of blood 
clotting time with age (Tables 1 and II) to realize that highly erroneous results 
can be obtained by such method of assay unless the ages of chicks and the 
vitamin K reserves of chicks are closely standardized. 

The fact that on low dietary levels of vitamin K chicks with only a moderate 
K reserve tend to show at 2 weeks a maximum blood clotting time, which later 
decreases, while chicks with a greater reserve may not show such marked 
changes, has several interesting implications. The day-old chick weighs 30-40 g. 
and has a corresponding, definite and increasing requirement for essential food 
factors. However, the intake of such factors from the diet starts at zero from 
which it increases as the chick consumes food. The chick must soon obtain 
entirely from the diet the essential factors which it may have carried in reserve 
at the time of hatching. During the first days of the chick's life, therefore, the 
reserve is being depleted pending the acquisition of a sufficient quantity of 
essential food factors from the diet. When one of these food factors is limited by 
a low intake in the diet, the possibility of deficiency is greatly increased and, 
when the reserve of the chick is also low, a seriously deficient condition is almost 
certain. 

During the period from 1 to 2 weeks the chick makes the maximum gains 
per unit of food consumed. It is during this period of most rapid gain in relation 
to food consumed that the chick is most affected by an inadequate dietary supply 
of vitamin K. Even in Exp. II, where the chicks had a high reserve of vitamin K, 
it was found that the greatest increase in blood clotting time took place during 
the second week. It is significant, in this respect, to note that Harmon [1936] 
has shown that at an ago of 2 weeks the haemoglobin levels of normal chicks 
pass through a minimum value which is elevated again at 3 weeks. 

After an age of 2 weeks the gain in wt. per unit of food consumed decreases 
and it is found that the blood clotting time also drops, indicating that the 
requirement of vitamin K per unit of diet has decreased. This decrease is 
probably analogous to the lowering of the vitamin G dietary levels required by 
chicks [Heuser et al., 1938]. 

Summary 

1. The blood clotting time of the chick varies with the age and the vitamin 
K reserve in the chick, and the vitamin K level in the ration, and tends to reach 
a maximum at 2 weeks of age. 

2. At 3 weeks of age the chick achieves a balance of blood clotting power 
with respect to the vitamin K level in the ration. 

3. l^e reciprocal of the blood clotting time is a simple linear function of the 
logarithm of the vitamin K level in the ration, over a practical range of values. 
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4. Chicks free from haemorrhage but with greatly prolonged blood clotting 
times had normal haemoglobin levels. 

5. An improved assay procedure for vitamin K is suggested. 

The authors wish to acknowledge valuable assistance received from Dr I. M. 
Lerner in the statistical analysis of data and from the Works Progress Administra- 
tion (AP No. 465-03-3-209) in the care of animals and in the recording and 
treatment of data. 
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CCXLV. THE TIME FACTOR IN THE 
INTERACTION OF AMINO-ACIDS 
WITH SUGARS 
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{Received 8 June 1938) 

In a previous communication we have shown [Frankel & Katchalsky, 1937] that 
the interaction of a-amino-acids and peptides with sugars in slightly alkaline, 
neutral and slightly acid solution leads to a decrease in owing to the dis- 
appearance of basic amino-groups, but no quantitative conclusions were drawn. 
It was mentioned that the interaction in question “proceeds over a relatively 
long time intervar*. In the experiments now reported the time progress of the 
decrease in pH is described in greater detail. 

The study of the time factor throws light also on a recent paper by Balson & 
Lawson [1938] who, on the other hand, state that the pH decreases shown by 
amino-acids or peptides in mixture with sugars is solely attributable to the 
acidic properties of the sugars themselves. The discrepancy between the results 
of Balson &, Lawson and our own is, we believe, due mainly to the fact that, in 
choosing their experimental technique, these authors failed to take into account 
the time factor of the interaction. The interaction between the aldoses and amino- 
acids or peptides becomes noticeable, under certain conditions, only after some 
time. In the experiments described by us intervals of 20-30 min. were allowed 
between NaOH additions in the potontiometric technique, and observations in 
the colorimetric experiments were extended over periods of 24-48 hr. Balson & 
Lawson, on the other hand, used their special technique [1935] which enables 
them to shorten even that time interved which is normally required in potentio- 
metric titrations between consecutive additions, and thus created markedly 
unfavourable conditions for observations of the interaction. 

Other minor causes of the discrepancy are dealt with later in this paper. 

In order to study the time factor more fully we carried out the present experi- 
ments as follows. 

I. Mixtures of amino-acid and sugars were titrated by the potentiometric 
method under diflFcrent time conditions: in (1) the interval between each 
addition of NaOH was 10 min., in (2) the interval was 3 hr. Time in each case 
was counted from the moment at which initial potential was attained. 

II. Equal parts of mixtures containing both components of the reaction 
were brought to desired pH values by addition of NaOH and both the initial 
pH and the changes of pH were determined electrometrically during a period of 
several hours. 

In all cases controls containing either the ammo-acid or the sugar at the pH 
and concentration of the test mixtures, were run. 

The amino-acid was glycine. The sugars were: sucrose and fructose for non- 
aldehydic, non-reactive sugars; glucose and galactose for the aldehydic sugars. 

The experiments were carried out under sterile conditions at 20° throughout* 

( 1904 ) 
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Results 

I. PoUniiormtric titrations with different time intervals between NaOlI additions 
(a) Olycirie + rvon-aldehydic sugars 

1. Time interval between additions — 10 min. 

When the slight correction necessitated by the acidity of the sugars is 
allowed for (0~3 mV. for sucrose, 0-6 mV. for fructose) the curves obtained are 
identical with that of glycine -f water. 

2. Time interval — 5 hr. 

Once the potentials arc established no change in occurs. The titration 
curves of the solutions are therefore the same whether the NaOH is added at 
intervals of 10 min. or 3 hr. 



Fig. 1, I'itration curves of glycine-«ugar mixtures with different time intervals between NaOH 
additions, v 1 ml. glycine jlf/4-f 1 ml. HjO. o 1 ml. glycine ilf/4-i-l ml. sucrose Mj! (time 
interval 10 min. or 3 Ibr.), + 1 ml, gb^cine i//4 + 1 ml. fructose Mjl (time interval 10 min. or 
3 hr.). □ 1 ml. glycine aV/4 + 1 ml. glucose Af/1 (time interval 10 min.). ® 1 ml. glycine 
J//4 1 ml. glucose Mjl (time interval 3 hr.). 

Table I. Potentiometric iitraiion of 2ml. of mixtures coTilmning glycine M/<S and 
glucose M/2 by NaOH N/i(?, each addition of alkali being made (1) 10 min. or 
(2) 3 hr. after the initial potential was attained. 


pH 


Additions of 

r 

A. ■■■„. 


alkali (ml.) 

(1) 


{^) 

00 

5-61* 


5-61* 

005 

7-71 


703 

01 

8*13 


7-34 

0*2 

8-51 


7-89 

0-3 

8-73 


8*11 

0-5 

904 


8*61 

0-7 

9-21 


8*91 

10 

9-47 


9*21 

1*4 

9-72 


9*41 

1*8 

996 


9*90 


* The maasuradpH ; a decrease inpH might have occurred here during the mixing and measuring. 



1906 


M. FRANKEL AND A. KATOHALSKY 


(6) Qlycine+aldehydic sugars 

1 . Time interval — 10 min. 

In this case also the necessary correction for tlie acidity of the glucose is 
small (0-4 mV.) within the range and concentration ratio of the experiments. 

Even when the potentiometric titration was conducted at time intervals of 
10 min. the potentials initially attained tend to decrease. Yet the decrease under 
these conditions (A pH about 0*1), though greater than the range of error, is 
still rather small (Fig. 1; Table I (1)). Balson & Lawson [1938] correctly con- 
cluded that a pH lowering of this size is too small for an interaction to be 
inferred. 

2. Time interval — 3 hr. 

The pH values found after each addition werc^ lower than the corresponding 
values obtained with additions at intervals of 10 min. bv as much as 0-8 pH. 
(Cf. Fig. 1, Table I (2).) 

II. Electrometric pH mexisurements during 3 hr, in mixture solutions brought 
by additions of NaOH to different initial p// values 

(a) Glycine + non-oMehydic STigars 
The sugars were either sucrose or fructose. 

All pH values remained constant at their initial level for 3 hr. Sterile mixture 
solutions at pH up to 8*8 and sterile acid and neutral controls und(TWf‘nt no 
change in pH within one or more days; both sugar controls and mixtures of 
higher alkalinity undergo pH depressions when kept for 24 hr. or more. This 
result is to be expected in view of the known instability of sugars in alkaline 
solution. 

(6) Glycine -{^aMehydic sugars 

Glycine -f glucose. Marked and rapid decreases in the pH values were obsfU'ved 
(Table II). The velocity of the depression decreased with increasing alkalinity. 
All pH values attained constancy at least 30 min. before the end of the observa- 
tion period. 

Table II. Potentiometric measurements of pH changes with time in 2 ml, 
mixtures containing glycine M/3-f giwcose M/2-f a: wZ. NaOH N/10 


Time after a:=ml. NaOH A 7 IO 

mi-ying — ^ 

A.AC /I.1 A.O r\ K 


min. 

0-05 

01 

0-3 

pH values 

0-5 

10 

1*8 

25 

7-71 

8-13 

8*73 

904 

9-43 

9-95 

30 

7*63 

808 

8-71 

902 

9-40 

9*93 

37 

7-47 

801 

8-68 

901 

9-40 

9-89 

45 

7-34 

7*94 

8-65 

8-99 

9*40 

9-89 

60 

7-23 

7-89 

8-64 

8-99 

9-40 

9*89 

75 

717 

7-78 

8-61 

8-95 

9-38 

9*89 

150 

717 

7*47 

8^47 

8*88 

9-36 

9*87 

180 

717 

7-47 

8-46 

8-88 

9-35 

9*87 


In sterile mixtures and controls of pR < 8-3 additional decreases did not 
occur even after several days. In the alkaline range, above pR 8-3, glucose 
controls prepared and maintained under sterile conditions showed depressions 
in pH after one or more days showing decomposition of the sugar. The mixtures 
under the same conditions also showed additional depressions. It is obvious that 
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sugars which are allowed to stand for a longer period in strongly alkaline media 
undergo chemical changes which, as in certain cases observed by the authors 
and others, are aided by the presence of amino-acids. As has previously been 
shown, more strongly alkaline media induce a new type of reaction in the 
mixtures. It seems, therefore, advisable to reduce the observation time, which in 
the colorimetric experiments was extended over one or two days, to an interval of 
e.g. 3 hr. within which no decomposition of the sugars occurs. 

It may be noted here that the observations on the diminution of the pH 
decrease at higher alkalinities were taken at points far enough from the end- 
point of the titration to be uninfluenced by the final convergence of the titration 
curves. 

Galactose when mixed with glycine behaves in the same way as glucose, 
except that within a pH range of 7-8 the readings with galactose became constant 
within 20 min., whereas in the pH range 8-9 constancy is attained after 2 hr. 

The molar concentration ratio of amino-acid to sugar in our previous experi- 
ments was 1:1, and in the mixtures the concentration of each component was 
Jlf /4. The corrections for the acidity of the sugars in the pH range investigated 
were found to be between 1-2 mV. and were therefore practically negligible. 

It may also be remembered that in our previous colorimetric experiments 
the acidity of the sugars was eliminated by equalizing the pH of both com- 
ponent solutions before mixing (principle of isohydric solutions). 

Lastly it may be mentioned, in anticipation of a later paper, that leucyl- 
glycine, the peptide investigated by Balson & Lawson, is less reactive when 
mixed with aldoses than glycine or its j^ptides in which the free NHg-group 
belongs to the glycine moiety. 

SUMMAKY 

1. Mixtures of glycine and either non-aldehydic or aldehydic sugars were 
potentiometrically titrated mider different time conditions. 

No pH depression occurred in mixtures containing non-aldehydic sugars and 
no influence of the length of the intervals between NaOH additions on the 
titration curve was detectable. In mixtures containing glucose a pH depression 
appeared which was much more marked when the time interval between the 
NaOH additions was extended. 

2. No change within at least 3 hr. in the pH values occurred in mixtures of 
glycine and non-aldehydic sugars brought to different initial pH. Under the 
same conditions marked and rapid decreases in the pH values occurred in 
mixtures containing glycine and either glucose or galactose. 

3. The view of Balson & Lawson, that the pH depressions observed by us are 
to be attributed solely to the acidic properties of the sugars is shown to be 
incorrect. 

4. Owing to different experimental conditions no direct conclusion in regard 
to our previous findings can be drawn from the results of Balson & Law'son. 
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That disturbances in the intermediary carbohydrate metabolism of the brain 
may be involved in certain “functionary disorders of the central nervous system 
is indirectly suggested by many observations. The beneficial effect of the “insulin 
shock therapy introduced by Sakel [1937] for the treatment of schizophrenia is 
a particularly striking example, since one of the effects of hypoglycaemia is to 
diminish the supply to the brain of glucose, the normal substrate for oxidative 
catabolism in this organ [Dameshek & Myerson, 1935]. 

In epilepsy, also, the brain metabolism may be abnormal. Some form of 
anoxaemia has long been considered a possible etiological factor in convulsive 
disorders [Cobb, 1936]. The seeming antagonism between epilepsy and schizo- 
phrenia led Meduna [1937] to introduce the metrazol convulsion therapy for 
schizophrenia. 

An older theory of narcosis, recently given a new aspect by the work of Quastel 
and his coworkers [Quastel & Wheatley, 1932; 1934; Jowett, 1938], suggests that 
an interference in brain oxidations may be involved in narcosis. Such an inter- 
ference may be important in the prolonged narcosis therapy for schizophrenia 
[Palmer, 1937]. The work of Quastel & Wheatley [1933] also suggests a toxic 
effect of' amines on brain metabolism as of possible importance in mental 
disorder. 

The observations of Loevenhart et al. [1929] on the temporary effects of 
cyanide injection and of inhalation of high carbon dioxide-air mixtures on 
schizophrenic patients are of interest also. 

The mechanism of glucose catabolism in the brain is a very controversial 
subject at present. Whether lactic acid is a direct intermediate, or whether it 
arises from pyruvic acid as a side reaction, is not known with certainty. But in 
either case, a disturbance at any point in the reaction chain or chains involved 
in glucose catabolism might be expected to cause an increase or decrease 
in the concentration of lactic acid in the brain. The object of this investigation 
was to discover whether or not such an increase or decrease is caused by anaes- 
thetics or by convulsant drugs. 

With the exception of the work of Kerr and coworkers [1936; 1937; Avery 
et al. 1935], the brain lactic acid values given in the literature are not dependable, 
because of post-mortem glycolysis. Kerr and coworkers froze the brain in situ 
in the living animal, but their technique required the use of anaesthetics, which 
decrease the brain lactic acid, as will be shown. 

Experimental 

Mice were used in this investigation. These animals are small enough to be 
plunged into liquid air and frozen, without the use of anaesthetics or surgical 
procedures. The mouse is frozen solid in 2-3 sec., and reaches the temperature 

( 1908 ) 
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of the liquid air in 60-90 sec. The brain is then removed, using chilled instru- 
ments and working on a surface consisting of a strip of cardboard chilled in 
liquid air. The tissue, instruments, and cardboard are chilled at intervals during 
the operation, so that the brain does not soften at any time. The whole brain is 
removed, and stored in liquid air, ready for crushing. 

The crusher (Fig. 1) is similar to that described by Graeser et al. [1934], but 
much smaller, and simplified. The crushing surfaces are of tool steel; the ring 
and base of iron. The crusher is chilled by submerging for a few sec. in liquid air, 
the frozen tissue then placed on the anvil, with the ring in place, and the tissue 
crushed by several blows of a hammer on the steel plunger. The crushed tissue 
forms a solid disk which sticks in the iron ring, and is poked out with a glass 
rod into the ZnS04-H2S04 contained in a tared centrifuge tube (with rubber 
stopper). In order to avoid loss of tissue during the transfer, a glass funnel with 
the stem cut off is used. The tube is restoppered, shaken well, and weighed. 



Determination of lactic acid 

Lactic acid was determined by a modification of the method of Friedemann 
& Graeser [1933]. Since a mouse brain weighs only 0'3-0-4 g., it was necessary 
to use much smaller quantities than those employed by Friedemann & Graeser. 

The distillation was carried out in the pyrex glass apparatus shown in Fig. 2. 
All rubber connexions have been eliminatcHl except that at B, which does not 
become heated, and here the rubber does not come into contact with the solution. 
The apparatus is easily rinsed by inverting and running water in at A and out at 
B. Draining through B is satisfactory unless the angle at C has been made too 
acute; 150® is about right. The apparatus is easily constructed from a 100 ml. 
distilling flask and the micro-Kjeldahl distillation apparatus described by 
Cavett [1931]. 

Protein removal is accomplished by the Zn(OH)2 method. The crushed 
tissue is added to 3 ml. solution containing per litre 35*5 g. ZnS04, THgO and 
355-5 ml. N H2SO4 [Blatherwiok et al., 1935]. An amount of 0-5 N NaOH is 
added sufficient exactly to neutralize the acid solution (determined by previous 
titration, using phenolphthalein). Water is then added to make a total volume 
of 7-5 ml., counting the tissue 80% water. The mixture is allowed to stand for 
30 min. with occasional shaking, and centrifuged. 

To 6 ml. supematmit fluid are added 0-6 ml. CUSO4 (containi^ 200 g. 
OUSO4, 5H2O per 1.), and 0*6 ml. Ca(OH)2 suspension (prepared by slaking 200 g. 
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fresh lime and diluting to 1 L). Water is added to the mixture to make a total 
volume of 15 ml. This is allowed to stand for 30 min. with occasional shaking, 
centrifuged and decanted. 

A 13 ml. aliquot of the solution is introduced into the distillation apparatus 
(at JS), followed by 2 ml. of H 8 P 04 -MnS 04 mixture (100 g. MnS 04 , 4140 and 
25 ml. 85% H 3 PO 4 per 1.), and 5 ml. water. The funnel is then connected at JS, 
with the stopcock closed, and filled to the 15 ml. mark with a colloidal suspension 
of Mn 02 (freshly prepared by mixing equal quantities of 0*013 % KMn 04 and 
0*03% MnS 04 , 4 H 2 O solutions. Rapid fiocculation does not occur unless 
MnS 04 slightly in excess). The receiver contains 2 ml. 0*13/ NaHSOa. 

The solution is brought to boiling, and small portions of MnOa are run in at 
intervals, the whole 15 ml. being added duting a 10 min. period. The total 
distillation period is 15 min,, the rate being such as to give a final vol. of 20 ml. 
in the receiver. At the last, the receiver is lowered and the distillation continued 
for about 1 min. to rinse the outlet. Bumping is prevented by the presence of 
three glass beads in the flask. After the distillation, the receiver is cooled in ice 
water. 

The excess NaHSOa i® removed by 0*3 N I 2 , and the end-point adjusted with 
0*005 N NaaSaOa and 0*0025 N Ig, using 1 ml. 1 % starch indicator. The bound 
NaHS 03 i® released by adding 5 ml. saturated Na 2 HP 04 , and titrated with 
standard 0*0025 N 4 (containing 10 g. KI per 1.). A 2 ml. micro-burette is used, 
and an air-driven stirrer facilitates the titration. 

1 ml. 0*0025 N 4 is equiv. 0*1125 mg. lactic acid. 

Purification of the reagents used is necessary. Blank determinations usually 
required about 0*1 ml. of 0*0025 N 4* 

Tests on known lactic acid solutions (prepared from Zn lactate) in amounts 
covering the range involved in these experiments indicated that the n^sults were 
accurate to within ± 3 mg. per 100 g. of brain tissue. Since this is much smaller 
than the differences between individual normal mice, the method is sufficiently 
accurate for the present purpose. 

Blank tests on phenobarbital, ether, picrotoxin, metrazol, nicotine and NaCN 
in amounts likely to be present in experiments reported here, showed that these 
drugs do not form appreciable amounts of NaHS 03 - binding substances. 

Brain lactic acid in normal mice 

Table I gives the data obtained on normal mice. Brain lactic acid values in 
mice not exercised before killing ranged from 12 to 25 mg. per 100 g. brain 
tissue (wet wt.), with a mean of 18*9 mg. per 100 g. Neither body wt, nor sex 
influenced the results significantly. Most of the mice were not subjected to a 
period of food deprivation before the experiment; such a period was found to 
have no influence on the brain lactic acid. 

It was found that a period of strenuous exercise increased the brain lactic 
acid significantly. The mouse was placed in a covered beaker, which was then 
continuously tilted, shaken and rotated, forcing the mouse to exercise in 
attempting to right itself and maintain equilibrium. The brain lactic acid in 
these mice was 25—28 mg. per 100 g., with a mean of 26*8, an average increase of 
7*9 mg. per 100 g. due to the exercise. 

Since in strenuous exercise lactic acid accumulates in the blood, it was 
desirable to determine whether the increased brain lactic acid was' due to 
diffusion from the blood into the brain. Three mice were injected with 4-8 mg. 
lactic acid (as Na salt) in 0*56 M solution, by tail vein, and killed 6 min. later! 
The brain lactic acid values agreed with those of normal resting mice ; hence it is 
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concluded that the extra brain lactic acid arising during exercise has its origin 
in the brain itself, and is due to increased activity of this organ. These observa- 
tions are in harmony with those of Dameshek & Myerson [1935], who found no 
absorption by the brain of lactate from the blood in patients in insulin hypo- 
glycaemia (during which brain lactic acid is low). Contrary observations have 
been made by others, however [McGinty, 1929; Himwich & Nahum, 1932]. 

Two experiments showed that adrenaline does not increase the brain lactic 
acid (Table I). These mice each received 0-06 ml. 1/10,000 adrenaline (0-2 mg. 
per kg.) subcutaneously. In one, this was divided into two equal doses, separated 
by a 3 min. interval, and the mouse was frozen 3 min. after the second injection. 
In the other, the adrenaline was given in one dose, producing marked signs of 
stimulation, and the mouse was frozen 3 min. after injection. These experiments 
confirm the findings of Kerr et aL [1937]. 

In the tables, the experiments arc numbered in the order in which they were 
carried out. 

Table I. Brain lactic acid in normal mice. 





Brain lactic 



Wt. of mouHe 


acid 


!xfi. no. 

g- 

8ox 

mg. i)er 100 g. 

Remarks 



Without exercise 


1 

25 

F 

23 



•> 

24 

F 

25 



10 

24 


16 



ITi 

20*5 

F 

23 

— 

18 

28 

F 

16 

— 

23 

21-5 

M 

19 

— 

30 

25-5 

M 

16 

14*5 hr. food deprivation 

44 

30-5 

M 

19 

4 hr. food deprivation 

(il 

20 

M 

12 

3 hr. food deprivation 

07 

19 

M 

20 

— 

79 

19-5 

F 

18 

— 

87 

19-0 

F 

20 

— 



Mean 

18-9 




After exercise 


ii 

21 

M 

25 

Exercised 3 min. 

9 

21 

M 

27 

Exercised 5 min. 

14 

23-5 

F 

27 

Exercised 4 min. 

19 

32-5 

F 

27 

Exercised 4 min. 

27 

21 

M 

28 

Exercised 5 min. 



Moan 

26-8 




After Na lactate injection 


77 

22 

M 

24 

Injected 4 mg. lactic acid 

78 

26 

F 

14 

Injected 4 mg. lactic acid 

80 

20-5 

F 

17 

Injected 8 mg. lactic acid 



Mean 

18-3 




After adrenaline injection 


90 

31-5 

M 

17 

2 injections, 3 min. apai-t 

91 

26-5 

M 

16 

1 injection 


Effects of aruiesthetics 

Table II gives data obtained on mice killed in a state of anaesthesia. The 
experiments are arranged in the order of increasing duration of anaesthesia 
before killing, this period being measured from the time of loss of righting 
reflexes. 
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Table II. Brain luetic acid in anaesthetized mice 





Induction 

Period of Brain lactic 


Wt. of mouse 


period 

anaesthesia 

acid 

Exp. no. 

g- 

Sex 

min. 

mm. 

mg. 

per 100 g. 



Phenobarbital, excitement stage 




51 

23-5 

M 

7 

0 


17 

58 

21-6 

M 

17 

0 


8 

56 

22 

M 

18 

0 


8 

35 

27 

F 

21 

0 


12 






Mean 

11*2 



Phenobarbital anaesthesia 




41 

27 

M 

15 

15 


9 

49 

26-5 

M 

30 

18 


8 

48 

25-5 

M 

13 

22 


8 

34 

24 

F 

30 

42 


11 

36 

18*5 

M 

30 

70 


6 

50 

22*5 

M 

26 

196 


14 

57 

24 

M 

20 

210 


6 






Mean 

8*9 



Amytal anaesthesia 




47 

26 

M 

43 

4* 


9 

46 

29 

M 

10 

15 


8 

45 

23*5 

F 

10 

23 


8 

43 

26*5 

F 

10 

25 


7 






Mean 

8*0 



Ether anaesthesia 




55 

24 

M 

1 

0*5 


16 

81 

23*5 

M 

1 

1 


18 

76 

24*5 

F 

3 

5 


8 

80 

20*5 

F 

1 

10 


12 

71 

23*5 

F 

3 

15 


13 

72 

25*5 

M 

0*6 

15 


11 

75 

23 

M 

3 

20 


9 


* After a second injection. 


The barbiturates were administered intravenously (tail vein), or in some 
cases subcutaneously, when the needle missed the vein. The manner of admini- 
stration seemed to make little difference. Phenobarbital dosages were* 0*04~ 
0*06 ml. 10% phenobarbital as the Na salt per mouse. Amytal dosages were 
0- 1-0-15 ml. 5% Na amytal per mouse. 

All three anaesthetics decreased the brain lactic acid significantly. With 
phenobarbital, it was shown that the decrease begins during the excitement 
stage. With ether, which induces anaesthesia much more quickly, the lactic 
acid decrease lags behind the onset of anaesthesia. 

The lactic acid values obtained fwe lower than those reported by Kerr and 
coworkers for dog, cat and rabbit brains. However, it must be remembered that 
they analysed grey matter only, while the whole brain was used in the experi- 
ments reported here. 

Effect of insulin 

Table III gives the data obtained on mice killed in “insulin shock”. The 
mice were deprived of food for periods of 3-16 hr. before the experiments. No 
correlation seemed to exist between the length of this period and the severity of 
symptoms or the brain lactic acid. - The insulin used was 40 units per ml., Eli 
Lilly Company. Injections were into the tail veins, or occasionally subcutaneous. 

In idl mice killed during insulin convulsions, and in some killed while in a 
fiaccid condition, the brain lactic acid was much lower than normal. This 
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Table III. Brain lactic acid during “insulin shock" in mice 





Insulin 

Period of 

Brain lactic 

Exp. no. 

Wt. of mouse 


injected 

insulin action 

acid 

g- 

Sox 

units 

min. 

mg. per 100 g. 



Killed while in flaccid condition 



26 

25-6 

M 

1, 1, 2* 

268 

14 

26 

22 

M 

1 

107 

16 

28 

23*5 

M 

1, 1, 1* 

240 

2 

68 

20-5 

M 

2 

35 

6 



Killed during convulsions 



29 

21-6 

M 

1 

63 

6 

31 

28-6 

M 

3 

80 

5 

37 

24-6 

M 

3 

230 

5 

38 

25 

F 

3 

53 

9 

42 

29 

M 

3 

88 

9 


Mean 6-8 


* At intervals of 1-2 hr. Unsuccessful attempt to produce convulsions. 

confirms the findings of Kerr et al, [1937], although earlier Kerr & Ghantus [1936] 
reported normal brain lactic acid values after insulin. 

A low level of brain lactic acid during hypoglycaemia is in harmony with the 
view that the decreased glucose supply to the brain is an important factor in 
hypoglycaemic shock. 

Effects of picrotoxin 

Picrotoxin in large enough doses causes severe epileptiform convulsions in 
mice. In these experiments, the dosage used was 0-04-0-08 ml. per mouse, of a 
solution containing 3 mg. picrotoxin per ml. (in 9% alcohol), Eli Lilly Company. 
The injections were made into the tail veins, or occasionally subcutaneously. 


Table IV. Mouse brain lactic acid in picrotoxin convulsions 



Wt. of 


Duration of Brain lactic 



mouse 


convulsions 

acid 


Exp. no. 

g- 

Sex 

min. mg. 

per 100 g. 

Remarks 



Killed at beginning of convulsions 


6 

21-5 

M 



26 

— 

7 

23 

M 

— 

19 

— 

12 

22 

M 

— 

24 

— 

20 

27 

F 

— 

13 

— 

21 

23 

F 

— 

15 

— 

24 

25-6 

M 

— 

27 

— 

32 

30 

M 

— 

18 

— 

33 

25 

M 

— 

12 

— 

39 

20 

F 

— 

18 

— 

40 

24 

F 

— 

13 

— 




Mean 

18*5 





Killed during convulsions 


3 

31*6 

F 

3 

49 

Veiy severe convulsion 

4 

18 

F 

8 

36 

Series of light convulsions 

8 

21 

M 

6 

39 

Last convulsion sevens 

11 

32 

M 

2 

27 

All of brain except cerebellum 





30 

Cerebellum only 

13 

22 

F 

7 

30 

Severe convulsion 

16 

20 

M 

5 

34 

— 

17 

33 

F 

10 

37 

Series of convulsions 

22 

21 

M 

6 

42 

Series of light convulsions 




Mean 

36*9 
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Convulsions invariably began in 5 to 8 min., being ushered in by a characteristic 
shaky appearance, hunching of the back and fighting movements of the front 
feet. In one mouse the convulsions terminated fatally after being allowed to 
continue for about 15 min. 

In one group of experiments, the mice were frozen when the convulsion was 
just beginning, as judged by these characteristic signs, or immediately after it 
began. The brain lactic acid values were normal in this group, with a mean of 
18-5 mg. per 100 g. (Table IV). 

In a second group, the convulsions were allowed to continue for 2-10 min., 
and the mouse was then frozen during a convulsion. A significant increase in 
brain lactic acid occurred in this group, the mean value being 36*9 mg. per 100 g. 

Kerr & Antaki [1937] reported experiments with picrotoxin, in which, how- 
ever, the convulsion was terminated with an anaesthetic before the brain was 
frozen in situ. Using ether, they found a higher than normal brain lactic acid 
after picrotoxin, but in the case of amytal, which requires longer for induction 
of anaesthesia, and is pharmacologically antagonistic to picrotoxin, normal values 
were obtained. 

Effect of metrazol 

Metrazol convulsions were induced by injection of 0*05-0-07 ml. per mouse, of 
an aqueous solution containing 2 % metrazol (cardiazol) and 0-02 % Na 2 HP 04 . 
The convulsant action was quite irregular. Sometimes a violent convulsion began 
within 2 sec., while in other cases it was delayed as much as 7 min., and fre- 
quently two or more injections were required. If the injection was subcutaneous, 
the onset was slower than if intravenous. The convulsions were always very 
brief, lasting only a few seconds. They sometimes ended fatally. Occasionally 
recovery occurred before the mouse could be frozen; in these cases a second 
convulsion sometimes occurred. 

The brain lactic acid values obtained on mice frozen during metrazol con- 
vulsions varied over a wide range, from norihal to very high values, with a mean 
of 26-1 mg. per 100 g. (Table V). The occurrence of some very high values is of 
importance, considering the very brief nature of these convulsions. 


Table V. Mouse brain lactic acid in metrazol convulsions 



Wt. of mouse 


Brain lactic arid 

Exp. no. 

g* 

Sex 

mg. per llK) g. 

52 

26*5 

M 

33 

53 

22-5 

M 

25 

54 

26 

F 

29 

59 

21 

M 

20 

60 

20*5 

M 

20 

02 

25 

M 

27 

63 

26 

M 

21 

64 

26 

M 

39 

65 

22 

M 

29 

66 

19-5 

M 

18 




Mean 26-1 


Kerr & Antaki [1937] found high brain lactic acid values after metrazol 
convulsions, even though amytal or ether was administered before freezing the 
brain in situ. 

Effect of nicotine 

Nicotine convulsions were produced by subcutaneous injections of 5-11 mg. 
nicotine ^r kg., in 1-6, 2-5, or 5 % solution. As with metrazol, the response wm 
quite variable. In some cases repeated injections were made. When a convulsion 
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occurred, it began with co-ordinated running movements, 45 sec.-2 min. after 
the injection. These merged into the convulsion, which was usually very brief. 
Occasionally a series of light convulsions occurred. Recovery or death followed 
usually within 3 min., if the convulsion was allowed to continue. 

The brain lactic acid values found on mice killed during nicotine convulsions 
ranged from 14 to 27 mg. per 100 g., with a mean of 23-2 mg. (Table VI). These 
results are not significantly different from those obtained on normal mice. 


Table VI. Mouse brain lactic acid in nicotine convulsions 


£xp. no. 

Wt. of moUHe 
g- 

Sex 

Brain lactic acid 
mg. per 100 g. 

82 

18-5 

M 

27 

83 

19-5 

F 

24 

84 

19*5 

M 

26 

85 

27-5 

M 

23 

88 

19 

F 

25 

89 

28 

F 

14 


Effect of Na€N 


Mean 23*2 


Cyanide convulsions were found to be difiicult to 23roduce. The response 
was quite variable, and frequently the mouse died without having a true 
convulsion. However, 4 mice were frozen during convulsions, after injection of 
7-10 mg. NaCN per kg., by tail vein, in 0*2, 0*3 or 0*4% solution. In some, 
repeated injections were given, some of which may have been subcutaneous 
rather than intravenous. Probably all of these mice would have died very 
quickly if they had not l^een frozen. 

The brain lactic acid values were verv high, the mean being 62*8 mg. per 100 g. 
(Table VII). 


Table VII. Mouse brain lactic acid in cyanide convulsions 



Wt. of mouse 


Brain lactic acid 

Exp. no. 

g* 

Sex 

mg. per 100 g. 

69 

22 

F 

82 

70 

24*5 

F 

56 

73 

2J 

M 

51 

74 

22*5 

F 

62 

Mean 62*8 


The data are in harmony with those of McGinty [1929], who found that 
impairment of brain oxidations by cyanide causes lactate to be given out to the 
blood by the brain. 

Discussion 

The low brain lactic acid values found in anaesthetized mice are in accord 
with the view that the cerebral metabolism is depressed during anaesthesia. 
Dameshek et al. [1934] found that during amytal or ether anaesthesia a decrease 
occurs in the amounts of glucose and of Og removed from the blood by the brain. 
Quastel and his coworkers, as well as others, have observed that the O 2 con- 
sumption of brain tissue in vitro in the presence of certain substrates is depressed 
by anaesthetics [Quastel & Wheatley, 1932; 1934; Jowett, 1938]. 

However, the results reported here apparently do not support the hypothesis 
of Quastel, which attributes the anaesthetic action of the drugs to a specific 
inhibition of some part of an enzyme system involved in the oxidation of lactate 
or p 3 nruvate. If this hypothesis were correct, one would expect to find an 
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accumulation of lactate in the brain during anaesthesia. It seems necessary to 
postulate some other effect of the anaesthetic on the brain tissue, besides the 
specific inhibition ofoxidations observed by Quastel and coworkers. Astowhether 
lactate formation from glucose is specifically inhibited by these anaesthetics, a 
search of the literature has revealed no data, although Loebel [1926] found that 
certain urethanes and higher alcohols inhibit respiration of brain tissue more 
than anaerobic glycolysis, and increase aerobic glycolysis. Inhibition of 
glycolysis would not explain all the observations of Quastel and coworkers. 

The most obvious hypothesis to account for the variations observed in 
brain lactic acid content would be to suppose that the brain lactic acid content is 
dependent on the activity of the tissue, lagging somewhat behind the tissue 
activity, as in muscle. Thus, the brain lactic acid is low during anaesthesia, 
higher in the normal condition, still higher during exercise, which involves motor 
activity and highest during convulsions. McClendon [1912] has shown that 
tissue activity involves an increase in cell membrane permeability, and since 
intracellular metabolism and permeability are interrelated in some way as yet 
not understood, it is possible that certain metabolic changes are secondary to 
changes in membrane permeability. Such a hypothesis might also explain 
the observations of Quastel and coworkers. Spiegel & Spiegel-Adolph [1936] 
have shown that anaesthetics decrease the brain cell membrane permeability 
in vivo^ confirming inferences drawn from observations on fish eggs by McClendon 
[1915] and on algae by Osterhout [1916]. 

The low lactic acid values occurring during insulin convulsions and during 
the excitement stage of phenobarbital anaesthesia do not accord well with the 
view that the brain lactic acid content is dep€*ndcnt on the tissue activity. The 
low values with insulin may be attributed to lack of the substrate, glucose, and 
in the case of phenobarbital, a “release” theory might be adopted, which would 
suppose that the higher centres are first anaesthetized, leaving the lower centres 
active during the excitement stage. The results with nicotine are also out of 
harmony with this first hypothesis, since the values are generally lower than 
those observed with metrazol, and none are out of the normal range. 

A second hypothesis to account for the high values which occur during 
picrotoxin, and occasionally during metrazol convulsions, would be to suppose 
that these substances inhibit some part of an enzyme system involved in the 
brain oxidations, the accumulation of a measurable amount of extra lactate 
lagging somewhat behind the beginning of convulsions. In the case of cyanide 
convulsions, the symptoms are generally attributed to an inhibition of the 
cytochrome-indophenol oxidase system. Since the lactate accumulation was 
much greater with cyanide than with picrotoxin or metrazol, while the con- 
vulsions occurred with less regularity, it would be necessary to suppose that 
the inhibition of oxidation occurred at a different point in the oxidative 
mechanism. This is easily possible in a system so complex. The results with 
insulin are in harmony with this second hypothesis, since in hypoglycaemia the 
normal substrate for oxidation is lacking, and consequently the supply of 
oxidative energy required for the maintainance of homeostasis is deficient. The 
results with nicotine do not seem to be in accord with this hypothesis. Nicotine 
is of special interest in that it inhibits lactic dehydrogenase, increases anaerobic 
glycolysis, and decreases succinate oxidation by brain tissue in vitro [Himwich ft 
Fazekas, 1935; Quastel ft Wheatley, 1937]. Despite these reports, nicotine did 
not cause a significant increase of brain lactic acid in vivo. 

That the extra lactic acid found in the brain during picrotoxin and metrazol 
convulsions does not come from the blood is shown by the normal or subnormal 
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values observed in conditions in which high blood lactic acid occurs, namely 
after lactate or adrenaline injection and during ether anaesthesia or insulin 
convulsions. 

Finally, it is possible that the high brain lactic acid values occurring during 
picrotoxin or metrazol convulsions may be due to circulatory disturbances, 
either cerebral or systemic, resulting in cerebral anoxaemia. Cerebral vascular 
spasm is a possible cause of convulsions in some cases [Cobb, 1936]. In metrazol 
convulsions, Corrin [1938] observed temporary cardiac arrest in 10-15% of 
cases. 

Summary 

1. A technique is described for determining the lactic acid content of the 
brain of the mouse, using liquid air and avoiding both post-mortem changes and 
the use of anaesthetics. 

2. The lactic acid content of the brain of the normal mouse was found to 
vary from 12 to 25 mg. per 100 g. tissue, with a mean of 18-9 mg. per 100 g. 
This is increased to 26*8 mg. per 100 g. by strenuous exercise. 

3. Anaesthetics (phenobarbital, amytal, ether) decrease the brain lactic 
acid content significantly. With phenobarbital the decrease begins during the 
excitement stage of anaesthesia; with ether it lags behind the induction of 
deep anaesthesia. 

4. During insulin convulsions, the brain lactic acid is significantly decreased. 
During “insulin shock’’ without convulsions, a decrease is sometimes observed. 
This finding is attributed to the decrease in glucose supplied to the brain by 
the blood. 

5. During picrotoxin convulsions which have progressed for 2-10 min., the 
brain lactic acid is significantly increased and is above the level observed in 
normal mice after strenuous exercise. At the beginning of the convulsion, no 
increase occurs above the level observed in normal resting mice. 

6. During metrazol convulsions, the brain lactic acid varies from normal to 
significantly increased values. 

7. During nicotine convulsions, no significant increase in brain lactic acid 
content was observed. 

8. During cyanide convulsions, the brain lactic acid shows a large increase. 

9. High brain lactic acid values cannot be attributed to diffusion of lactate 
from the blood into the brain. 

10. Possible interpretations of the data, and their significance in relation to 
theories of anaesthesia and to the causation of convulsions are discussed. 

The writer wishes to express his appreciation to Prof. J. F. McClendon for 
his friendly advice and for his encouragement of an independent approach to 
this problem. 
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The liberation of free amino-acids during the digestion of proteins by pepsin 
has recently become the subject of controversy [cf. Abdcrhalden, 1937], The 
view generally held has been that the action of pepsin ends with the fission of 
proteins into high-molecular complexes from which amino-acids are set free 
only by the further action of enzymes with specific peptidase function. In 
considering the evidence for this view it is necessary to bc^ar in mind that most 
of the experiments on which it is based were carried out more than 30 years ago 
[Abderhalden, Baumann, Kautzsch, Korosy & London, 1905-7] and were 
designed mainly to throw light on the physiological question of the fate of 
protein in the alimentary tract. The procedure adopted in the well-known 
experiments of Abderhalden, London and co-workers cited above was to analyse 
the intestinal contemts of dogs collected soon after a protein meal either by 
killing the animals or by means of fistulae established at different points of the 
alimentary tract. The experiments led to valuable results on which much of our 
present knowledge of digestion and absorption of proteins is based, but the 
chemical technique available was hardly adequate to elucidate the finer chemical 
differt^nces in the mode of action of the proteolytic enzymes concerned. Thus in 
one paper by Abderhalden ei ah [1906] we have the interesting statement, 
“Eine quantitative Methode zur Bestimmung von Aminosauren aus Gemischen 
kennen wir nicht”. Distillation after e^sterification was the method adopted for 
the detection of amino-acids in the mixtures they were dealing with. From 
stomach brei, in contrast to material obtained from the duodenum, jejunum 
etc., amino-acid esters were obtained either not at all, or only in traces. In view 
of the fact that esterification itself involved processes that might cause protein 
hydrolysis, it is not surprising that Abderhalden [1931] came to the conclusion 
that peptic digestion differs from that by trjqisin and erepsin in not leading to 
the formation of free amino-acids. 

More recently the same conclusion has been reached by Waldschmidt-Leitz 
ft Kiinstner [1927] on less justifiable grounds. These authors used alcoholic 
titration for studying the extent of proteolysis of thymus histone and, on the 
assumption that peptides in contra^stinction to amino-acids titrate quanti- 
tatively in 60% alcohol (for which we have found no theoretical or practical 
justification [cL Harris, 1929]), claim to have proved the absence of amino-acids 
from peptic digests. 

The evidence for the contrary view rests upon the findings of Northrop [1930] 
and Calvery ft Schock [1936]. The earlier claim of Felix [1925] to have isolated 
lysine from peptic digests of thymus histone (as benzoyllysine) cannot be 
accepted without farther confirmation, for, according to this author the liberation 
of fitw lysine was unaccompanied by any increase in amino or carboxyl groups 
and involves the assumption that the combination of lysine in histone is different 
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fipom that in other proteins. Northrop [1930] found that during the auto- 
digestion of crystaUine pepsin “a large amount of tyrosine crystallised out”. 
From 100 g. of egg albumin digested with 20 g. of pepsin for 26 days Calve^ 
& Schock [1936] isolated 565 mg. of tyrosine; from the same amount of pepsin 
allowed to digest itself only 150 mg. of tyrosine were obtained. 

Abderhalden [1937], on repeating these experiments with casein, was unable 
to obtain any tyrosine by direct crystallization and ascribes Oalvery*s findings 
to bacterial contamination, which according to the former is possible even in 
the strongly acid medium required for peptic digestion. Exception has been 
taken to these results also on the ground that the tyrosine present might have 
been formed through the agency of the acid present in the digest [Oppenheimer, 
1936]. 

We have frequently noticed the crystallization of small quantities of tyrosine 
in concentrating large scale peptic digests of proteins prepared for various 
researches. But at the same time the validity of the objections raised by 
Abderhalden and Oppenheimer could not be denied as the digests were usually 
allowed to stand for varying periods and no special precautions against bactenal 
contamination had been taken. Calvery also allowed a digestion period of 
26 days and the solution from which he obtained his tyrosine had been kept 
for 4 months in the ice chest. Digestion experiments were therefore carried out 
with casein, taking all precautions for excluding bacterial action, with proper 
controls to take into account the possible formation of tyrosine by the action 
of the acid medium or by the self-digestion of the enzyme employed, and 
limiting enzyme action to a short period. From a number of such digests, after 
preliminary treatment with phosphotungstic acid, we have been able to crystallize 
out appreciable quantities of t3rrosine without any difficulty. 

Quantitative determinations were also made during the course of digestion 
of the extent of peptide groups hydrolysed by formaldehyde titration and of the 
amount of t3n'osine not precipitable by phosphotungstic acid by the colorimetric 
method of Folin A Ciocalteu [1927]. It is perhaps necessary to make it clear 
that the latter method does not determine free as distinct from combined 
tjnrosine. Being based upon Millon’s reaction which requires only the phenolic 
hydroxyl of tyrosine to be uncombined [Vaubel, 1900] the determination is 
valid for tyrosine in solution whether free or in peptide combination, though the 
fact that it is generally applied to hydrolysed protein has probably caused some 
misunderstan^ng. In a method due to Zuwerkalow [1927], of which the Folin- 
Ciocalteu method is a modification, the determination is made on the intact 
protein and we have found that satisfactory values of the tyrosine content of 
proteins can be obtained by this procedure. Emphasis has been laid on this 
point because in similar experiments on peptic digests analytical values meant 
to show that arginine was present in the form of low-molecular compounds not 
precipitable by salicylsulphonic acid [Lieben &; Lieber, 1934] have been mis- 
construed [Calvery et al,, 1936] to mean the presence of free arginine. 

In the present experiments the tyrosine values were determined after 
different periods of digestion on the filtrates after treatment of the digest with 
phosphotungstic acid in H2SO4; these values, therefore, represent the amount of 
tyrosine not combined in the form of large pol3rpeptides (which can justifiably 
he assumed to be precipitable by phosphotungstic acid) and serve the purpose 
of setting the upper limit to the amount of free tyrosine present at any stage 
of digestion. The values given in Table I show the progress of peptide hydrolysis 
and the liberation of t3rrosine, in so far as the latter is indicated by the amount 
present in the phosphotungstic acid filtrate, in a typical experiment. At the 
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end of 7 days’ digestion with pepsin 6*13% of the tyrosine in casein was in 
a form not precipitable by phosphotungstic acid. Analysis of the digest at this 
stage also showed that the filtrate from phosphotungstic acid contained 6*02 % 
of the total N of the digest, of which 45% was in peptide form (Table II). 

The yield of pure tyrosine isolated from one such digest was 240 mg. from 
203*3 g. of casein, equivalent to 1*8% of the total tyrosine present in the cascun 
or 61% of the tyrosine not precipitable by phosphotungstic acid. From the 
mother liquor from the first crop of tyrosine a second solid fraction weighing 
342 mg. could be obtained by further evaporation which, according to colori- 
metric estimation, contained 103 mg. of tyrosine; but the pure amino-acid could 
not bc' isolated from this fraction by recrystallization and it is not possible to 
say if this tyrosine was present in the free or combined state. In a control 
experiment without the addition of pepsin, in which an equal weight of casein 
was kept under otherwise identical conditions of temperature and acidity for 
a period of 14 days, not only could no tyrosine be isolated but the phosphotungstic 
acid filtrate did not show the slightest trace of tyrosine free or combined on 
being concentrated and treated with Millon’s reagent. In an enzyme control in 
which an equal weight of pepsin was allowed to digest itself the phosphotungstic 
acid filtrate contained less than 17 mg. of tyrosine. 

Abderhalden, in contradicting the findings of Calvery, has laid emphasis on 
the possibility of micro-organisms being active in peptic digests in spite of the 
acidity of the medium, as lumps of protein are usually present during the 
initial stages and the interiors of these would not be accessible to the bactericidal 
action of the acid. In one expe^riment, therefore, casein suspended in water 
was first steriliztKl by heat before the addition of H2SO4 and pepsin. Prom 
202*5 g. of sterilized casein digested for 14 days 234 mg. of pure tyrosine and 
a further 145 mg. of the nearly pure amino-acid were isolated. Prom sterilized 
casein without the addition of pepsin, but kept under otherwise identical 
conditions, no tyrosine could be detected in solution. 

There can be no doubt, therefore, that peptic digestion gives rise to free 
tyrosine. The amount of free amino-acids produced by the action of pepsin 
may be too small to be of physiological significance on account of the short 
time during which the chyme remains in the stomach, but in studying the 
chemical mode of action of the enzyme and its relation to protein structure, the 
ability of pepsin to liberate amino-acids will undoubtedly have to be taken into 
account. 

Expekimental 
R(Ue of liberation of tyrosine 

50 g. casein were digested with 2*5 g. pepsin under conditions described later 
in the section on isolation. Peptide hydrolysis was determined daily on 5 ml. 
aliquots by formaldehyde titration. Simultaneously, 100 ml. of the digest were 
pipetted out for determination of tyrosine not precipitable by phosphotungstic 
acid by the following procedure : the solution was made 5% acidic with 50 % 
H2SO4 and treated with a 30% solution of phosphotungstic acid in 5% H2SO4 
added in slight excess. The precipitate was separated by centrifuging and 
washed thoroughly with dilute phosphotungstic acid-H2S04. The centrifugate 
and washings were combined, freed from pho^hotungstic acid and H2SO4 by 
baryta which was itself quantitatively eliminated by H2SO4, concentrated in 
mew at 40^ and finally made up to 25 ml. Tyrosine was estimated on 10 ml. 
aliquots according to Polin & Ciocalteu [1927]. Total tyrosine in the digest was 
determined by the method of Zuwerkalow [1927]. 



1922 


M. DAMODARAN AND P. S. KRISHNAN 


The extent of peptide hydrolysis at each stage was calculated from the 
increase in amino-N as determined by formaldehyde titration, by comparison 
with the amino-N on complete hydrolysis. The value of the latter was taken 
to be 68-14% of the total N as calculated from Van Slyke’s data for the N dis- 
tribution of casein [Plimmer,1917] by adding together the whole of the amino-N, 
;]^of thearginine-N, J of the histidine-N and the whole of the lysine- and cystine-N ; 
the total N in the solution was estimated in a 5 ml. aliquot by the micro-Kjeldahl 
method. 

The results are summarized in Table I. 

Table I 

60 g. B.D.H. “Light White” caseiiH-2-5g. B.D.H. pepsin in 1 litre approximately xV/20 
H,S04, pH 1-8. 

Total N - 30-07 mg./5 ml. 

Amino-N on complete hydrolysis (calc.) = 20-48 mg. /5 ml. 

= 14-63 ml. N/10 NaOH 

Total tyrosine =261 mg./l 00 ml . 


Tyrosine in phosphotungstio 
acid hltrate 


Days 

Formaldehyde 
titre; ml. 

JV/IO NaOH 

Peptide 

hydrolysis 

% 

mg./lOO ml. 
of digest 

% of total 
tyrosine 

0 

0-83 

— 

— 

— 

1 

1-97 

7-79 

4-41 

1-69 

2 

2-43 

10-93 

6-37 

2-44 

3 

3-12 

15-65 

7-93 

3*04 

4 

3-44 

17-83 

12-00 

4-60 

5 

3-53 

18-45 

13*22 

5-07 

6 

3-62 

19-06 

15-73 

6-03 

7 

3-70 

19-62 

16-00 

6-13 


Composition of the phosphotungstic acid filtrate at the end of digestion 


On the 7th day 200 ml. of the digest were pipetted out and treated with 
phosphotungstic acid as already described. After removal of reagents the 
solution was concentrated in vacuo and made up to 25 ml. Total N (micro- 
Kjeldahl) and amino-N (Van Slyke) were determined on aliquots. 10 ml. of the 
solution were hydrolysed with 30 ml. of cone. HCl for 10 hr. ; the HCl was removed 
as completely as possible by distillation to dryness in vacuo, the solution made 
faintly alkaline by adding a 10% suspension of baryta and distilled again under 
reduced pressure to expel any ammonia present. The residual solution was 
made up to 25 ml. and amino-N estimated in aliquots. The results are given 
in Table II. 


Table II 


Total N in digest 

Total N in phosphotungstic acid filtrate 

Amino-N in phosphotungstic acid filtrate before hydrolysis 

Amino-N in phosphotungstio acid filtrate after hydrolysis 

Peptide-N 


mg./200 ml. 
^gest 

% 

1202-6 



72-4 

6-02 

37-68 

52*05 

70-56 

97-45 

— 

45-40 


Isolation of tyrosine 

250 g. of B.D.H. light white casein were ground up to a uniform suspension 
with 2-5 1. of N/10 H2SO4 at 37"^ and mixed with an equal volume of sterile water 
in a sterilized pyrex flask. After adjusting to pTi 1 -8, 7-5 g. of B.D.H. pepsin dis- 
solved in a small quantity of N/20 H2SO4 were added and the mixture incubated 
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at 37®. Care was taken to ensiirt^ that there were no particles of protein adhering 
to the sides of the flask above the liquid level and sufficient toluene was added 
to form a thick layer reaching to the neck of the flask. After a day’s digestion 
the pH, which had changed to 2*2, was readjusted and a further 5g. of pepsin 
dissolved in 25 ml. of iV/20 H2SO4 added. The pH showed no appreciable change 
after the third day. After the first few days the “ paranuclein ” separating out 
of the solution settled to the bottom, giving a clear golden brown supernatant 
liquid. 

After 7 days, when formaldehyde titration showc^d a hydrolysis of 18*01 %, 
3800 ml. of the digest (containing on the basis of N determinations 203*3 g. of 
casein) were filtered, the clear solution cooled in ice and treated with sufficient 
50% HjjS04 also previously cooled in ice, to make the whole solution 5% acidic 
with respect to H2SO4. A concentrated solution of phosphotungstic acid in 
5% H2SO4 was now added with vigorous mechanical stirring until precipitation 
was complete, the temperature being maintained throughout at 0®. About 
600 g. phosphotungstic acid were required. The mixture was left in the ice chest 
for 2 days after which the bulky precipitate was removed by centrifuging and 
washed with iexj-cold dilute phosphotungstic* acid. To the combined solution 
and washings baryta was added in the form of a thin cream. The precipitate of 
barium phosphotungstate and sulphate was separated on the centrifuge and 
washed thoroughly with baryta water. The combined supernatant liquids were 
then freed from Ba quantitatively by means of H2SO4. The final solution, which 
was about 5 1. in volume and quite colourless, was concentrated under reduced 
pressures at 45" to about 700 ml. Tlie solution, which at this stage had a pale 
bhiish tinge, was again made strongly alkaline with baryta to precipitate 
residual phosphotungstic acid, the small precipitate formed centrifuged off and 
the Ba again quantitatively removed from the solution by dilute H2SO4. The 
solution was again concentrated in vclcuo to about 125 ml. and then transferred 
to a crystallizing dish in a vacuum desiccator over H2SO4. Characteristic 
crystals of tyrosine separated overnight. They were filtered with suction, washed 
with a little ice-cold water, then with alcohol and ether and finally dried in the 
vacuum desiccator over H2SO4. The solid was perfectly white and weighed 
243 mg. 

A specimen dried in vacuo over PgOg at 100° gave on analysis N, 7*597%, 
amino-N, 7*602 % . C9HiiN03 requires N, 7*735% . After a single recrystalliza- 
tion from hot water, without the use of charcoal, the values were N, 7*716%, 
amino-N, 7-732%. 

The mother liquor on further concentration in the vacuum desiccator gave 
a thick deposit of solids which was filtered on a glass filter with suction. The 
material was inclined to be sticky but was obtained as a granular powder by re- 
(leated washing with 95% alcohol. It weighed 342 mg. and contained 9*605 % N 
and 9*171% amino-N. il^re tyrosine could not be isolated from this fraction 
by recrystaUization, but colorimetric estimation showed that it contained 103 mg. 
of the amino-add. A trace of the solid gave a violet coloration with quinone in 
the cold in the presence of a drop of sodium carbonate. 

The alcoholic washings from the second crop of solids on evaporation to 
dryness gave a thick syrup which contained 26*05 mg. total N and 13-02 mg. 
amino-N indicating the presence of peptides. Tests for tryptophan were negative ; 
Millon’s reagent gave a feeble colour. 
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Substrate, control 

250 g. of casein were suspended in 51. of i\r/20 H 2 SO 4 and, after adjustment 
of the pH to 1’8, left in the incubator under toluene. After 14 days the clear 
liquid was filtered from the unaltered casein and treated with phosphotungstic 
acid as already described. The slight precipitate* that was obtained was filtered 
off and the filtrate freed from reagents. The final solution, having a volume of 
about 6 1., gave no colour with Millon’s reagent. It was concentrated under 
reduced pressure to about 500 ml. At this stage also Millon’s reaction was 
negative. The last traces of H 2 SO 4 were now quantitatively removed and the 
solution concentrated to about 10 ml. when, a minute amount of crystalline 
material separated out, the Millon's reaction being, however, still negative. The 
separated crystals were inorganic. 


Enzyme control 

2-6 g. of pepsin were dissolved in 1 1. of A/20 H 2 SO 4 (same concentration of 
enzyme as used in the digests) and incubated at 37“ under toluene. After 7 days 
200 ml. of the digest were pipetted out and precipitated with phosphotungstic 
acid in the usual way. The filtrate, after removal of phosphotungstic acid, etc., 
was concentratexi in vacuo and made up to 25 ml. Aliquots of 10 ml. were taken 
for the duplicate estimation of tyrosine by Folin & Ciocaltcu's method. Since 
the amount of tyrosine contained in the solution was small a known volume 
of standard tyrosine solution was added to the unknown before making colour 
comparison and the amount originally present obtained by difference. 200 ml. 
of the enzyme solution were found to contain 0-692 mg. of tyrosine not jm*- 
cipitable by phosphotungstic acid. 


Isolation, of tyrosine from sterilized casein digest 

Casein prepared according to Cohn & Hendry [1930] was used directly after 
the final precipitation and washing without drying. Sufficient wot casein to 
give about 250 g. dry protein was suspended in 2-5 1. of water and sterilized by 
heating in a steamer for 1 hr. each day on three successive days. To the suspension 
cooled to 37° 2-6 1. of approximately A/IO H 2 SO 4 were added slowly and the 
pH adjusted to 1 * 8 . With vigorous mechanical stirring during the addition of 
acid formation of lumps could be completely avoided. 12-5 g. of pepsin in dilute 
H 2 SO 4 were added and the mixture incubated under a thick layer of toluene. 
To avoid all chances of bacterial contamination no samples were withdrawn until 
the end of the digestion period of 14 days. The procedure after this stage was 
exactly as desciiM before. 

From 4-6 1. of the digest which, according to analysis, contained 1*32 g. of 
tyrosine on the whole and 617 mg. in a form not precipitable by phosphotungstic 
acid, two crops of crystals weighing 234 mg. and 145 mg. respectively were 
isolated. The first fraction gave N, 7-36% and amino-N, 7-49% on isolation 
and 7-67% and 7*66% respectively after one recrystallization. The second 
fraction which was not recrystallized gave N, 7-86% and amino-N, 7-97 %, The 
result with sterilized casein suspei^ded in add without pepsin was exactly the 
same as with the substrate control already described. 
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Summary 

The liberation of tyrosine during peptic digestion of casein has been quanti- 
tatively followed. It is shown that after 7 days’ digestion about 6% of the total 
tyrosine and roughly the same proportion of the total N of the protein are in 
a form not precipitable by phospho tungstic acid. 

From peptic digests of casein, carried out under conditions where bacterial 
contamination was completely excluded, tyrosine has been isolated in yields 
amounting to 1*7--1*8% of the total tyrosine in the protein. 

The tyrosine produced by self-digestion of the enzyme forms but a small 
fraction of that obtained from the casein digest. 

Action of acid in the concentration necessary for peptic digestion does not 
lead to the liberation of the free amino-acid from casein. 
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The observation that the retention of /-ascorbic acid and its analogues in the 
body of the guinea-pig was controlled by their stereochemical structure as well 
as by their antiscorbutic potencies [Zilva, 1935, 1] suggestc'd that the extension 
of this work to the investigation of the bearing of tlie spatial arrangement of 
the molecule on other biochemical reactions might advisable. It was con- 
sidered that the advance of the general problem of the mechanism of the bio- 
logical action of /-ascorbic acid in the animal organism might be further(‘d by 
this means. 

With this end in view attention was directed to the reversible oxidation of 
/-ascorbic acid and its related compounds by enzymes. In a series of investiga- 
tions the following results emerged. The enzyme first described by Swmt- 
Gyorgyi [1930; 1931], which oxidizes in vitro /-ascorbic acid but not phenols, 
also oxidized the analogues of ascorbic acid. In addition these compounds could 
be oxidized by the phenolases present in the apple or potato but only in the 
presence of mono- or polyhydric phenols or the juice of the plants [Zilva, 1934; 
1936, 2; Johnson & Zilva, 1937, 1]. Prom this it was inferred that the dehydro- 
genation was brought about by quinones formed by the action of the phenolases 
on the above substrates. Keilin & Mann [1938] have since found that this also 
holds true of the polyphenol oxidase present in the cultivated mushroom. This 
enzyme system which is evidently distinct from the ascorbic acid oxidase 
apparently functions also in vivo, since it has been observed that the equilibrium 
between /-ascorbic acid and dehydroascorbic acid in the living tissue of the 
apple changes progressively with the development of the fruit [Zilva et al. 1935; 
1938]. Although the ascorbic acid oxidase oxidized all the analogues of /-ascorbic 
acid investigated, the rate of oxidation was markedly influenced by the stereo- 
chemical structure of these compounds. In fact a certain parallelism existed 
between the influence of structure on their rate of oxidation on the one hand 
and their capacity of being retained in the animal organism on the other 
[Johnson k Zilva, 1937, 2]. Thus the compounds in which the oxygen ring 
engages the hydroxyl group to the right of the carbon chain and which invariably 
possess antiscorbutic potency were oxidized at a much higher rate than their 
antiscorbutici^y inactive enantiomorphs. In contradistinction to this the 
asymmetry of' carbon 6 or the presence of a seventh carbon atom in the chain 
which conditions the intensity of the antiscorbutic activity of the compounds 
with the ring to the left of the carbon chain had no influence upon the kinetics 
of the enzjunic oxidation. 

It remained to ascertain whether the activity of the ascorbic acid oxidase 
was restricted to ascorbic acid and its analogues or whether it extended to other 
compounds capable of reducing indophenol. Preliminary experiments with 
reductone and (^ydroxymaleic acid suggested that these substrates may also 
be oxidized by it [Johnson ft Zilva, 1937, 1]. These results, however, were not 
^ Member of the Scientific Staff, Medical Research Council. 
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sufficiently clear-cut to justify a final conclusion. Having overcome the technical 
difficulties first encountered it was possible to investigate the problem of the 
specificity of the enzyme in greater detail. The results obtained with substrates 
of different chemical constitution form the subject of this investigation. 

Tejchnique 

The oxidation of the compounds was assessed by means of a Barcrofb- 
Warburg respirometer and the general technique was similar to that already 
described [Johnson & Zilva, 1937, 2]. The experiments were carried out at 26® 
and at pH 6*0. The pH at the end of the experiment never varied by more 
than 0‘2. The volume of the oxygen was calculated for 760 mm. pressure. As 
a source of enzyme cucumber juice was employed, prepared by freezing the 
entires cucumber at — 20® and pressing out the thawed pericarp. Some extraneous 
matter was then removed by adjusting the pH of the juice to 7*6~8*0, filtering 
and acidifying to its original pH (approximately 6*0). This enzyme preparation 
was dialysed in cellophane bags at 1® for 2 days against running distilled water. 
The quantity of enz3rme which absorbed 10 pi. of Og/min. in oxidizing 2*5 ml. 
0*01 N ^ascorbic acid at 760 mm. pressure, 26® and pH 6*0 (^lf/15 phosphate 
buffer) was arbitrarily adopted to represent 10 units. The enzyme was always 
diluted to 1 ml. and the substrate in the buffer to 1-5 ml. Control experiments 
wert^ performed in every case. 

Results 

Reductic acid as substrate 

The reductic acid [Reichstein & Oppenauer, 1933; 1934] was a sublimed and 
recrystallized sample kindly placed at our disposal by Prof. T. Reichstein. It was 
found by us to be 90-100% pure by indophenol titration. 


/-Ascorbic acid (/-Gluco-ascorbic acid Heciuctic acid 



Time in min. 

Fig. 1. Bates of oxygen uptake by /-ascorbic acid, d-gluco-ascorbic acid and reductic acid at 
varying concentrations expressed in normality. Strength of enzyme (undialysod), 10 units. 

The actions of dialysed and undialysed enzyme were studied on this substrate. 
Since, apart from a difference in the relative rates, the oxidations proceeded 
similarly, the results obtained with undialysed juice only will be given. Fig. 1 
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represents the course of oxidation of varying concentrations of Z-ascorbic acid, 
eZ-gluco-ascorbic acid and reductic acid in the presence of 10 units of the enzyme. 
It will be seen that the rate of oxidation of reductic 
acid,, like that of d-gluco-ascorbic acid, fell off afU^ .s 
a time and was not linear as was found with Z- ^ 
ascorbic acid. This falling off was even more 8^ 
noticeable when dialysed juice was used, espc'cially "3. ^ 
at high substrate concentrations. 

In Fig. 2 the oxygen absorbed per min. during ^ t 
the initial stages, represented by linear portions ^ 
of the graphs in Fig. 1, was plotted against con- g, 4 
centrations of substrate. From this it may be g 
observed that for low concentrations an increase of ^ 
substrate raised the rate of oxidation of Z-ascorbic 
acid much more than that of the other two com- 
pounds. With higher concentrations, however, such Substrate concentration 

increase had hardly any perceptible effect on the normality 

oxidation velocity in the case of the former, but Fig. 2. Initial rates of oxygen up- 
a considerable, although reduced, effect on that take by Z-ascorbic awd, tf-gluco- 

of the latter. This phenomenon may possibly be plotted against substrate con- 
due to a lower combining affinity of the enzyme centration. Derived from Fig. 1. 
for d-gluco-ascorbic acid and reductic acid. /-ascorbic aoid. 

The results obtained with varying quantities ^cid. B—B (C) reductic acid, 
of enzyme and constant concentrations of sub- 
strate (0*01 N) are given in Figs. 3 and 4. As was to be expected the rate of 
oxidation was found to be almost directly proportional to the enz^nne activity. 
From Fig. 4 the higher oxidation velocity for Z-ascorbic acid emerges once more. 

/-Ascorbic acid d-GIuco-asc/Orbic acid lioductic acid 





Time in min. 



Fig. 3. Bates of oxygen uptake by /-ascorbic acid, d-gluco-ascorbic aoid and reductic acid at 
varying enzyme concentrations expressed in units. Substrate concentrations, 0*01 N, Un- 
dialyse juice used throughout. 

In order to ascertain whether the amount of oxygen absorbed was equivalent 
to the amount of substrate destroyed, the following experiment was devised. 
Out of a battery of eight Warburg flasks treated in the usual manner, each 
containing the same amount of enzyme and substrate, one was reserved for 
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manomctric readings; the remaining seven were removed singly at suitable 
intervals and immediately titrated with AT/IOOO indophenol. The results were 
calculated on the assumption that 1 mol. of each of the substrates required 
1 atom of oxygen and the values obtained were correete<l to 760 mm. pressure 



Enzyme eonrontration in units 

4. Initial rates of oxygen uptake by/-aseorbic arid, (i*gliieo- ascorbic* acid and reduotie acid 
]jJotted against enzyme concentration. Derived from Fig. 3. (^) /-ascorbic acid. 

/-"A (/jf) f/-gIu(*o-aseorbic acid. □ (f’) reductic acid. 


/-Ascorbic acid d-GIuco-ascorbic acid Ileductic acid 



Time in min. 

Fig. 5. Compariwn of observed oxygen uptakes by /-ascorbic acid, d-gluco-ascorbic acid and 
reductic acid in the presence of undialysed cucumber juice, with that calculated from the 
disappearance of the substrates. 0--© observed values. calculated values. 

and It will seen from Fig. 5 that these figures agree well with those 
observed simultaneously by direct manometric measurements. We do not 
consider the slight deviation between the d-gluco-ascorbic acid graphs to be 
significant. 

Redwiom aa^substrate 

Beductone was prepared by the method of Euler & Klussmann [1933] and 
Euler ft Martius [1933, 1, 2, 3, 4]. The crude material was purified from hot 
ethyl acetate and then crystallized from butyl alcohol. The slightly brown 
product obtained in this way did not give a disWct m.p. (charring above 200^^) 
thus resembling the product obtained by Euler ft Martius. Further purification 
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revealed that this material contains a hitherto unsuspected impurity although 
by indophenol titration it was found to be 97% pure. All the experiments 
described below were therefore carried out with a preparation which was further 
purified by sublimation under low pressure at 125*^. Two such treatments 
removed all the non-volatile impurities which remained as a feathery brown 
residue present to the extent of 8-10% of the crystallized product. The sub- 
limed reductone, colourless needles, melttd at 154-156° (decorap. uncorr.) 
according to the rate of heating. It must be j)ointed out that anomalous 
results were obtained when the non-sublimed substance was used as substrate. 

Reductone reduces indophenol much more slowly than ascorbic acid and 
its analogues. It is, however, possible to obtain a definite end point if the 
titration is carried out at pH 4-5 and the indicator added slowly. Sublimed 
reductone was found to be 98-99% pure by this titration method. 



Fig. 6. 



Substrate concentration 
in normality 

Fig. 7. 


Fig. 6. Rate of oxygen uptake by reductone at varying coiic-entratiima expressed in normality. 
Strength of enzyme (undialysed juice), 10 units. 


Fig. 7. Initial rate of oxygen uptake by reductone plotted against substrate concentration. 
Derived from Fig. 0. 


As with d-gluco-ascorbic acid and reductic acid there was some inhibition 
as the oxidation of the reductone proceeded (Figs. 1 and 6). The increase in the 
initial velocity corresponding to the linear portions of the curves (Figs. 2 and 7) 
with the increase in substrate follows in this graph a form aimilitr to that 
observed in the d-gluco-ascorbic acid and reductic acid graphs. These results 
which were obtained with undialysed juice were similar to those observed when 
the dialysed preparation was employed. 

In the case of the undialysed juice, when the quantity of enzyme was varied 
and the concentration of the substrate (O-Ol N) was kept constant the increase 
in enzyme at low concentrations broiight about a very marked acceleration of 
the rate of oxidation. As the quantity of enzyme added was increased, however, 
a stage was reached when a further increase in the enzyme brought about 
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remarkably little response (Figs. 8 and 9). When dialysed juice was used the 
rate of Og uptake at low enzyme oonamtrations was greatly reduced (Fig. 10). 
The curve obtained by plotting initial velocities of Og uptake against enzyme 



Fig. 8. 



Enzyme conrentration in 
units (undialysed juice) 

Fig. 9. 


Fig. 8. liate of oxygen uptake by reductone in the presence of varying amounts of undidlysed 
ciu'umber juice. Enzyme concentrations expressed m units. Substrate concentration =0*01 N. 


Fig. Initial rate of oxygen uptake by reductono plotted against enzyme concentration. 
Derived from Fig. 8 and containing some points corresponding to curves which could not 
conveniently be included in Fig. 8. 




Fig. n. 

Fig. UK Rate of oxy^n uptake by reductono in the presence of varying amounts of dialysed 
cucumber juice. Enzyme concentrations expressed in units. Substrate concentration, 0-01 A". 

Fig. J I, initial rate of oxygen uptake by reduetone plotted against enzyme concentration. 
Derived from Fig. 10. 

Fig. 12, Comparison of observed oxygen uptake by reduetone in the presence of undialysed cucuml^er 
juice with that calculated from the disappearanre of the substrate. 0 — 0 (.4) observed 
values. □ — □ (B) calculated values. 


concentration (Fig. 11), however, shows that this relationship is again not linear. 
This behaviour of reduetone therefore stands out in striking contrast to that of 
the other compounds (Figs. 3 and 4). 

Prom Pig. 12 it is seen that the disappearance of the substrate as determined 
by the method described above was greater than would have been expected 



1932 


G. A. SNOW AND S. S. ZILVA 


from the amount of 0* absorbed. The difference is significant since it was found 
to be reproducible. In this experiment undialysed juiee was used but similar 
results were obtained also with dialysed juice. 


Dihydroxymaleic acid as substrate 

A commercial sample of dihydrox3rmaleic acid was purified b^^ rec^rystalliza- 
tion at 60° from butyl alcohol. The scintillating white crystalline product became 
powdery on drying in vacuo over cone. H2SO4. As dihydroxymaleic acid is not 
very soluble in water it was found convenient to employ its Na salt which was 
prepared by treating the acid in ethyl alcohol with 2 mol. of sodium ethoxide. 
The precipitated salt was washed with ethyl alcohol and dried. 

The oxidation of dihydroxymaleic acid is characterized by the formation 
of COg, and in order to obviate interference with the measurements of the Og 
uptake the former was absorbed by placing 0*3 ml. of 20 % KOH solution and 
a roll of filter paper in the central cup of each manometer flask. 



Time in min. 
Fig. 13. 



Time in min. 
Fig. 14. 


Fig. 13. Oxidation of 0-01 iV dihydroxymaleic acid solutions. A~ A {A) with no addition 
(control). 0 — 0 (if) in the proBcnco of 1ml. undialysod cucumber juice. R iC) in 
the presence of 1 ml. ^alysed cucumber juice. + (D) in the presence of 1 ml. dialysed 
cucumbw juice containing 10 mg. Z-ascorbic acid per 100 ml. V— V (E) in the presence 
of ml. dialysed cucumber juice and M/lOO phenol, x - x (F) in the prcHerire of I ml. 
dialysed cucumber juice and M/100 catechol. 


Fig. U. (fempatison of obsemxl oxygen uptake by dihydroxymaleic acid in the presence of 
undialysed oumunber jmee with that calculated from the disappearance of substrate 
© — © (A) observed values. 0 — 0 (JS) calculated values. 


The action of cucumber juice upon dihydroxymaleic acid solutions differed 
^m that on the prec^g substrates in being greatly influenced by dialysis. 
WhiM the untreated ]m<» ca^ a considerable 0* uptake, after diafysis the 
up^e was hardly more than in the control. Further experiments show^ed that 
^dition of quantities of ascorbic acid up to 10 mg. per 100 ml. of dialysed juice 
did not restore its catalytic activity towards dihydroxymaleic acid. On the 
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other hand, when phenol or catechol was added to the dialysed preparation, so 
that the final mixtures in the flasks were ilf/100 in respect to these compounds, 
considerable activity was imparted (Fig. 13). 

It is of interest to note that there was a great discrepancy between the 
volume of Og calculated from the disappearance of the substrate in the presence 
of undialysed juice and the volume of O 2 actually taken up (Fig. 14). This fact, 
taken in conjunction with the observation made by us that COg was evolved in 
the process, suggests that the mechanism involved in this oxidation was un- 
doubtedly different from that associated with the enzymic oxidation of the 
other compounds. 

Sulphydryl comjiounds as svbstrates 

A crystalline sample of glutathione prepared by Piric’s method [1930: 1932] 
was employed and a commercial sample of cysteine hydrochloride was found to 
yi(‘ld satisfactory re;sults. Preliminary ex})eriments have shown that at pH 6-() 
oxidation was hardly, if at all, accelerated by the prestmee of the juice at the 
concentrations used (10 units of enzyme and 0*01 N substrate). Further trials 
have, however, shown that at pH 7*4 the oxidation was markedly catalysed and 
const^quently the expesriments were carried out at this pH. As no quantitative 



Fig. 16. Oxidation of 0 01 -V solutions of glutathione and cysteine, 
(a) III the presence of dialysed cucumber juice 


M)GSH. 

I ^ — - 1 - {B) cysteine. 

(b) 111 the prosonce of dialysed cucumber juioct with the ( 0 — 0 (C) GSH. 

addition of 10 mg. ascorbic acid per 100 ml. ( x — x {!)) cysteine. 

(A- A (A’) GSH 
IV — V (F) cysteine. 


(c) In the absence of enzyme (controls) 


assessment of glutathione can be obtained by titration with indophenol, deter- 
minations of the substrate concentrations were carried out iodimetrically. The 
various concentrations of cysteine hydrochloride were made up on the assumption 
that this compound was pure. 

Owing to the fact that undialysed cucumber juice usually contains traces 
of dehydroasoorbic acid, the possibility could not be excluded that the oxidation 
of the sulphydryl compounds did not take place directly by the enzyme, but 
was due to the action of dehjrdroascorbic acid [cf. Hopkins 8c Morgan, 1936]. 
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Additional experiments were therefore performed with dialysed juice. It will 
be seen from Fig. 15 that although the addition of 10 mg. of ascorbic acid to 
100 ml. of the dialysed juice approximately doubled its oxidizing activity, both 
sulphydryl compounds were oxidized even in the absence of ascorbic acid at 
pTA. 7-4; the dialysed juice contained less than 0-1 mg. of dehydroascorbic acid 
per 100 ml. 

A point of interest emerged from these experiments, namely that when 
different samples of dialysed juice were employed the relative rates of oxidation 
of the sulphydryl compounds and of J-ascorbic acid varied (Figs. 16 and 17). 




Fig. 16. Oxidation of 0*01 N solutions of glutathione and 1-ascorbio acid in the preeenco of equal 
amounts of different samples of dialysed cucumber juice. 


Sample 1 
II 

„ III 


© 

A 


GSH 
~0 {A) 
-B (B) 
-A {C) 


{’Ascorbic acid 

0—0 (i>) 
(E) 

A— A (F) 


Fig. 17. Oxidation of 0*01 N solutions of cysteine and {-ascorbic acid in the presence of equal 
amounts of different samples of dialysed cucumber juice. 


Sample 1 

II 

III 


Cysteine 
©—0 (A) 
{B) 

A-A ( 0 ) 


{-Ascorbic acid 

0-0 (D) 
(E) 

A— A (F) 


This suggests that in all probability different enzymes in the juice were involved 
in the oxidation of glutathione and cysteine on the one hand, and of Z-ascorbio 
acid on the other. 

Discussion 

The information obtained in this investigation suggests that the action of 
the ascorbic acid oxidase is not confined to I-asoorbic acid (I) and d«gluco- 
ascorbic acid (II), cyclic dienols with an oxygen bridge. It was shown that the 
oxidations of a cyclic dienol without an oxygen bridge, reductic acid (III) and 
an acyclic dienol, reductone (IV), both of which were capable of reducing 
indophenol, were catalysed by the enzyme. In most of the compounds the rate 
of oxygen absorption showed an inhibition as the oxidation proceeded. The 
oxidation of Z-ascorbic acid and, as previously found [Johnson & Zilva, 1937, 2], 
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that of its analogues with the oxygen ring to the right of the carbon chain, were, 
however, directly proportional to the time. 



Amongst all the other substratc^s used in this investigation reductone stood 
out in its bt'haviour towards increasing enzyme concentrations in so far that 
beyond a certain stage the addition of more enz 3 nne brought about very little 
response? in the Og uptake (Figs. 9 and 11). The effect was specially noticeable 
when undialysed juice which showc^d greater activity towards reductone was 
employed. A possible explanation of this phenomenon may lie in the fact that 
reductone can exist in at least two tautomeric forms IV and VI. The high 
reducing projx'rtif'S of the compound in solution are presumably due to IV’^ which 
would form the effective substrate and the concentration of which would therefore 
he controlled by the velocity of the tautomeric conversion. At high enz 3 rme 
concentrations this may become the limiting factor in the rate of oxidation. The 
behaviour of reductone towards ascorbic acid oxidase is similar to that of 
fructose fermented by increasing quantities of yeast as observed by Hopkins 
& Robc?rts [1935, 1, 2]. In this case the formation of the fermentable component 
in the fructose solution could actually be observed by the rate of mutarotation. 

In the compounds containing the 5-membered ring the O 2 uptake was 
consistent with the values calculated from the disappearance of the substrate 
on the assumption that two atoms of hydrogen were eliminated from each mol. 
In the case of reductone, however, the Og uptake was less than that calculated. 
This suggests that some of the substrate was utilized in a side reaction. By 
analogy with the easy conversion of methylglyoxal into lactic acid, the trans- 
formation of VI into glyceric acid (VII) provides a mechanism which would be 
consistent with such an assumption. 




H,<!;— OH 
VI 


HO— c/ 
H— (L- OH 
H,l>-OH 


vn 


The oxidation of dihydroxy maleic acid by the cucumber juice, unlike those 
of reductone and reductic acid, is not due to the presence of ascorbic acid 
oxidase but to another enzyme system, possibly a phenolase. The high Og uptake 
and the production of GOg in this case suggest a breakdown either of the acid 
or of a primary oxidation product, with the formation of a substance capable 
of absorbing Og. It is well known that the products of oxidation of ditiydroxy- 
maleio add depend on the nature of the oxidizing agent. Thus the halogens 
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oxidize it (V) to dihydroxytartaric acid (VIII) which easily decomposes into 
hydroxjTnalonic acid (IX) and COg, whilst ferric salts oxidize it to glyoxal- 
carboxylic acid (X), COg and water. This behaviour of dihydroxymaleic acid 
towards oxidizing agents provides some suggestion for its more complete 
degradation in the presence of the juice. 


HO— C^— COOH 
HO J-c OOH 


(HO),--C— COOH 
(HO),-<!j— COOH 




+ CO» + H,0 


HO— C-OOOH 0=C-C00H 

II I 4 - H,0 + CO, 

HO— C-X500H H— C==0 

V X 


It is of interest to note that the enzymic oxidation of Z-ascorbic acid in vivo 
has so far been indicated to be due only to the indirect action of a phenolase 
[Zilva et aL 1938] and not to the direct oxidation by the ascorbic acid oxidase. 
This does not, however, exclude the possibility that the oxidase functions also 
in vivo. The marked capacity of the enzyme to act in dilute solutions of Z-ascorbic 
acid as compared with other substrates in fact strongly favours this view, since 
the vitamin is present in plants in very low concentrations. Even in some of the 
exceptionally rich sources such as the juice of tho mango (Alphonso variety) 
it is present only to the extent of 0*01 N. It would indeed be surprising if the 
ascorbic acid oxidase were not involved in any of the metabolic functions of 
the plant. 

Summary 

Dialysed cucumber juice, apart from its ability to oxidise the ascorbic acid 
analogues directly, also oxidizes reductone and reductic acid. 

Whilst in the compounds containing the five-membered ring the Og uptake 
agrees with the values calculated from the disappearance of the substrate, in 
the case of reductone the Og uptake is less than that calculated. It is suggested 
that some of the substrate is utilized in a side reaction. 

Low concentrations of Z-ascorbic acid are much more readily oxidized by 
dialysed juice than d-gluco-ascorbic acid, reductic acid and reductone, indicating 
a greater affinity of the enzyme for the naturally occurring vitamin. 

Undialysed, but not dialysed, juice oxidizes dihydroxymaleic acid. Dialysed 
juice, however, regains its oxidizing activity towards this substrate on addition 
of catechol or phenol. 

In the oxidation of dihydroxymaleic acid there is a formation of COg and a 
higher Og uptake than that calculated from the disappearance of the substrate. 
The possible mechanism involved in this more complete degradation of the 
substrate is discussed. 

Dialysed cucumber juice is capable of oxidizing glutathione and cysteine. 
The enzyme responsible for this oxidation appears not to be identical with the 
ascorbic acid oxidase present in the juice, since the relative rates of oxidation 
of the sulphydryl compounds and of ascorbic acid vary with different samples 
of dialysed juice. 

We desire to express our gratitude to Prof. E. L. Hirst and to Prof. T. 
Reichstein for valuable gifts of cZ-gluco-ascorbic acid and of reductic acid. 
Z- Ascorbic acid was kindly supplied by Messrs Roche Products, Ltd. One of us 
(G. A. S.) is indebted to the Medical l^search Council for a whole time grant. 
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(Received SO August 1938) 

The polymerization of glycerol to di- and tri-glycerol and to more highly 
polymerized glycerols has been described by a number of investigators, including 
Harris [1935], who has also prepared mixed esters of these polyglycerols with 
fatty acids. The large variety of esters which may be thus synthesized, though 
in many respects resembling fats, are distinguished by their wetting, emulsifying 
and other capillary-active properties, these being apparently related to the 
structure of the molecule in that it has a lipophilic group, in the form of a long- 
ohain fatty acid residue, and hydrophilic groups in the form of free hydroxyl 
at or near an end of the molecule. These surface-active functions of the poly- 
glyceride esters are being utilized in various industries, and Harris [1933] 
describes their mechanism and suggests the use of these esters as emulsifying 
agents in edible emulsions. He also suggests their use in small percentages in 
margarine with the object of reducing the spattering of the margarine during 
frying. Because of the uniqueness of this group of compounds and their utility, it 
seemed of interest to investigate their utilization in the animal organism, the 
present report being principally concerned with growth and faecal excretion 
of fat. 

Experimental 

Albino rats were used, the stock in this laboratory being a pure inbred 
Wistar strain, reared under favourable conditions. The basic diet and the one 
fed to the controls consisted of ground Purina chow, to which was added a dried 
milk preparation (5%), yeast (1 %) and water to proper consistency. For the 
experimental animals the basic ration was supplemented either with lard (5 or 
10%), or polyglycerol ester (6 or 10%). In one large series of experiments the 
diet was begun soon after weaning (2^30 days old) and continued for as long 
as 14 months. Observations on over 100 rats revealed that both in the lard and 
polyglycerol ester-fed rats the rate of growth was normal or better than normal, 
the criterion for normal growth being that of the controls, which in our experience 
exceeded somewhat the standards obtained for the Wistar colony, as recorded 
by Greenman & Duhring [1931]. 

Generally the lard-fed rats attained somewhat greater weights than the rats 
in the polyglycerol ester group, the difference being apparently related to the 
much greater accumulation of fat in the depots (perirenal, mesenteric, omental, 
genital etc.) in the former. Histological examination of the tissues disclosed no 
abnormalities in either of the experimental groups. Rats were maintained 
successfully on the polyglycerol ester and lard diets through three generations, 

( 1938 ) 
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the diets being continued without interruption throughout, including the periods 
of gestation and lactation. A number of typical growth curves of first generation 
rats fed with polyglycerol ester and lard are given in the accompanying charts. 



Fig. 1. Growth curveH of rats: aolitl linea, 10% liird; dots and dashes, 10% polyglyeerol ester; 

broken lines, controls. 



Fig. 2. Composite growth curves of three rats fed polyglycerol ester and three whidh received a 
comparable amount of lard (10% of diet). The six rats were male litter-mates and the 
offspring of parents reared on a ptilyglyc^erol ester-containing diet. 


The fatty acids of the polyglycerol preparation used in these studies were 
chiefly stearic and oleic. The compound had i.v. 31*6 and sap. equiv. 143. Its 
utilization was determined in a series of mature male and female rats as indicated 
in Table I. Ihiring the experimental period of 24 days a record was kept of the 
daily food consumption. The faeces for each 3-day interval were collected 
separately and weighed, the excreta for eight such periods being combined and 
sampled for analysis. In the control group the data are based on 21 days of 
observation, as one 3-day specimen was discarded owing to incomplete collection. 
There were no striking differences in the water contents of the faeces of the 
various groups. It is to be noted further that the ratio of food consumed to 
the weight of faeces varied within narrow limits and was not significantly 
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Table I. Utilization of fat in rata receiving auppUmeTUa of lard or 
polyglycerol ester 


Initial Faeces 




Hats 

and 

Food 

< — 

—A ^ 





Dura- 

no. 

6nal 

con- 


%0f 

Faecal fat 

Depot 


tion 

and 

wt. 

sumed 


food 



fat 





Exp. 

days 

sex 

g- 

g- 

g- 

consumed 

/o 

I.v. 

I.v. 

Lard, 5% 

24 

46 

46 cJ 

369-390 

410-448 

1398 

224 

160 

3*96 

76*4 

76*6 

76*6 



64$ 

66$ 

215-240 

209-232 

961 

172 

17-9 

2*29 

89*5 

773 

Lord, 10% 

24 

26 cJ 

26 cJ 

333-340 

330-338 

1018 

178 

17*5 

3*82 

78*7 

— 



3$ 

28$ 

225-245 

227-208 

812 

127 

15*6 

2*30 

87*2 

78 

Polyglycerol 
ester, 6% 

24 

62 cJ 

63 cJ 

273-322 

290-339 

llt54 

194 

16*6 

4*40 

66*6 

— 



35$ 

5$ 

222-226 

253-266 

857 

157 

183 

2*63 

81*2 

78*1 

Polyglycerol 
ester, 10% 

24 

21 o" 

23 

356-360 

309-348 

1047 

166 

15*8 

6*26 

58*3 

68*8 



13$ 

14$ 

193-210 

172-200 

704 

111 

16*8 

3*41 

63*8 

76*6 

78*4 

Control 

21 

61^ 

52 

332-358 

322-332 

925 

126 

133 

1*66 

, 77*3 

— 



39$ 

32$ 

216-227 

213-22.5 

865 

145 

16*8 

2*24 

91*2 

67*3 


different in the lard and poJyglycorol ester groups. In the rats receiving 
polyglycerol ester, the amounts of faecal Upins were somewhat greater than those 
in the lard group, which in turn exceeded the values found in the controls. 
However, even if all the ether-soluble material of the faeces in rats 21, 23, 13 
and 14 represented unabsorbed polyglycerol comi)ound, the results would 
nevertheless indicate 90% utilization in the males and 94-62% in the females. 
But judging from the faecal fat in the controls as well as the i.v,, it is conservative 
to estimate that at least 95-98% of the polyglycerol esters of the rations were 
digested and absorbed even when they constituted 10% of the food mixture. 

Polyglycerol esters of oleic and UnoUic acids. The observation by Hansen 
[1933] that in infantile eczema the serum fatty acids have an abnormally low 
i.v. and his subsequent statement [1933-4] concerning the therapeutic action 
of unsaturated oils, such as linseed oil, stimulated in us further interest in the 
problem. It seemed that if unsaturated fatty acids actually exercised a beneficial 
effect their administration in polyglycerol combination would be of advantage, 
if for no other reason tiian the ease of preparing suitable emulsions. Accordingly, 
polyglycerol was esterified with commercial oleic acid and with a good grade of 
linseed oil. The constants for oleic acid ester were: i.v. 69-4, sap. equiv. 151. 
Those for the linseed oil fatty acid ester mixture were 116*7 and 137*2, re- 
spectively. The esters were fed at levels of 6% as indicated in Table II. The 
controls were maintained on the basal ration, while for further comparison other 
groups of rats received butter, 10%; oleomargarine, 10%; linseed oil, 6%; 
cocoa butter, 6% . As we were especially interested in the utilization of linseed 
oil and the polyglycerol esters of the unsaturated fatty acids in the young, the 
rats selected for this work were not more than 40 days old (oleic and linoleic 
ester g^o^p8 and the controls, Table II, were 30 days old at the beginning of the 
experiment). It will be noted that the rate of growth was normal, or somewhat 
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Table II. UtilizcUum of various fata, including polyglycerol esters 
of oleic and. linoleic acids 


Initial Faeces 




Bats 

and 

Food 

f 

X 



Depot fat 


Dura- 

no. 

final 

con- 


% of 

Faecal fat 

^ 

> ^ 


tion 

and 

wt. 

sumed 


food 


-A 


Sap. 

equiv. 






Exp. 

days 

sex 

g* 

g- 

g- 

(‘onsumed 

0/ 

/o 

I.V. 

I.V. 

Oleic ester, 

5% 

24 

68 

69 c? 

66-160 

54-158 

971 

157 

16-2 

4*45 

86*5 

73*5 

80*5 

216*5 

205*5 



70? 

71? 

63-142 

50-144 

783 

116 

14-8 

4*9 

92*3 

76*9 

— 

Linoleio ester, 

5% 

24 

72 c? 

73 c? 

58-162 

56-152 

932 

124 

13*3 

3*79 

77*6 

81*2 

198*5 

197*5 



74? 

75? 

45-128 

50-126 

737 

132 

17*9 

4*34 

87*2 

91*5 

811 

— 

Control 

24 

76 c? 

77 c? 

62-159 

65-160 

945 

160 

1705 

4*14 

80*5 

73*2 

199*5 



78? 

79? 

-66-137 

58-148 

927 

191 

20*6 

2*83 

89*7 

81*2 

202 

Butter, 

10% 

21 

80 c? 
81c? 

67-151 

75-165 

878 

125 

14*3 

4* 10 

57*0 

76*5 

201 



82? 

83? 

64-140 

63-124 

827 

138 

10*7 

3*58 

72*5 

65*1 

199 

Oleomargarine 21 
10% 

86? 

87? 

68-128 

60-143 

710 

127 

17*6 

2*94 

73*0 

79*6 

198*5 



89 c? 

90 c? 

76-163 

78-174 

874 

137 

15*7 

3-59 

72*1 

94*0 

192*5 

Linseed oil, 

5% 

24 

91 ? 
92? 

73-132 

75-140 

545 

107 

190 

4*18 

78*2 

81*5 

182*5 



93 <? 

94 c? 

70-150 

78-180 

944 

152 

10*1 

5*11 

05*1 

82*8 

— 

Cocoa butter, 
^ /o 

24 

95 ? 

96 ? 

64-118 

74-149 

748 

117 

15-7 

4*54 

67*0 

79*9 

203*5 


better than normal in all groups (note especially the excellent growth of the 
polyglycerol ester groups). As shown by the data for faecal lipins, there was 
almost complete utilization of the polyglycerol esters of oleic and linoleic acids, 
as well as of the linseed oil and other fats used. Under the conditions of the 
experiments, the composition of the depot fat was only slightly influenced by 
the kind of fat incorporated in the diet. 

The faeces were analysed essentially according to the method of Sperry & 
Bloor [1924], while for the analysis of the tissues the methods of Reed and 
associates [1930; 1932] were used. 


Comment 

The composition of the ‘ fat'* of the faeces, while not altogether unrelated 
to that of the fat consumed, is remarkably constant and independent of the 
diet, as has been shown by a number of investigators [Hill & Bloor, 1922; 
Holmes & Kerr, 1923-4; Sperry & Bloor, 1924]. Only under conditions in which 
digestion and absorption of fat are diminished, whether through disease or 
otherwise, does the composition of the faecal fat reflect that of the diet. 
Accordingly, analysis of the faeces may afford an accurate measure of the 
utilization of a fat in the alimentary tract. In the light of existing knowledge 
the results of the present study demonstrate that the coefiBcients of digestibility 
(including absorption) of the polyglycerol esters of stearic, oleic and linoleic 
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acids are essentially the same as those of naturally occurring fats (compare with 
data of Holmes & Kerr [1923-4]. In vitro experiments have confirmed the 
digestibility of these esters by lipase. 

Summary 

Compounds produced by partial esterification of the polymerides of glycerol 
(diglycerol, triglycerol, tetraglycerol etc.) with fat-forming fatty acids, when 
fed at levels of 6 and 10% of the diet were found to be as well utilized in the 
alimentary tract of the albino rat as were naturally occurring fats. No untoward 
effects, as regards growth, reproduction, lactation and the microscopic appearance 
of the tissues, were observed as the result of long-continued feeding of these 
compounds. 

Acknowledgement is due to Messrs Harris and Epstein for suggesting the 
problem and to the research staff of The Emulsol CJorporation of Chicago for the 
synthesis of the compounds used in this work. 
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CCL. A NOTE ON THE DEXTRAN PRODUCED 
FROM SUCROSE BY BETACOCCUS ARABINO- 
SACEOUS HAEMOLYTICUS 


By MAURICE STACEY and FREDERICK ROBERT YOUD 
From the A. E. Hills Laboratories^ University of Birmingham 

(Received 14 September 1938) 

During the large scale production of the dextran from sucrose by Betctcoccm 
arabinosac^ous haemolyticus (Lev^conostoc dextranicum) using the method de- 
scribed previously by Carruthers & Cooper [1936], unforeseen and inexplicable 
irregularities of growth occurred, so that a further investigation of the metabolic 
requirements of the organism was deemed necessary. It has been possible to 
develop a more satisfactory medium for the dextran production. In this medium 
use is made of conunercial maple syrup to provide a reliable supply of the 
“accessory growth substance*’ (which may be simply a source of available 
nitrogen) together with an increase to 20% in the concentration of sucrose. 

Sufficiently large quantities of the dextran to facilitate its chemical examina- 
tion were isolated and it was purified without the use of heat, acid or alkali. 
Previous difficulties in removing protein impurities were minimized by a pre- 
liminary filtration of the dextran solution through a kieselguhr pad. In purified 
samples, despite the fact that the usual protein tests were negative, a small 
fragment of nitrogenous material (N, 0*5% approx.) persisted. The dextran 
could be obtained N-free only after mild acid or alkaline treatment. Complete 
elimination of the nitrogenous constituent was accompanied by a decrease in 
viscosity of the dextran. This phenomenon was especially marked when a 
solution was treated for a short period at 100'* with weak acnd. In such a case 
the nitrogenous constituent separated from the clear solution in the form of 
a flocculent precipitate — ^a phenomenon which we have frequently observed with 
other polysaccharides of microbiological origin, notably with Types I and II 
pneumococcus specific polysaccharides. 

In tlie case of the dextran produced by Leuconostoc mesenteroides, Fitzgerald 
[1933] found that its immunizing properties, originally investigated by Zozaya 
[1932, 1], were due entirely to a nitrogenous constituent since all antigenic 
activity disappeared when the N content of the dextran fell below "0*2 % . In 
a similar manner certain antigenic properties ascribed to gum arabic have also 
been shown to be connected with small amounts of a nitrogenous constituent 
[Uhlenhuth & Remy, 1935]. The significant decrease in viscosity of the dextran 
after removal of its nitrogenous fraction may indeed indicate that the latter, 
although comparatively small, is an actual constituent of the dextran macro- 
molecule. The possible significance of such a compound acting as a stabilizer of 
the macromolecular state of the polysaccharide, and thereby conserving certain 
of its antigenic properties, may be worthy of investigation. In this connexion 
it is of interest to recall the experiments of Zozaya [1932, 2] who claimed to have 
endowed otherwise inactive poljrsaccharides with antigenic activity by injecting 
them as a suspension in collodion. 

The relationship between the acetyl content of dextrans and their antigenic 
properties is under investigation in another Laboratory [Fowler et al. 1937], 
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so that it is of interest to report that the dextran described in this paper and 
isolated under the least drastic conditions contained no acetyl residues. 

A preliminary account of the structure of the dextran has recently been 
published from these laboratories [Peat et al» 1938]. It has been established that 
this polysaccharide is constituted of a linear chain of several hundred glucose 
units mutually linked through the l:6-positions. This is the gentiobiose linkage 
Further details of the structural investigations will be published later. 

Experimental 

Following the method of Camithers & Cooper [1936] for dextran production 
it was observed that in some flasks growth and viscosity were readily produced 
whilst in others, prepared in an apparently identical manner, little or no growth 
took place. The irregularity became particularly marked when the volume of 
metabolism solution was increased beyond 100 ml. and also after repeated 
subculturing of the organism. In an investigation into the cause of this 
phenomenon the following points emerged. 

(1) The pH. values of the medium were identical in both viscous and weak 
cultures during and after growth, indicating that inhibition of dextran formation 
was not due to acid production. 

(2) Sterilization of sucrose and peptone solutions separately, followed by 
aseptic mixing before inoculation, gave increased yields of dextran but growth 
was still irregular. 

(3) Malt extract, lucerne root extract and yeast-water failed to provide a 
growth stimulant. 

(4) Molasses extract and Demarara sugar gave inconsistent results and, 
moreover, when the dextran was formed it was heavily pigmented and difficult 
to purify. 

(5) A medium containing 20% sucrose and 5% commercial maple S3nrup 
gave satisfactory results. The dextran formed in this case was free from pig- 
mented material and was readily purified. 

Large-scale dextran prod/action 

Peptone solution (double strength) and sucrose solution (40%) containing 
maple syrup (5%), were steamed separately on two successive days and then 
mixed aseptically in amounts of 100 ml. of each in 500 ml. conical flasks. After 
a third steaming the flasks were cooled and inoculated heavily, using sterile 
pipettes, with a viscous 48-hr.-old culture of L, dextranicum. After incubation 
at 30° for 10 days the viscous opalescent solution was filtered through cotton 
wool. The dextran was precipitated in the form of a white powder by the 
addition of 2 vol. of ethyl alcohol. It was filtered, washed with alcohol and 
dried in vacno. 

The crude material thus isolated amounted to 25% of the sucrose employed. 
It contained approx. 10% of bacterial protein the greater part of which was 
removed by repeated filtration of a dilute aqueous solution through kieselgubr. 
Final traces of protein material were removed by alcoholic fractionation, which, 
moreover, revealed that the dextran was essentially homogeneous. The purified 
dextran had the following properties: [ajJT 4-180° in water (c, I'O); ash, 0*4%; 
N, 0*25 % ; moisture, 8 % . The small amount of nitrogeneous constituent could 
not be removed by fractionation and its presence was characterized by a faint 
opalescence of an aqueous solution of the dextran. On heating such a solution 
with JS^/10 acetic acid or N/IO HCl a small amount of flocculent precipitate 
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separated and the opalescence disappeared. This treatment, as shown below, 
caused a considerable decrease in viscosity of the dextran: 



[«]d 

Rel. vis. 
in water 
(l%80l.) 

Rel. vis. in 
saline (1 %) 
(l%80l.) 

N 

% 

Reduction to 
Fehling’s 
solution 

Normal dextran 

+ 180“ 

3-20 

4-40 

0*25 

None 

Dextran heated with iV/10 
HCl at 100° for 15 min. 

+ 180“ 

101 

M5 

0-0 

None 


Hydrolysis of the dextran was carried out using N H 2 SO 4 at IW for 18 hr., 
5*0 g. yielcQng 5-6 g. of crystalline d-glueose. No other sugar was isolated. 


SiJMMARY 

A reliable method is described for the large-scale production of dextran by 
Leuconostoc dextranicum and the purification and properties of the dextran 
are recorded. 

The authors are indebted to Prof. W. N. Haworth and to Dr Stanley Peat 
for their interest in this work. 
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CCLI. INVESTIGATION OF A POLYSACCHARIDE 
PRODUCED FROM SUCROSE BY BETA- 
BACTERIUM VERMIFORM^ 
(WARD-MEYER) 

By WALTER DONALD DAKER and MAURICE STACEY 
From the A, E. Hilla Laboratories, University of Birmingham 

{Received 14 September 1938) 

Wb have been able to examine a polysaccharide formed from sucrose by an 
organism {Betabacterium vermiformd) recently studied by Prof. A. J. Kluyver, 
to whom we are greatly indebted for a culture. The organism was isolated by 
Mr H. D. Meyer (private communication) in the course of an extensive and 
careful bacteriological examination of “Tibi-complex The latter originates in 
Mexico where it occurs in the form of hard granules on the disk-shaped leaves 
of the Opundia plant. It has long been used by the natives for the preparation 
of a beverage by fermentation and is analogous to the classic example, the 
Kephir yeast of the Arabs. As in the case of Kephir, Tibi fermentation is due 
to the symbiotic action of a yeast and a bacterium. The bacterium isolated by 
Meyer appeared to be identical with that isolated by Ward [1892] from the 
Ginger-beer plant. 

On a sucrose-gelatin medium, the bacterium readily formed colonies sur- 
rounded by a highly viscous secretion and its growth on gelatin slopes closely 
resembled that of Betaeocevs arabinosaeeom anhaemolytievs {Leuconostoc. 
meserUerioides). Meyer was able to show that the viscous secretion consisted 
mainly of a polyglucose with properties strikingly similar to those of the dextran 
synthesized by R. arab, anbcLeinolyticus [Tarr & Hibbert, 1931]. We have been 
able to confirm the finding that it is indeed a dextran, resembling closely in 
physical properties the dextrans from both B, arab, haemolyticus and B, aral). 
anJiaemolyticus . 

Our preliminary investigations were concerned with production of tht^ 
polysaccharide in a liquid medium. The medium adopted for preparing the 
dextran from B. arab. haemolytievs [Stacey & Youd, 1938] was unsuitable for 
the growth of Betabaet. vermiforme although when a satisfactory substrate for 
the latter was devised certain similarities in the growth of the two organisms 
were observed. 

Both dextrans could be synthesized from sucrose only; moreover, in each 
case it was mainly the glucose constituent of the sucrose molecule which appeared 
to be utilized in the growth. For consistent dextran production both organisms 
required a source of available nitrogen which was best supplied by maple syrup 
to B. arab. haemolytievs and by yeast extract to Betabact. vermiformL The poly- 
saccharide could conveniently be prepared in yields amounting to 20% of the 
sucrose employed in a simple yeast extract-sucrose medium. The growth reached 
a maximum in about 10 days and was quite uniform even in large volumes of 
liquid — ^a property which facilitated the large-scale dextran production. 

Separation of the polysaccharide was effected by alcoholic precipitation 
followed by washing and drying by the usual methods. The crude material 
contained approx. 0*2% N and was insoluble in water. This insolubility differen- 
tiates it from the Leuconostoc dextrans which are readily soluble in water. 
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During growth a large proportion of the dextran became insoluble in the 
metabolism solution and after isolation and drying it could not be dissolved 
even in boiling water. On dissolving this insoluble material in strong acid or 
alkali about 5% of bacterial '‘debris ’’ separated and was removed in a centrifuge. 
Thereafter the dextran, precipitated by alcohol, was now water-soluble, N-free, 
showed [a]x»-f 180° in water and was indistinguishable in physical properties 
from the Leiiconoatoc dextrans. 

From the products of acid hydrolysis, crystalline glucose (in 93% yield) was 
the only sugar isolated. Structural investigation has revealed that the main 
part of the molecule is constituted of a-glucose units mutually linked through 
the IrO-positions, i.e. the linkage which obtains in gentiobiose [cf. Peat ei al. 
1938]. These and other investigations will be described later. 

Experimental 

Stock cultures of B^tabacterium venniforme received from Prof. A. J. Kluyver 
wer<" maintained on gelatin slopes of the following composition: KCl, 0*5%; 
Na 2 HP 04 , 0*2% ; sucrose, 10%; gelatin, 15%; yeast-water, 10%. 

In a search for ojitimum conditions for dextran production in liquid media, 
the following main facts were established. 

(1) The organism could synthesize the dextran from sucrose only, the yield 
increa.sing to a maximum at a sucro.se concentration of 20 % . Complete inhibition 
of growth occurred when the sucrose was replaced by glucose, fructose, maltose, 
lactose, glycerol, mannitol, sorbitol, inulin or laevan. 

(2) No dextran formation took place in a sucrose-peptone medium in the 
absence of other sources of N the best of which was 10% yeast-water extract. 
Addition of maple S 3 nrup or l)eet sugar molasses gave unsatisfactory dextran 
production in the absence of an extra N supply, but in the presence of peptone 
(0*1 or asparagine (0*1 %) production was good. 

(3) Tomato extract and a crude \dtamin B concentrate were able also to 
provide the source of available N. 

(4) The yield of dextran from a 10% yeast-water-sucrose medium was 
slightly increased by the presence of urea (0*1%) or succinamide (0*1%) or 
creatinine (0*1%). Glycine, i-leucine, malonamide and d-alanine appeared te 
act as growth inliibitors. 

(5) During growth the jpH of the metabolism solution was unchanged so that 
addition of CaCOg offered no advantage. 

(0) No dextran was produced when the organism was grown in the medium 
which luwl proved satisfactory for the production of dextran from Leucmioatoc 
dextranicum, 

(7) Tlie volume of metabolism solution did not materially affect the rate or 
amount of dextran formed in a suitable medium. 

Large-scale production 

Satisfactory results were obtained with the following medium : yeast-water, 
10%; KCl, 0*5%; NagHPO^, 0*2%; sucrose, 20%. The medium was distributed 
in 600 ml. quantities in 1-litre conical flasks and steamed on three successive 
days. The flasks were inoculated, using small sterile pipettes, from a viscous 
48 hr.-old culture of Betabact. vermiforme growing in test tubes in an identical 
medium. After incubation at 30° for several days the medium became very 
viscous and a dense gummy layer was formed at the bottom of each flask. 
(In preliminary experiments this material was isolated separately by decantation 
and was shown to consist of crude dextran.) After 10 days’ incubation the 
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contents of the flasks were well shaken and run through cotton wool into 2 voL 
of alcohol. 

The crude dextran which was thrown down was washed repeatedly with 
alcohol, ground to a fine powder in a mortar and dried in a vacuum. The average 
yield amounted to 20% of the sucrose used. A considerable amount of fructose 
was isolated from the mother liquors [cf. Camithers & Cooper, 1936] indicating 
that the dextran was probably synthesized from the glucose moiety of the 
sucrose molecule. 

Purification and properties 

The crude dextran (N 0*2 %) was completely insoluble in water and did not 
swell in boiling water. It dissolved re^ily in SN NaOH and in 10 Y HCl 
and showed optical properties as follows: [a]‘5“ + 177° in 10 JV HCl (c, 0*68); 
[a]2)+179° in 5JVNaOH (c, 0*90). It was rendered soluble in water by the 
following method suggested by Dr F. Smith : dextran (3 g.) was stirred vigorously 
in cold cone. HCl (20 ml.) and when evenly suspended was centrifuged. A small 
amount of amorphous material was thrown down and the clear supernatant 
liquid was poured into excess of ethyl alcohol. The dextran was precipitated in 
the form of a fine white powder which was washed free from acid by alcohol 
and ether and dried in a vacuum. Yield, 2*8 g. 

The product was now readily soluble in water. It had no reducing action on 
Fehling’s solution, contained no N and its specific rotation was imaltered by 
the acid treatment. [a]f4-175° in ION HCl (c, 1*0); [alf-f 177^ in water 
(c, 1*3); [a]i,-hl79° in 5NNaOH (c, 0*95). 

The insoluble gummy layer usually found at the bottom of the metabolism 
solution and mentioned previously, was treated with cone. HCl in the manner 
described and yielded a product, [aj JT 4* 179® in 5N NaOH (c, 1*3), identical with 
that in the metabolism solution. An average sample of dextran had the following 
properties: [a]]f + 180® (c, 1*3); ash, 0-23%; i.v. 4*7. On hydrolysis with 
N H2SO4 at 100° the following polarimetric changes were observed : [a] /] + 183° 
(Omin.), 4148° (46 min.), 4142° (80min.), 4132° (116 min.), +117° (190 min.), 
498° (310 min.), +86° (370 min.), +79° (430 min.), +66° (490 min.), +54° 
(926 min., equilibrium value). 

From the hydrolysate crystalline d-glucose, [a]2> + 52*4°, was isolated in 
93% yield. The chemical investigation of the dextran will be reported at a 
later date. 

SUMMABY 

A practicable method is described for the preparation of a new polysaccharide 
from sucrose by means of an organism Betabcusterium vermiformi (Ward-Meyer). 
The polysaccharide shows a close resemblance in properties to the dextrans 
synthesized by the Leuconostoc species. 

The authors are indebted to Prof. A. J. Kluyver for suggesting this investiga- 
tion and for providing cultures, and they also wish to express their thanks to 
Prof. W. N. Haworth and to Dr Stanley Peat for their interest in the work. 
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CCLII. POLYLAEVANS FORMED BY THE 
CARBOHYDRATE METABOLISM 
OF CERTAIN BACTERIA 

By STIG VEIBEL 

jFrom the Chemical Laboratory of the University, Copenhagen 
(Received 17 September 1938) 

0RSKOV [1930; 1931; 1936; 1938; 0r8kov & Poulsen, 1931] has stated that 
when certain Gram-negative organisms found in milk and certain soil bacteria 
(Actinomycetes) are grown on sucrose- or raffinose-containing subtrates, poly- 
saccharides are formed abundantly. The substances formed have, however, not 
been examined chemically, and their nature as polysaccharides has been deduced 
from their appearance alone. It was therefore thought to be of interest to examine 
them more thoroughly, and the investigation here reported shows that the three 
micro-organisms hitherto studied do in fact form polylaevans and most probably 
the same laevan in each case, 

(1) Substa^ice from milk bcuAeria [0r$kov, 1931] 

The micro-organisms were grown on 2% sucrose-agar. After 2 days the 
bacteria were separated by filtration and the “ colonies of polysaccharide 
remaining in the somew^hat opalescent liquid were precipitated by addition of 
alcohol and ether. The supernatant liquid was decanted and the precipitate was 
washed with physiological salt solution, separated by centrifuging and dried to 
constant weight in a vacuum desiccator over cone. H2SO4. 

Analysis showed that the substance isolated had the composition of a poly- 
saccharide, contaminated with a small amount of protein possibly originating 
From residual bacteria or from cellular nuclei in the “colonies ” of polysaccharide. 
(Found: C, 44-32; H, 6-41; N (Kjeldahl), 0-59%. (CeHioOg)^ requires C, 44-42; 
H, 6-23 %.) The polysaccharide is practically insoluble in all solvents. It does not 
reduce Fehling’s solution, but after hydrolysis with boiling dilute acid it gives 
strongly reducing products. 

0*54 g. of the polysaocharide was heated for 3 hr. on the steam bath with 
40 ml. water and 6 ml. JV HCl. The solution was left at room temperature 
overnight; next day it was made up to 50 ml. in a measuring flask, filtered from 
a trace of flocculent precipitate and its optical rotation determined; a‘fl' was 
— 1-77® (c (calc, as monosaccharide) = 1-2, 1-2), whence [a]5J“= --74''. This is a 
minimum value and it is some 20% lower than the specific rotation of equilibrium 
fructose, but as already pointed out the polysaccharide was not N-free; it may 
therefore be assumed with some probability that the polysaccharide is a (slightly 
impure) fructose anhydride (laevan). 

In order to confiiin this supposition, a solution of l-6g. polysaccharide was 
neutralized with NaOH, concentrated in a vacuum at 35-40" to low volume and 
finally dried in a vacuum desiccator over H2SO4. The residue, 1*2 g., was treated 
with dry acetone and cone. H2SO4 as recommended by Ohle & KoUer [1924] for 
the preparation of j3-diaoetone£ructose. 0-9 g. of a compotmd with m.p. 95-96® 
and [a]‘jr« -38-6® (alcohol, c« M66) or -34-3® (water, c= 1-808) was obtained. 
Ohle A KoUer [1924] obtained from 10 g. of fructose 6*6 g. of diacetonefruotose 
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with M.P. 97° and [a]‘fr= -36-69° (alcohol, c=l-172) or -26*17° (water, 
(•= 1-856) ; they indicate, however, that the specific rotation in aqueous solution 
depends on the concentration; for c=3-161 they found [a]‘jr= —32*9°. 

For comparison we prepared j3-diacetonefructose from authentic fructose. 
From 2*5 g. we obtained l*4g. of a preparation with m.p. 96-97°, i.e. nearly the 
same yield as that quoted by Ohle & Kollcr. The specific rotation of this prepara- 
tion in aqueous solution did not depend on the concentration: for c=3*193 [a]5> 
was —34-0° and for c= 1-811 [a]/]" was -34-1°, in agreement with Ault et al. 
[1935] who found ^71"= -34° (water, c=0-9). For an alcoholic solution with 
c= 1-183 we found [a]‘fr= “‘37*97° for the product from fructose. The values 
found by us for authentic diacetonefructose are thus identical with those found 
for the acetone derivative of the product of hydrolysis of the polysaccharide, 
which therefore may be assumed to be fructose. 

Further confirmation of this assumption has been obtained by the method of 
Bridel [1930] for detection of glucose or galactose in plant materials, namely, 
solution of the substance in 70% methyl alcohol and examination of the influence 
of addition of emulsin (jS-glucosidase). If a sugar, which is able to form a methyl 
glycoside under the influence of emulsin is present, an alteration of the optical 
rotation of the solution will take place. 

The monosaccharide obtained from 4-65 g. of the polysaccharide was dis- 
solved in 100 ml. 70% methyl alcohol and 0-2 g. of an emulsin preparation with 
sal. f. 0*091 was added. The solution was rotated mechanically for 14 days at 30°. 
Before addition of emulsin the solution had aj> — 5*17° and the rotation re- 
mained unaltered during the experiment. From this it may be concluded at 
least that glucose and galactose are absent from the solution, and the assumption 
that fructose is the sole product of hydrolysis gains in probability. 

(2) Substance frorn soil Actinomycete, strain 38. [0rskov, 1938] 

The bacteria were grown as above. The polysaccharide formed in this case, 
although corpuscular, did not form “colonies"’; it was isolated in the same 
manner as previously. 2 g. were hydrolysed by heating on the steam bath for 
3 hr. with 150 ml. water and 5 ml. N/IO HCl. The solution was left overnight 
at room temperature and then neutralized with NaOH, filtered, evaporated in a 
vacuum at 40° to low volume and finally dried in a vacuum desiccator over 
H2SO4. The residue was a syrup, which was taken up in 30 ml. abs. alcohol; 
only a very little hygroscopic substance was left undissolved. The alcoholic 
solution was evaporated to dryness and 1*5 g. of non-hygroscopic substance 
were obtained. The m.p. was very unsharp, 80-95° (decomp.). Pure fructose 
melts at 102° or 95°. 0*0997 g. was dissolved to make 10 ml. aqueous solution. 
In 2 dm. tube olj) was —1*57°, and next day had diminished to —1*52°, i.e. 
[a];f = —76*2°. 1*5 g. of the substance yielded 1*05 g. of a diacetone derivative 
with M.p. 96-97° and [a]‘{;‘’= —38*76° (alcohol, c= 1*193). This polysaccharide also 
seems therefore to be a laevan. 

(3) Substance from soil Actinomycete, strain 47. [0rskov, 1938] 

The bacteria were grown and the substance isolated as in the case of strain 
38. 2*0715 g. were heated for 1 hr. on the steam bath with 86 ml. water and 
6 ml. N HCl. Next day the solution was filtered and made up to 100 ml. The 
rotation of the solution in a 2 dm. tube was —3*24°, whence [a]S*== —70*4°. 

The solution was neutralized with NaOH and the monosaccharide was 
isolated as above. Yield ca, 2 g. Without purification the material was trans- 
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formed into a diacetone derivative, of which 1 g. was obtained with m.p. 
95»5 — 96*5 and [olY^— —38*67 (alcohol, c= 1*170). In this case too fructose seems 
to bo the sole product of hydrolysis. 

Comparison with other naturally occurring laevana. Acetylation and methylaiion 

Polylaevans are rather commonly met with in nature. Inulin is the classical 
example, but in the last few years Schlubach and co-workers [1936; 1937, 1, 
2, 3] have isolated a series of fructose anhydrides from different plants, and, 
which is particularly significant for us, Harrison ei aL [1930] and Hibbert and 
co-workers [1930; 1931, 1, 2] have found poljdaevans to be synthesized by 
various micro-organisms when they are grown in sucrose solutions. 

The micro-organisms examined by Hibbert el aL were Clostridium gelatige- 
nosum, Semichstridiurn commune, Bacillus laevaniformans, B. hemiphloriae, 
Aspergillus sydowi \ the subtilis and mesentericus groups were specially prone to 
synthesize polylacwans and the most effective seems to have been JB. mesentericus 
Trevisan which can bring about the synthesis from sucrose or raffinose but not 
from melczitose, lactose, maltose, xylose, glucose or fructose. 0r8kov [1938] has 
found the same for the micro-organisms examined by him. 

The polylaevans examined by Schlubach et aL were all soluble in water. 
Those isolated by Hibbert et aL were soluble in hot and slightly so in cold water. 
In most organic solvents they wore insoluble, but they dissolved in hot gljwrol 
or ethyleneglycol. These laevans, with acetic anhydride and p\Tidine, gave 
triacetates which, after treatment first with methyl sulphate and NaOH and 
finally with Purdk^’s reagent, gave trimethyl derivatives. The triacctates and 
trimethyl d(*rivatives of the different laevans differed in solubility, specific 
rotation and m.p., the most important difference Ixnng that the triacetates of the 
plant laevans were laevorotatory, whilst those of the bacterial laevans isolated by 
Hibbert el aL were dextrorotatory. 

We have therefore prepared the triacetates and trimethyl derivatives of our 
laevans and have compared their properties with those mentioned above. 

(1) Substance from milk bacteria. The acetylation was carried out as indicated 
by Schlubach & Loop [1936]. A triacetate was formed which softened at 90-1 W 
but was completelv molten only at 160-170''. (Found : C, 49*73 ; H, 5*15 ; CH3CO. 
43*5 % . (CigHjeOg),, requires C, 50*00 ; H, 5*60 ; CH3CO, 44*9 %.) 

The triacetate was nearly insoluble in all solvents. Glacial acetic acid dis- 
solved a small amount w^hen warm, but most of it separated again on cooling ; the 
cooled solution was dextrorotatory, having a^^-f 0*06"'. In chloroform the product 
had [a]®’"* 4* 11*2, which is to be regarded with reserve as a minimum figure. 

The methylation of the triacetate was carried out as indicated by Schfubach 
& Loop [1936]. The trimethyl derivative was dissolved in benzene and pre- 
eipitatt'd by light petroleum. A white, non-hygroscopic, amorphous powder 
was obtained, which softened at 122-125° and was completelv molten at 140° 
[a]®;=-6()*9° (CHCI3, r=2*086). (Found : OCH3 44*6 % . (C^H, A),, requires 

OCH3 45*60/^.) 

(2) Substance from soil Actinomycete, strain 38. The triacetate and trimethyl 
derivative were prepared as mentioned abovi>. The trimetbyl derivative 
softened at 122-125° and wa^s completely molten at 138°. [a] — — 57*2° (CHCI3 , 
c=:l*958, ?=2). (Found: OCH3, 46*3%. Calc. OCH3, 45*6%.) 

(3) Substance from soil Actinomycete, strain 47. The trimethyl derivative 
prepared as above had m.p, 138-140° (softening at 120-125°), [a]yf=— 58*8° 
(CHCls, c== 1*360, J=2). On account of lack of material no methoxyl deter- 
mination was made. 
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From the properties of the methyl derivatives it appears that all three 
preparations of polysaccharide are identical. In the table below we have 
collected the data for different laevans described in the literature. 


Triacetate Trimothyl derivatives 



M.P. 

Wd 

M.P. 

[a]z> 

M.P. 

Md 

Inulin 

[Hibbert et cU., 
1931] 


-40'= 

water 

102-103°, 
soft 95° 

-42*55°, 

GHjCOOH 

138-140° 

-50*2°, 

CHCla 

Laevan 

[Hibbert et al., 
1931] 


-45*3" 

water 

190°, 
soft 106° 

-f21°, 

CHCI3 

145-147° 

-87 to -91°, 
CaHaCJa 

Triticin 
[Schlubach & 
Peitzner, 1937] 


-51*4" 

water 

115° 
or 191° 

-15*5°, 

CHCla 

141-151° 

-61*2°, 

CHCla 

Sinistrin 
[Schlubach &. 
Loop, 1936] 


1 

o 


-23*5 , 

CaHe 


-57°, 

CHCJ, 

Asparagosin 
[Schliioaoh A 
Boe, 1937] 

197-198° 
soft 170° 

-32-4° 

93°, 

soft 80‘' 

-2or, 

CHCI3 


-47*8°, 

CHCla 

Aspholedin 
[Schlubach & 
Lendzian, 1937 

1 

-30*5= 


- 16*6" 


““ 

Own pre- 
parations 

— 

— 

160-170°, 
soft 90° 

> 4^11°, 

OHClj 

140'^ 

soft 122° 

-57 to -60°, 
CHCla 


The dextrorotation of the triacetate points to the identity of our preparations 
with the laevans of Hibbert et al., whilst the rotations of the trimethyl derivates 
resemble more those of the plant laevans examined by Schlubach et al, Hibbert 
et al. states that their trimethyllaevans on hydrolysis yield l:3;4-trimethyl- 
fructose, whereas trimethylinulin on hydrolysis yields 3:4:6-trimethylfructo8e. 
The amount of trimethyl derivative at our disposal did not permit an tjxamina- 
tion of the products of hydrolysis, but the investigation is being continued in 
this direction. We wish to point out, however, that the solubility of our prepara- 
tions seems to differ both from that of plant laevans and from that of bacterial 
laevans hitherto described. 

Thanks are due to Dr 0rskov, Statens Serum-Institut, Copenhagen, who 
called my attention to the problem and who has kindly taken the trouble of 
cultivating the micro-organisms necessary to produce the polysaccharide used 
in this investigation. 
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CCLIII. A NEW METHOD FOR THE ISOLATION 
OF a- AND /8-TOCOPHEROLS 

By albert RONALD MOSS and JACK CECIL DRUMMOND 
From the. Department of Biochemistry, University College, London 

(Received 12 September 1938) 

Most attempts to isolate the antisterility factor from various oils have made 
use of saponification as the first stage, thereby effecting a concentration, at 
least theoretically, of about fourteen times in the case of wheat germ oil. In view 
of the unexpected sensitivity of the tocopherols to alkali [Moss et al. 1938], it 
seemed to us that a method avoiding the use of the latter would provide 
information as to the .substances responsible for the biological activity of the 
natural oil, and might also give a better yield. Our experience has been that 
there are considerable losses during the saponification, even when the treatment 
is carried out with special precautions. 

When it l>ecame apparent that the hydroxyl group of the tocopherol mole- 
cules was phenolic, it scieraed reasonable to think that these compounds might 
1)0 present in the original oil in the free state although it had usually been 
assumed, for no very clear reason, that they were esterified. Accordingly, the 
simple expcmment was tried of adsorbing the tocopherols directly from a solution 
of the original oil. It was entirely successful. 

Adsorption of wheat germ oil on Merck’s alumina from solution in light 
petroleum has bt'cn found to effect a concentration of the active factor of about 
fourteen times, l)oth biological and spectroscopic evidence indicating that the 
fraction recovered from the column contains the whole of the activity of the 
original oil. The experiments were performed on wheat germ oils from various 
sources and the results obtained have been uniform both qualitatively and 
quatititatively.* 

The chromatogram shows three sets of bands. The first is a pinkish yellow 
system which moves rapidly down the column. The second is a yellow system 
which moves slowly downward and divides into upper and lower sections as 
more material becomes adsorbed; whilst the third is a deep orange yellow band 
which tends to stay near the top of the column. The tocopherols are associated 
with the second, slow-moving band system. 

Since the great majority of the other constituents of wheat germ oil pass 
through the alumina column, it was found possible to use much larger amounts 
of oil for a given size of column than is the usual practice in the adsorption of 
unsaponifiable materiai. The maximum amount possible for a 45 x 4*5 cm. 
column was found to be 150 g. The limiting factor is the development of the 
chromatogram toward the bottom of the column, a process occurring more 
rapidly under the infiuence of a 10 % solution of oil m light petroleum than with 
the pure solvent. This circumstance is advantageous in that the usual prolonged 
washing with large volumes of solvent is unnecessary, the maximum possible 
^ Since this paper was submitted for publication our attention has been drawn by 
Prof. A. R. Todd to a German patent by the LG. Farbenindustrie taken out on 30 Jan. 1936 
which covers a prooess of extraction very similar to our own. 
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separation between the bands occurring during the feeding of the column with 
the solution. It is then only necessary to wash the column with a small volume 
of solvent until the filtrate is colourless and practically free from fat, a column 
of the size mentioned above requiring 300-600 ml. 

Eluted separately with mixtures of ether, benzene and methyl alcohol, 
containing about 80 % of ether, the two yellow bands of the slow-moving system 
yield yellow oils of which approximately 93 % appears to bo triglyceride and 
esterified sterol. Examined spectroscopically in alcohol, the wisaponifiable 
materials of these fractions exhibit selective absorption in the ultra-violet, the 
upper one having a maximum at 295 m/it, and the lower at 292 m/i. Below the 
lower of the two bands there usually appears, during the washing of the column, 
a reddish-pink band with which is associated a substance having an ultra-violet 
absorption with a maximum at 288 m/i. 

An attempt was then made to separate the tocopherol from the lower fraction 
by direct allophanation of the material eluted from the column. Spectroscopic 
examination before allophanation revealed selective absorption having a rather 
broad maximum between 286 and 289 m/x. It is reasonable to suppose that this 
maximum represents the absorption at 292 and 288 m/x shifted toward shorter 
wave-lengths by the presence of unsaponificKl fat. 

The usual procedure was adopted in the allophanation and after removal of 
the cyamelide and benzene, three crystalline compounds were isolated from the 
oil by freezing the solution, first in acetone and then in light p('troleum. All three 
substances were transparent to ultra-violet light and wen^ not further examined. 
The uncrystallizable residues were adsorbed on alumina from light petroleum, 
yielding an upper fraction showing absorption with a maximum at 281-283 m/x; 
and a lower fraction having absorption with a maximum at 277-279 m/x. 
Readsorption of the two fractions produced no apparent alteration in the physical 
properties of the mixtures. It is known from the work of John [1^37] and of 
Bergel, Todd & Work [1938] that allophanation causes a shift in the position of 
the maxima of ultra-violet absorption of 8-9 m/x toward shorter wave-lengths, 
and it therefore appeared likely that the absorbing substances in these two 
fractions were the allophanates of compounds having absorption maxima at 
288 and 292 m/x; a hypothesis supported by the expected movement of these 
bands toward the near ultra-violet on alkaline hydrolysis. The* hydrolysate of 
the lower fraction was re-allophanated and the maximum was observeKl to return 
to 279 m/x. This substance is being further investigated. 

Since the tocopherols of the oily fraction from the original chromatographic 
absorption seem to be susceptible of allophanation it seems certain either that 
the hydroxyl groups are free in the original oil, or that they are in combination 
so labile as to be broken by contact with alumina. 

In view of the failure to isolate allophanates by direct treatment of the 
fraction containing unsaponified fat, it was decided to saponify before allophana- 
tion; the comparatively small bulk of the fractions from the column allowed of 
shorter and more careful treatment during hydrolysis than is possible in handling 
the larger quantities of the original oil. 

It is always found that the upper and lower fractions are each contaminated 
with a small proportion of the other, so that it is advisable, though not essential, 
to readsorb the unsaponifiable material before allophanation. This readsorption 
serves in addition, to remove most of the sterol set free in the hydrolysis ; the 
remainder being precipitated out, as far as possible, with digitonin. 

From the material absorbing at 295 m/x, j8-tocopberol allophanate was 
isolated. The orange- coloured oil resulting from the allophanation, dissolved in 
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light petroleum (b.p. 40-50°), deposited on cooling to 0° a voluminous crystalline 
precipitate which was free from oil, and which carried with it only a small 
proportion of colour. Solution of this precipitate in a small volume of cold 
acetone removed a minute amount of an insolubkj llocculent material which was 
probably a mixture of tritisterol allophanates. The small amount of colour 
remaining in the acetone -soluble fraction was then removed with blood charcoal 
from boiling methyl alcoholic solution. The product was recrystallized from 
anhydrous methyl alcohol, in which it had a very satisfactory temperature 
coefficient of solubility. At first the substance separated as small, compact, 
spherical aggregates, but after three recrystallizations as glisttuiing feathery 
masses of lath-like crystals identical in apj)earance with those described by 
Todd et aL [1937], m.p. 144*5-145*5°. On anaerobic hydrolysis the allophanate 
yielded a colourless oil showing, in alcohol or hexane, an ultra-violet absorption 
with a maximum at 295 m/x 82 ±2; persistence 10. 

From the lower fraction showing the absorption at 292 m/x, a-tocopherol 
allophanate was isolated. The floeculent material mentioned above was much 
more abundant in this fraction, separating along with the allophanate and a good 
deal of coloured matter from alcjoholic solutions. Acetone was employed for the 
separation; the a-allophanate being moderately soluble and the floccuhmt 
material almost entirely insoluble. The same solvent was used for the subsequent 
r(‘(;rystallizations, as it was found to keep the oily contaminants and colour in 
solution in a very satisfactory manner. The final product had m.p. 158*5-159*5°, 
and gave on hydrolysis a colourless oil which in hexane had selective ultra-violet 
absorption with the double maximum at 292 m/x and 298 m/x as shown in the 
curve published by Emerson ei al. 1 1937] with 298 m/x 80 ± 2 ; ]:}ersistenec 10. 
In solution in ethyl alcohol the curve showed only a single peak at 292 m/x ; 

70 ±2. 

In contrast to the findings of Evans et aL [1936] since confirmed by other 
workers, the a-tocopherol allophanate isolated by the above process was found 
to show a small optical activity, a‘/f = +4*8. As it is likely that the a-tocopherol 
of the origina] oil is optically active, becoming racemizc?d under the somewhat 
drastic conditions of the usual saponification, this figure may represent an 
incomplete racemization under the milder conditions employed for the saponifi- 
cation of our concentrates. 

From 2 kg. of wheat germ oil approximately 1 g. of a-tocopherol allophanate 
and 0*75 g. of jS- tocopherol allophanate were isolated. 

In a previous paper, from the results of film measurements we postulated 
the existence in the molecule of a third ring. This was incompatible with the 
evidence on structure provided by the recent work of Femholz, Karrer and 
Todd, from which it seems certain that both a- and jS-tocophcrols consist 
essentially of trimethyl-coumaran or -chroman rings bearing hydrocarbon side 
chains. We have been considerably disturbed by the discrepancy, |)articularly 
because the examination of a tocopherol prepared by Dr A. R. Todd and his 
associates which Danielli recently reported, indicated the area of 30sq.A., 
apparently more compatible with the simpler ring structure. 

We were alive to the possibility that some of the preparations previously 
examined in our laboratory might contain traces of impurities or oxidation 
products which might give misleading measurements indicating a larger area; 
and we therefore examined the allophanates and tocopherols described in this 
paper, having confidence in their purity. To our surprise we obtained values 
of about 60 sq. A. for all four compounds. Samples of pure a- and j8-tocopherol 
allophanates, obtained through the kind co-operation of Dr A. R. Todd also 
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gave measurements indicating areas of about 60 sq. A. Dr Danielli then very 
J^dly re-examined for us the synthetic compound 5-hydroxy-4;6:7-trimethyl- 
2-w-heptadecylcoumarone for which data had previously been reported by him 
in a footnote to the publication of Bergel, Jacob ei al, [1938]. He obtained the 
value of 51 sq. A. Hence it appears that the second coumaran or chroman ring 
is pulled down into the surface, increasing the area to that of a 2-ringod structure. 
The oxygen atom of these rings must possess a much greater attraction for 
water than has hitherto been suspected. 

Reviewing the foregoing findings we are satisfied now that the film measure- 
ments are compatible with the types of formulae rcceiitly suggested. 
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CCLIV. THE ISOLATION OF PROGESTERONE 
AND 3:20-^Li:OPREGNANOLONE 
FROM OX ADRENALS 

By D. BEALLi 

British Postgraduate Medical School, London 
(Received 29 September 193S) 

The preparation from the adrenal gland of lipoid extracts which produced 
oestrous and progestational effects in the uterus of the immature rabbit was 
reported by Engelhart [1930]. These findings wen^ confinned by Callow & Parkes 
[1930], who showed that the active principles could be separated by the method 
of Allen & Meyer [1933]. They suggested, in view of the structure of the sub- 
stances already isolated from the adrenal cortex, that the material responsible 
for the progestational activity might be progesterone or a closely allied compound. 

By the courts ‘sy of Prof. T. Reichstein of Zurich a concentrate of ox adrenal 
gland, obtained from his work on the cortical hormone, was placed at the disposal 
of Dr A. S. Parkes and made available to the author. Bioassays, carried out 
by Dr A. S. Parkes, showed this material to have an activity equivalent to 
0‘5 mg. progesterone per g. 

As a preliminary step in the isolation of the active principle the crude material 
wa.s saponified by treatment with sodium methoxide in anhydrous ether at room 
temperature. While such a saponification was not necessarily complete it pro- 
vided a convenient method for the removal of a large amount of inactive acidic 
material without the destruction of progestational activity. 

The alkali-insoluble material was then separated into ketonic and non- 
ketonic fractions. The ketonic material, on partitioning between suitable solvents, 
gav^e a semicrystalline concentrate from which a small amount of 3:20-a/Zo- 
pregnanolone was isolated. Purification of the remainder of the concentrate by 
alumina adsorption, followed by vacuum sublimation, gave a crystalline product 
"X'', M.p. 165-166®, which was subsequently shown to be a complex of alio- 
pregnanolone and progesterone. 

Fractionating the crude concentrate hats thus resulted in the isolation of 
progesterone m.p. 121® (uncorr,), [al'^f-flOS®, together with somewhat larger 
amounts of 3:20-a{2opregnanoione m.p. 191-192® (uncorr.). Similar results have 
been obtained by Reichstein [1938] using comparable material and a preliminary 
report of the work has already appeared [Beall & Reichstein, 1938]. 

Bioassays carried out throughout the work showed that the activity of the 
original concentrate could be accomited for by its content so that the 
greater part, if not all of the activity was due to progesterone. 

Experimental 

Melting points are uncorrected. 

Micro-analyses were by Dr A. SchoeUer, Berlin. 

^ Beit Memorial Research Fellow. 
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Preparation of the initial aymeniraie 

The original material was prepared by N. V. Organon, Oss., from 1800 kg. 
of whole ox adrenals, and the concentrate on partitioning between pentane and 
30% methyl alcohol [Reichstcin, 1936; 1937] gave a pentane -soluble fraction 
weighing 1300 g., part of which was used in the present investigation. 

Cold saponification 

150 ml. of 7*6% sodium methoxide in methyl alcohol were added to 300 g. 
of the crude pentane-soluble material in 2 1. of dry ether. After 4 hr. at room 
temperature the mixture was diluted with 1 1. of ether and washed once with 
500 ml. of 15% ethyl alcohol, once with 500 ml. of N KOH containing 15 % 
ethyl alcohol and then once with 400 ml. of water. The aqueous solutions were 
combined and extracted with ether, the combined ether extracts being washed 
and taken to dryness to give 142 g. of “non-sap.*' Acidification of the alkaline 
washings, followed by ether extraction, gave 143 g. of “sap.** All the pro- 
gestational activity of the original material was found in the “non-sap.** fraction. 

Separation of the ketones of the "'non-sap'* 

In a preliminary experiment 9 g. of a “non-sap.** fraction in 50 ml. methyl 
alcohol containing 1-5 ml. of acetic acid were allowed to react for 1*5 hr. with 
3 g. of Girard reagent T at room temperature [Reichstein, 1936]. The solution 
was then poured into 150 g. of ice and water containing 90% of the theoretical 
amount of NaOH necessary to neutralize the acetic acid, so that the final 
concentration of alcohol was 25% . It was then extracted four times with ether, 
the ether being combined and extracted three times with 35 ml. of 25% methyl 
alcohol. 

The aqueous phase was then acidified to Congo red with HCl and, after 
standing for 1 hr., was ether-extracted to give ketones (A 1) 413 rag. Further 
acidification of the residual aqueous phase with HCl (10% by volume) and 
subsequent ether-extraction after 1 hr. gave 32 mg. of additional ketones (A 2). 
These were combined with the (A 1) fraction to give ketones (A). 

The ethereal solution containing the unreacted ketonic and non-ketonic 
material, after being washed and taken to dryness, was refluxed in 50 ml. methyl 
alcohol, containing 3 ml. of acetic acid, with 3 g. of Girard reagent T for 1 hr. 
and then the ketones and non-ketones were separated as before, giving 280 mg. 
of ketones (B). 

Bioassays showed that while the ketones A possessed an activity comparable 
with that of the original concentrate, the ketones B were inactive when given 
at five times this dosage level. Therefore in subsequent work the total ketones 
of the “non-sap.” were separated by refluxing with Girard reagent and sub- 
sequently fractionated by reaction in the cold with more of this reagent. In this 
way the 142 g. of “non-sap.” from 300 g. of original concentrate gave 4-4 g. of 
ketones A. 

Partition of ketones A 

4*4 g. ketones A were dissolved in 140 ml. ethyl alcohol which was then 
diluted to 200 ml. with water (70% final alcohol cone.) and extracted five times 
with 100 ml. portions of light petroleum, the latter being extracted in turn three 
times with 45 ml. portions of 70% alcdhol. The alcoholic solutions were combined 
and extracted five times with 75ml. portions of benzene which, on being taken 
to dryness, gave a semicrystalline residue weighing 1-63 g, and containinff 92% 
of active material. 
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Isolation of 3 : 20‘aXlopregnanolone and X 

The 1*63 g. of semicrystalline benzene-soluble material were dissolved in a 
minimal amount of ether, several volumes of light petroleum were added and, 
after standing in the ice box, 303 rag. of solid material were obtained. Crystalliza- 
tion from benzene-light petroleum gave crystals melting at 182-189^ which on 
n^crystallization from aqueous ethyl alcohol gave colourless leaflets melting at 
191-192"' subsequently identified as 3:20-aZZopregnanolone. 

The remainder of the benzene-soluble material (1*3 g.) was dissolved in 60 ml. 
of alcohol which was then diluted with 90 ml. of water (40% final alcohol cone.) 
and extracted five times with 100 ml. portions of light petroleum. A small 
amount of insoluble material was present and was kept in the aqueous phase. 
The combined light petroleum solutions, which contained all the activity, were 
taken to dryness and the residue was sublimed in va^.uo. At 80"70*05 mm. it gave 
a small amount of inactive light oil but at 120®/0*05 mm. a partially crystalline 
yellow sublimate, containing all the active material, was obtained. Attempted 
crystallization of this sublimate from aqueous alcohol gave 232 mg. of sticky 
crystals which, on washing with ether, gave 36 mg. of crystals, m.p. 164-1657 
which were designated ‘"Z”. 

Attempts to obtain more '"X** from the ether mother liquors by cooling 
to —80” were unsuccessful, so the residue on evaporation was dissolved in 20 ml. 
of a mixture of onc^ part benzene and twenty parts light petroleum and run 
through a column containing 5 g. of active alumina. The column was washed 
repeatedly with light })etroleum until the movement of the coloured zone ceased. 
The coloured and colourless }K)rtions of the column were separated and eluted 
with a mixture of boiling benzene and alcohol, both extracts being progestationally 
inactive. The residue from the filtrate, however, had an activity which was 
equivalent to one-fifth that of progesterone, i.e. was of the same order as that 
of crystalline ‘'Z’*. 

In another exptiriment sublimation of the alumina filtrate (450 mg.) from 
3*24 g. of l>enzene-soluble material, followed by crystallization from aqueous 
alcohol gave 132 mg. of “Z'7 m.p. 162-166”. 

Separation of X'^ into progesterone and 3 : 20-aYLopregnanolone 

“Z", M.P. 164-165”, was recrystallized twice from aqueous alcohol without 
any change in m.p. Reorystallization of this material from light petroleum gave 
crystals, m.p. 167-169”, which, on recrystallization from aqueous acetone^melted 
at 165-166”. “Z’' therefore appeared to be a single substance. 

Acetylation (pjnridine and acetic anhydride at 100”), of 20 mg. “Z” gave 
12 mg. of an acetate, which, recrystallized once from aqueous alcohol, gave 
crystals melting at 136-137”. These were saponified by refluxing for 15 min. 
with 10 ml. of 2% alcoholic KOH and on crystallizing from aqueous alcohol 
formed needles which, alone, or mixed with authentic 3:20:aZtopregnanolone 
(M.P. 191-192”) melted at 191-192°. 

155 mg. of “Z’’ dissolved in 10 ml. of 90% alcohol were treated with a 
solution of 1*2 g. of digitonin in 10 ml. of 90% alcohol and, after refluxing the 
mixture for 1 hr, it was left at room temperature overnight and then filtered. 
The filtrate was concentrated in vacw and ether-extracted, the ether being well 
washed with dilute acid, alkali and then water. The residue, on evaporation, was 
sublimed at 120”/0*06 mm. to give 46 mg, of solid. Crystallization of this from 
light petroleum gave 10 mg. of progesterone which had m.p. 121” alone, and 
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mixed with authentic progesterone (m.p. 127°) mejted at 121-123°. [a^SVlOS® 
(^=0-5, c== 1*01% in ethyl alcohol). Its activity, on bioassay, was similar to 
that of progesterone. (Found: C, 80*1; H, 9-64%. C2iH3o02 requires C, 80*2; 
H, 9-620/,.) 

Identification of 3 : 20-allopreg7uinolone 

76 mg. of crude a/fopregnanolone, m.p. 178-185°, were acetylated and the 
acetate (65 mg.) was recrystallized twice from aqueous alcohol to give 52 mg. 
of aJZopregnanolone acetate (leaflets) which alone, or mixed with authentic 
aZZopregnanolone acetate (m.p. 142-143°), melted at 142-143°. 

Saponification of the acetate in ether with sodium methoxide for 1 hr. 
followed by recrystallization from aqueous alcohol gave 32 mg. of leaflets which, 
alone or mixed with an authentic sj)ecimen of aZZopregnanolone (m.p. 191-192°), 
melted at 191-192°. (Found: C, 791; 79-1; H, 10-5; 10-5 o/,. C21H34O2 requirf‘8 
C, 79-2; H, 10-8%.) 

30 mg. of this pure aZZopregnanolone were dissolved in 2 ml. of 90% acetic 
acid and treated with a solution of 50 mg. of chromic acid in 2 ml. of 90 % 
acetic acid fcf. Butenandt et al, 1934]. After 6 hr. at room temperature the 
mixture was diluted with water, filtered, washed and the precipitate, re- 
crystallized from aqueous alcohol, gave 12 mg. of aZZopregnandione (leaflets), 
which, alone or mixed with authentic aZZoprcgnandione (m.p. 198-199°), melted 
at 198-199°. 

The author wishes to thank Prof. T. Reichstein of Zurich for supplying the 
ox adrenal concentrate, for specimens of 3:20-«ZZopregnanolone and its acetate 
and in particular for his cordial exchange of information during the course of 
the work. The author is also deeply indebted to Dr A. S. Parkes, National 
Institute for Medical Research, London, without whose co-operation with the 
biological assays it would have been impossible to have carried out the investi- 
gation. Acknowledgment is also made to the Medical Research Council for a 
grant towards the partial cost of the work. 
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CCLV. ACTION OF ARSENATE 
IN GLYCOLYSIS 
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{Received 30 September 1938) 

The activating effect of arsenate on glycolysis in alcoholic fermentation as well 
as in muscle brei and extracts has been known for a long time [Harden & Young, 
1906; 1911; Meyerhof, 1921], and it was also known that this activation is due 
Hj)ecifically to increased hexosediphosphatt^ breakdown [Harden & Young, 1911 ; 
Meyerhof, 1918], The assumption that the effect of the arsenate was to activate 
a hexosediphosphatase splitting hexosediphosphate into hexose and inorganic 
phosphate was early abandoned [Meyerhof, 1927 ; Raymond, 1928 ; Macfarlane, 
1930: Harden, 1932] as it was shown that arsenate activation of hexosedi- 
phosphate breakdown could not be obtained in the presence of the phosphatase 
only, independently of increased fermentation. Shortly after, it was found in 
yeast juice as well as in muscle extract that the production of alcohol or lactic 
acid from dihydroxyacetonephosphate, the breakdown product of hexosedi- 
phosphate, was increased by arsenate as much as that from hexosediphosphate, 
and further that the oxidoreduction of triosephosphate and acetaldehyde or 
pyruvate as well as the de phosphorylation of phosphoglycerate (phospho- 
pyruvate) proceeded very much faster in the presence of arsenate [Meyerhof, 
1934; Meyerhof & Kiessling, 1935], Several attempts were made to explain the 
increased dei)ho8phorylation of phosphoglycerate in the presence of arsenate. 
Since phosphoglycerate was known to be dephosphorylated aftejr conversion into 
phosphopyriivatc^ by transfer of its phosphate to adenylic acid forming adenyl- 
pyrophosphate and pyruvate, it was thought that arsenate, by activating the 
enzyme adenyl])yropho8phatase, might increase the production of adenylic acid 
from the pyrophosphate. However, Pett & Wynne [1934] and Schaffner & 
Krumey [1936] showed conclusively that all the phosphatases investigated with 
the possible exception of adenylpyrophosphatase were not activated but even 
inhibited by arsenate; Needham & Pillai [1937] later showed that with adenyl- 
pyrophosphatase also the activation was only very slight and could not in 
any case account for such very greatly increased production of phosphate as is 
usually observed with arsenate. The dephosphorylation of phosphoglj^cerate in 
the presence of arsenate and catalytic amounts of adenylic acid in‘ yeast juice 
or muscle extract occurs as fast as the transfer of phosphate from phospho- 
glycerate to equivalent amounts of adenylic acid, and it was therefore supposed 
that in such extracts the adenylic acid is somehow constantly being regenerated, 
but Meyerhof & Kiessling [1936] could not find any evidence of this and 
postulated the formation and breakdown of a cozymasepyrophosphate. 

The coupled esterification of adenylic acid with inorganic phosphate con- 
sequent upon the oxidation of triosephosphate in muscle extract had by now 
been demonstrated [Meyerhof el al. 1937, 2; Needham & Pillai, 1937]. Needham 
& Pillai found that if arsenate was present during the oxidation no accumulation 
of adenylpyrophosphate resulted and they concluded that arsenate inhibited 
the coupli^ of esterification and oxidation. This interpretation was advanced 
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by other workers also [Meyerhof, 1937; Meyerhof ei al. 1937, 1; 1938, 1] who 
supposed that the rapid oxidation of triosephosphate could take place only in 
conjunction with the esterification of inorganic phosphate with adenylic acid, 
and that arsenate, by inhibiting the coupling of oxidation and esterification, 
enabk^d the former to go on at the same rate even in the absence of large amounts < 
of adenylic acid and inorganic phosphate. This assumption, besides explaining 
the observed activation by arsenate of the reaction triosephosphate + pyruvate 
(or acetaldehyde), would also show why hexosediphosphate breakdown itself 
can be influenced by arsenate in still another way. In normal glycolysis, where 
glycogen or glucose is the substrate, the adenylpyrophosphate formed during the 
dephosphorylation of phosphopyruvatc is immediately dephosphorylated by 
donating its phosphate to glycogen or glucose, quite apart from the action of 
the adenylpyrophosphatase which is considered to be much slower. The adenylic 
acid is thus continuously regenerated to dephosphorylate more and more 
phosphopyruvatc. When hexosediphosphate is the substrate it camiot however 
serve as phosphate acceptor for adenylpyrophosphate. The coupled esterification 
of adenylic acid during oxidation of triosephosphate goes on in both cases, but 
when arsenate is present the adenylic acid is not esterified and is free to dephos- 
phorylate phosphopyruvatc so that the breakdown of hexosediphosphate proceeds 
readily. In the case of glucose or glycogen this mechanism is of less importance. 

Shortly afterwards Pillai [1938] showed that phosphogly cerate could he 
rapidly dephosphorylateid in long-dialysed extracts of acetone muscle powder 
in the presence of arsenate? if catalytic amounts of adenylic acid, Mg and 
cozymase are present, a result somewhat different from that of Meyerhof at aL 
[1937, 1] who found that in their A and B protein enzyme systeun a trace of 
hexosediphosphate too was necessary. They also stated that if an excess of 
adenylpyrophosphate is added to the arsenate-activated system, the phospho- 
P3rruvate breaks down but not the adenylpyrophosphate. 

Since the arsenate activates not only the breakdown of hexosediphosphate 
as a whole but also all the known intermediate redactions individually, it seemed 
possible that the inhibition of the coupled esterification observed might be more 
apparent than real and that the action of the arsenate on this reaction should 
be investigated more fully. The muscle extracts used for the dt?phosphoryla- 
tion experiments with phosphoglycerate contained no adenylpyrophosphatase 
[Pillai, 1938j, and since, besides Mg and cozymase, adenylic acid was indis- 
pensable, it seemed, assuming as usual that the phosphopyruvatc was dephos- 
phorylated by transferring phosphate to adenylic acid, obvious to conclude that 
the ^enylpyrophosphate must constantly be breaking down and reforming in 
the presence of arsenate to enable this reaction to take place. The effect of the 
arsenate in inhibiting the coupling might therefore very well be due to the 
accelerated breakdown by some mechanism, other than adenylpyrophosphatase, 
of the adenylp 3 a*ophosphate that is formed. The (?xperiments described below 
show that in fact this is quite probable and that in the presence of arsenate the 
adenylpyrophosphate readily breaks down if a trace of phosphoglycerate, fluoride 
and cozymase are added. 

Exfbbimental 
Enzyme preparation 

An aqueous extract of a muscle powder prepared by precipitating fresh 
rabbit muscle extract with acetone was used [Needham & Pillai, 1937]. The 
extract was dialysed in cellophane tubes for 1-4 days according to the needs of the 
experiment. The enzyme solution does not contain any adenylpyrophosphatase. 
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Chemical preparations. Besides the preparations described by Filial [1938], 
83 nithetic phosphoj^ynivate was made by the method of Kiessling [1936]. 

Method of estimation. The usual methods adopted were the same as those 
given before [Pillai, 1938]. Adenylic acid and adenylpyrophosphate were 
determined when necessary by the deaminase method of Parnas & Liitwak-Mann 
[1935]. Details of the procedure will be found elsewhere [Needham & Pillai, 1937]. 

Experimental procedure. For most of the experiments 2 ml. enzyme solution 
were diluted to 4-6 ml. with the several additions of substrates, coenzymes, 
fluoride, arsenate etc. The amounts of these additions are given along with the 
cxj)erimental results. 0*3 ml. 6% NaHCOjj was used as buffer in most cases and 
the experiments were carried out in ordinary 25 ml. centrifuge tubes. Suitable 
controls were always done simultaneously. The time of exfieriment was 15-30 min. 
at 38*" or at room temp. (20^"). Trichloroacetic acid was used to precipitate the 
proteins and the P estimations were carried out after filtration through dry filter 
paper. In the creatinephosphate estimations centrifuging was found quicker 
and more satisfactory than filtration. 

Tht' results are expressed, unless otherwise stated, as mg. increase or decrease 
per 2 ml. extract. 

Details of experiments 


It has been suggested that arsenate increases the rate of oxidoreduction 
betwecui triosephosphato and pyruvate because this reaction goes on rapidly 
only when accompanied by simultaneous esterification of adenylic acid, and 
ars(*nate, by breaking this coupling, allows the reaction to proceed independently 
of the esterification | Meyerhof et al, 1937, 1 ; 1938, 1]. The following table shows 
the yields of lactic acid obtainiKl during the dismutation of triosephosphate 
+ pyruvate in the presence and absence of adenylic acid and inorganic P. The 
enzyme solution was an extract dialysed 73 hr. and containing practically no 
inorganic P. 

Exp, 1, All the tubes, including the control, received 2 ml. enzyme solution, 
0*6 ml. J1//6 Na hexo.sediphosphate, 0-8 ml. Jf/5 Na pjTuvate, 0*6 ml. 0‘15% 
cozymasc, (Mini. 2*5% MgClajfiHgO, 0*15 ml. 0-4 J/ NaF and 0*3 ml. 6% 

mg. lactic acid 

Control -f 2*2 

4 - phosphate ( 1 ml. 0*16 M) + 4*5 

4 - phosphate + adenylic acid ( 1 2 mg.) 4 ~ 6*6 


NaHCCL 


The adenylic acid was neutralized before addition and all tubes made up to 
6 ml. with water. Time of exp. 15 min. at 38”. 

Both inorganic P and adenylic acid give increased dismutation but even in 
their absence there is a fairly active reaction. The effect of adding P alone seemed 
peculiar, but the following exp. shows that oven in the absence of adenylic acid 
esterification is taking place, though of a different nature. 

Exp, II, All preliminary additions as in Exp. I, except that an extract 
dialysed only 25 hr. and therefore probably containing traces of adenylic acid 
was used. 30 min, at 38” C. ■ • n 

mg. inorganic P 

Control 4 - phosphate (1 ml. 0-16 M) - 1*01 

4 * phosphate 4 - arsenate (0*i5 ml. M/IO) 4 * 0-22 


There is a considerable disappearance of inorganic phosphate when it is 
present during dismutation even in the absence of adenylic acid ; this is inhibited 
by arsenate. The ester formed cannot be adenylpyrophosphate or cozjTOase- 
pyrophosphate as the amount of adenylic acid present in the 25 hr.-dialysed 
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extract must be very small, also only 0*15 mg. cozymase is added (0*5 ml. 0*15 % 
solution of 20% pure cozymase). The ester was not identified but it might be 
formed by esterification of some of the pyruvate, the resulting phosphopyruvate 
being dephosphorylated in the presence of arsenate and the traces of adenylic 
acid still present. In some later experiments where an extract dialysed for much 
longer was used the esterification was found to be less but still noticeable. 

The above experiment seems to show that the effect of the arsenate might 
be to increase the breakdown of any ester formed rather than to inhibit the 
esterification itself since it is known that arstmate activates the breakdown of 
phosphopyruvate. The next experiment shows that this is very probably the case 
for the oxidoreduction of triosepho8phate + pyruvate and the corresponding 
esterification of adenylic acid. 

Exp, III. Besides the preliminary additions given in Exp. I all tubes received 
12 mg. adenylic acid and 1 ml. 0*16 M phosphate. In no. 3 the arsenate was added 
at the beginning of the experiment, but in 4 only after 15 min. at 38“ when it was 


kept at 38“ 

for a further 15 min. 

nig. inorganic. P 

t ^ 

min. 
at 38"' 

1. 

Control 

-208 

216 

15 

2, 

Control 

— 

- 2*37 

W) 

3. 

+ arsenate (0*15 ml. if/lO) 

-0-07 

+ 013 

15 

4. 

+ arsenate 

-0-29 

-0*31 

1.5 + 15 


The effect of the arsenate added before or after estt*rifieation is th(‘ same. 
In no. 4 the esterification has taken place but arsenate added later breaks down al 1 
the adenylpyrophosphate formed so that thc^re is no difference between nos. 3 
and 4. Whether in the presence of arsenate the esterification takes placte at all is 
impossible of direct proof. 

In order to see how the activation of phosphate breakdown actually hapjxms 
it was necessary to exclude once for all the possibility of arsenate activation of 
hexoscdiphosphatase, to make sure that the extra inorganic P in the presence 
of arsenate did not come from this source. Exp. IV shows that in the presence 
of NaP only, the arsenate considerably inhibits the prodiK^tion of inorganic P 
from hexosediphosphate. This however is due to the fact that the arsenate 
greatly activates the dismutation of triosephosphatc' and thus redueva the 
effective concentration of hexosediphosphate itself. With both NaE and iodo- 
acetate the inhibition is very much less but still noticeable. 

Exp. IV. All tubes received 2 ml. extract, 0*6 ml. il//6 hexosediphosphate 
0*1 ml. 2*6% MgCl 2 , 0*1 ml. of 0*4 M NaF and 0*3 ml. 6% NaHCO,^. Made up 
to 4 ml. with additions. All 30 min. at 38“. 

mg. inorganic P 


Control 

0*91 



0-69 

+ arsenate (0*1 ml. J//10) 

0'37 


0*45 

+iodoacetate (0*1 ml. Jlf/10) 

— 

0-79 

0*72 

+ iodoacetato + arsenate 

— 

0-66 

0-63 


The next point was to test whether added adenylpyrophosphate would be 
broken down during the dismutation of hexosediphosphate + pyruvate in the 
presenceof arsenateand the following experiment shows that this is indeed the case. 
Exp. V. All preliminary additions as in Exp. I. 15 min. at 38°. 

• mg, inorganic P 


Control 

+ A.T.P. (0*8 mg. pyro-P) + 0 01 

+ arsenate +0*33 

+ arsenate +A.T.P. +M9 
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In the absence of arsenate the adenylpyrophosphate does not break 
down. 

It seemed therefore as if the oxidoreduction itself or one of the products 
formed could, in the presence of arsenate, cause adenylpyrophosphate to split 
off inorganic P. In accordance with this assumption the dismutation of two 
triosephosphate molecules alone without pyruvate could bring about decom- 
position of A.T.P., as is shown in the following experiment which was made with 
all additions as in Exp. V exc?<*pt for pyruvate which was omitted : 

mg. inorganic P 

Control arHcnate 0*28 

-f arsenate -f A.T. P. 0*72 


Since for the dephosphorylation of phosphopyruvate in muscle extract in the 
presencjc of arsenate and no adenylp>Tophosphatase a small amount of adenylic 
acid acts catal^iiically and is indispensable, there is an obvious possibility that 
adenylpyrophosphate is continually being broken down and reformed. One 
w'ould therefore expect that large amounts of adenylpyrophosphate should break 
down in extracts in which phosphopjrruvate is at the same time experiencing 
decomposition. Addition of considerable amounts of adenylpyrophosphate 
to muscle extracts in which phosphoglycerate was being dephosphorylated in 
the presence of arsenate, however, failed to produce appreciable extra dephos- 
phorylation. 

Ex]). VI, 0*5 ml. 0*1 M phosphoglyci'rate, 0*5 ml. 0*I5^'o coz^unase, 0*1 ml. 
MgOlg, 0-2 ml. A.T.P. (0-1 mg. pyro-P) and 0-25 37/50 arsenate were added to 
2 ml. muscle extract (dialysed 23 hr.) in the control and the other tubes. Made 
up to 5 ml. with 0*3 ml. NaHCOg, water and other additions if any. 


Control 

+ A.T.P. (0-6 mg. pyro-P) 


Inorganic P 

l*5i 

1*60 

108 


min. at 38" 

30 

60 

30 


The negative result in this case, however, might be due to the fact that we 
are here dealing wdth the same enzyme reaction in both cases (the dephos- 
phorylation of A.T.P. and phosphoglycerate requiring the same enzyme), or 
because at the moment when all phosphoglycc'rate has been dephosphorylated 
the A.T.P. has still remained intact. The former is unlikely because practically^ 
all the phosphoglycerate has broken down in 30 min. The latter would follow 
from the fact that so long as any phosphoglycerate (phosphopyruvate) is present 
the adenylic acid formed by breakdown of A.T.P. would be immediately rephos- 
phorylated. Addition of NaF would of course prevent the dephosphorylation of 
phosphoglycerate and the consequent regeneration of A.T.P. The following 
experiment in which this was done shows that under these conditions the adenyl- 
pyrophosphate is completely broken down [compare Meyerhof ei al, 1937, 1]. 

Exp, VII. All additions as in Exp. VI except that 0-5 ml. 0*4 M NaF was 
added (oono. of NaF 3f/28). , . „ 


Control 

4- A.T.P. (0*6 mg. pyro-P) 


0*30 

0-86 


That the adenylpyrophosphate has actually broken down and has not merely 
removed the inhibition of phosphoglycerate dephosphorylation by NaF [Rumi- 
strom & Hemberg, 1937] was shown by precipitating the residual adenylpyro- 
phosphate with Ba acetate and estimating NHg-N by the method of Pamas 
& Lutwak-Mann [1935]. There was no A.T.P. left. Further proof of this is given 
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below in experiments with only a trace of phosphoglyocrate, which could not 
provide more than a fraction of the inorganic P by its own decomposition. 

It seemed therefore that in the mere presence of phosphoglycerate and the 
complete oxidoroduction enzymes with arsenate adenylp3a*ophosphate could 
break down. Obviously this reaction is at the basis of the dephosphorylation 
of phosphoglycerate observed [Pillai, 1938] in the same system. There a small 
amount of adenylpyrophosphate is ablt‘ to act catal3dically, for iiqmediately on 
decomposition it is rephosphorylated by some of the phosphopyruvate and this 
would go on continuously till all the phosphoglycerate has been decomposed. 
In view of the fact that the mechanism of the coupled este^rification of adenylic 
acid 


triosephosphate 4* cozymase 4- adenylic acid 4- inorganic phosphate 

-►phosphoglycerate 4- reduced cozymase 4- A.T.P., . . .(A) 

has been shown to be reversible [Meyerhof et oL 1938, 2] 

A.T .P. 4“ phosphoglycerate + reduced cozymase 

triosephosphate + cf>zymase 4- adenylic acid 4- P, ... (B) 


it was natural to suppose that the dephosphorylation of phosphoglycerate in the 
presence of traces of cozymase and A.T.P. was related to reaction B. This 
reaction is stoichiometric, but in the presence of alcohol or lactic acid to reduce 
the cozymase as soon as it is formed a small amount of cozymase can act 
catalytically. Leaving aside for a moment the mechanism of cozymase function 
one would suppose that part of the phosphoglycerate would undergo conversion 
into triosephosphate during its dephosphorylation. No accumulation of triose- 
phosphatc can however be expected, since triosephosphate in the pn^.sence of 
traces of cozymase and of the pyruvate formed by the dephosphorylation of 
phosphopyruvate would be reoxidized completely to phosphoglycerate when 
arsenate is present in the system [Adler & GiintheT, 1938]. As a matter of fact 
neither triosephosphate nor lactic acid could be detected among the products 
formed. However, if conversion into triosephosphate is concerned at all in the 
reaction one should get an inhibition of the dephosphorylation of phosf)ho- 
glycerate if this change is prevented. By using synthetic phosphopjnruvate 
instead of phosphoglycerate and employing NaF to prevent any conversion 
of the former into phosphoglycerate and then into triosephosphate, the dephos- 
phorylation of phosphopyruvate should be considerably inhibited if the sup- 
position is true. The following experiment in which this was done shows that 
the dephosphorylation of phosphopyruvate in the presence of traces of adenylic 
acid and cozymase is inhibited by NaF only slightly, both in presence as well as 
absence of arsenate. 

Exp. VIII . 1-2 ml. Na phosphopyruvate containing 2-7 mg. phosphopyruvic 
P, 0-2 ml. A.T.P. containing 0-1 mg. pyro-P, 0-5 ml. 0*2% cozymase, 6-1 ml. 
2*5% MgCl2, 6H2O and 0*3 ml, 6% NaHC03 were added to all tubes together 
with 2 ml. extract dialysed 23 hr. Made up to 5 ml. with further additions 
or water. 


Control 

+ NaF (0-3 ml. 0-4 M) 

-f* arsenate (0*25 ml. if/SO) 
+ arsenate -f NaF 


Inorganic P 

0-39 30 min. at 38"* 


The slight inhibition observed may be due to injury to the enzymes by the 
lugh concentration of NaF (Jf/40), or because, since only a trace of phospho- 
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glycerate is required for the reaction and the NaF poisoning is not 100% 
eifectivo, especialJy witli large amounts of added phosphopynivate, a small but 
sufficient amount of phosphoglycerate has formed in a short time. The following 
experiment in which decreasing amounts of phosphoglycerate are added in the 
presence of NaF shows that even with a trace of phosphoglycerate (0-12 mg. P) 
the adenylpyrophosphate is completely dephosphorylated. 

Exp. IX. 0-5 ml. 0-2% cozymase, 0*1 ml. MgClg, 0-3 ml. Af/50 arsenate, 
0*6 ml. 0*4 M NaF and 0-3 ml. 6% NaHCOs were added to 2 ml. extract (dialysed 
23 hr.) in all tubes including controls. Made up to 6 ml. with water or further 
additions. In each case a control containing the same amount of phospho- 
glycerate and a trace of A.T.V. was run to compensate for any dephosphorylation 
of the phosphoglycerate itself. 30 min. at 38"". 

mg. inorganic P 


Control +0*5 ml. J//5 phosphoglycerate + A. T.P. mg. pyro-P) - ()-66 

■f 0-1 ml. „ + A.T.P. (0-7.'> mg. pyro-P) 0-60 

+ 0*5 ml. M/TiO „ -f A.T.P. (0*83 mg. p 3 rro-P) 0'87 

+ 0-2 ml. Jf/.IO „ +A.T.P. (0*83 mg. p 3 rro-P) 0*79 


Ih'actically all the p 3 n'opho 8 phatt^ is broken down under these conditions and 
t*ven at room temp, the reaction is quite rapid. 

Exp. X. All additions were the same as in previous experiment except that 
0*2 ml. Mj50 phosphoglycerate and A.T.P. (PI mg. pyro-P) were added to all 
tubes. Reaction at room tt^mp. (20^). 

Inorganic P 

1.5 min. 0*69 

30 „ 0-84 

60 „ 0-99 

It was observed that Mg is not necessary, but cozymase is indispensable and 
that iodoacetate completely inhibits the reaction. In the absence of NaF the 
dephosphorylation is very small, evidently owing to the disappearance of the 
phosphoglycerate by dephosphorylation after conversion into phosphopyruvate. 

Exp. XI. All tubes received 2 ml. extract dialysed 77 hr., 0*2 ml. J//50 
phosphoglycerate, 2 ml. A.T.P, containing 1-1 mg. pyro-P, 3 ml. M/50 arsenate 
and 0*3 ml. 6% NaHCOg. Made up to 6 ml. with further additions or water. 
0-5 ml. 0-2% cozymase, 0-1 ml. 2*5% MgClg, GHgO, 0-6 ml. 0-4 NaF and 
0*1 ml. ili/10 iodoacetate added as indicated. 15 min. at room tc^mp. 

Inorganic P 


Control + NaF + ]Mg + cozymase 0*69 

+ NaF + Mg only 0*46 

+ NaF + cozymase only 0*68 

+ cozymase + Mg (no NaF) 0-22 

+ cozymase -f Mg + NaF + iodoacetate 0*08 


The dephosphorylation is quite high without cozymase but this is due to the 
fact that the a<lenylp 3 a*ophosphate used contains small amounts of cozymase 
as impurity. With adenylpyrophosphate freed from cozymiase by leaving the 
solution overnight at pH 9-0, at which alkalinity the cozymase is inactivated, the 
indispensability of cozymase is quite clear. 15 min. at room temp. 

Inorganic P 

No oozymase 0*07 

•f cozymase 0*21 

That no impurity in the sodium phosphoglycerate itself is responsible for 
the activation of adenylpyrophosphate breakdown can be shown by adding a 
small amount of sjmthetio phosphopyruvate to the extract, allowing it to remain 
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a few min. so that some of it is converted into phosphogly cerate and then 
adding the NaF, arsenate, coenzymes and A.T.P. This works as satisfactorily 
as the phosphoglycerate itself. 

Sodium glycerate substituted for phosphoglycerate is completely inactive 
so that the possibility of decomposition of phosphoglycerate in such manner 
in the dephosphorylation system may l)t' set aside, a-glycerophosphate and 
pyruvate have little effect. Even glyceraldehyde an<l p\Tuvate together did not 
influence the dephosphorylation of A.T.P. to any considerable extent beyond 
that by pyruvate itself. 

Exp, XII, 2 ml. extract, 0*5 ml. cozymase, 0-1 ml. MgClg, 0*3 ml. J//50 
arsenate, 1*7 ml. A.T.P. containing 1 mg. pyro-P and 0*3 ml. NaHCOg were 
mixed and made up to 6 ml. with water or further additions as follows: 0*4 ml. 
Jf/5 Na glycerate, 0*5 ml. Jf/5*5 Na glycerophosphate, ()'5 ml. Af/5 pyruvate, 
0*5 3f/5 glyceraldehyde and 0*6 ml. 0*4 M NaF. Time 30 min. 


Inorganic 1* Tomp. 

Control + Na glycerate *f NaF 4 0*01 20® 

4 glycerophosphate 4 0*07 38® 

4 glycerophosphate 4 NaF 4 0-02 38^^ 

4 pyruvate 4 NaF 4 0-18 38® 

4 pyruvate 4 glyceraldehyde 40-31 38® 


The reaction would therefore seem to hv specific for phosplioglyceraU*. 

In the absence of arsenate, A.T.P. is not d(H*omposed in this enzyme system 
even in the presence of large amounts of phosphoglycerate and NaF, notwith- 
standing the fact that if no NaF is added phosphoglycerate itself will be 
dephosphorylated in such an extract with small amounts of A.T.P. added as 
coenzyme. 

It is of interest to see whether creatinephosphate will be decomposed under 
the same conditions as adenylpyrophosphate in this sysUmi. The following 
experiment shows that in the presence of fraces of phosphoglycerate and 
arsenate creatinephosphate will split off inorganic P even in the absence of 
adenylic acid. Mg is necessary for this, unlike the decom|)osition of A.T.P., and 
iodoacetatc inhibits the reaction. Cozymase is indispcmsable. 

Exp, XIII, 2 ml. extract dialysed 94 hr., 2 ml. creatinephosphate containing 
1*2 mg. P, 0*2 ml. J//50 phosphoglycerate, 0*6 ml. 0AM NaF, 0*3 ml. A//50 
arsenate, and 0*3 ml. 6% NaHCOg were mixed. Made up to about 6 ml. with 
further additions as indicated. 0*5 ml. 0*15% cozymaso, 0*2 ml. 4% adenylic 
acid and 0*1 ml. 2*5% MgClg , flHgO. 30 min. at 20®. 

Inorganic P 

Control 4 Mg 0*22 — — 

4 Mg 4 cozymaso 0*63 0-76 0*88 

4 Mg 4 cozymaso 4 adenylic acid 0*68 — — 

4 cozymaso — — 0*49 

4cozymas©4Mg4iodoacetate — — 0*10 

It is curious that adenylic acid is unnecessary for the dephosphorylation of 
creatinephosphate. That the creatinephosphate itself contains no trace of 
adenylic acid as impurity can be shown by estimating the adenylic acid by the 
deaminase method of Pamas and also indirectly. It is known that adenylic acid 
is obligatory for the dephosphorylation of phosphoglycerate in the presence of 
arsenate and of the complete oxidoreduction enz3rmes [Pillai, 1938]. Creatine- 
phosphate is also broken down in such an extract m the presence of phospho- 
glycerate. Even supposing that the mechanism of breakdown is the same in 
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both cases, if a small amount of creatinephosphate, which will be completely 
decomposed, is added to phosphoglycjerate in the same extract with all additions 
except adenylic acid, one would exj)ect some of the phosphoglycerate also to be 
dephosphorylated j)rovided that the creatinephosphate contains some adenylic 
acid as impurity, but not otherwise. The foUowing experiment shows that no 
extra phosphoglycerate is broken down if creatinephosphati^ alone is added, but 
the further addition of a trace of adenylic acid (0*1 mg.) immediately increases the 
production of inorganic P. 

Exj), XIV, To 2 ml. extract dialysed 94 hr., 0-5 ml. Mjb phosphoglycerate, 
0*5 ml. 0*15% cozymase, 0*1 ml. 2*5% MgClg, bHgO, 0-25 ml. Jf/50 arsenate and 
0-3 ml. 6% NafiC'Og were added and made up to 5 ml. with water or further 
additions as follows: creatinephosphatt' (containing 0-6 mg. P) and 0*1 mg. 
adenylic acid wlien indicated. 30 min. at room temp. 

Inorganic P 


Control 0-38 

+ NaF 017 

■\ NaF + creatinephosphate 0*77 

+ creatiiieph(»sphate 0*90 

+ creatinephosphate + adenylic acid (0*1 mg.) 1'37 


Further, adenylic acid does not activate the production of phosphate from 
creatinephosphate alone. 

Inorganic P 


Creatinephosphate only (1*2 mg. P) 
+ adenylic acid (0*8 mg.) 


0-63 

0-68 


Cnjatinephosphate therefore seems to be able to split oflf inorganic phosphate 
in the presence of arsenate without the agency of adenylic acid or at most in the 
pr(»sence of extremely minute amounts. 

It has already been mentioned that the mechanism of breakdown of A.T.P. 
in the presence of phosphoglycerate might possibly be related to the reaction 
phosphoglycerate + reduced cozymased- A.T.P. -> triosephosphate + oxidized co- 
zymase -f adenylic acid -fP which has been shown to occur in muscle extracts. 

This requires reduw'd cozymase to start the reaction and since neither 
reduced cozymase nor any reducing agent such as lactic acid or acetaldehyde 
was added, it was thought possible that some material present in the extract 
itself might bring about this reduction. 

Experiments in which considerable amounts of cozymase were added to the 
extract, either alone or in the presence of arsenate or with all further additions, 
failed to show the presence of any reduced cozymase when examined spectro- 
photometrically. Reduced coenzyme if present at all must be in very small 
amounts as the method detects amounts as low as 0-05 mg. reduced cozymasc 
[Warburg ei al, 1935]. 

Discussion 


The breakdown of adenylpyrophosphate by muscle extract containing no 
adenylpyrophosphatase, in the presence of arsenate, cozymase and small traces 
of phosphoglycerate (prevented from decomposition by NaF), has been demon- 
strated. This reaction is the basis of the dephosphorylation of phosphoglycerate 
in the presence of catalytic amounts of adenylic acid, observed under the same 
conditions in muscle extract [Pillai, 1938]. There the adenylic acid is esterified 
by phosphopyruvate and broken down continuously by the excess phospho- 
glycerate, and the reaction requires the presence of 1^, though adenylpyro- 
phosphate itself seems to break down in its absence. Since Mg is obligatory for 
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the transfer of phosphate from phosphopyruvate to adenylic acid, it is easy to 
see that the dephosphorylation of phosphopyruvate proceeds via adenylic acid. 

In the absence of arsenate, adenyJ pyrophosphate do(58 not decompose even 
in the presence of very large amounts of phosphoglycerate and NaF, though 
phosphoglycerate itself under these conditions undergoes considerable dephos- 
phorylation in the absence of NaF if a trace of adenylpyrophosphate is added. 
This shows that the mechanism of the reacjtion in which, in the absence of 
arsenate, phosphoglycerate is dephosphorylated in muscle extract containing no 
adenylpyrophosphatase and only traces of A.T.P. must bo something emtiroly 
different from the reaction in the presence of arsenatt^ as has been noticjed before 
[Pillai, 1938]. 

It is difficult to understand the medianism of the reaction by which adenyl- 
pyrophosphate is decomposed by muscle extract in the presence of traces ot 
phosphoglycerate, cozymase and arsenate. It has been shown that the reaction 

triosephosphate -h cozymase -f adenylic acid -f phosphate 

^ phosphoglycerate 4- reduced eozymase -f A.T.P. 

is reversible and can take place both in yeast and muscle extracts. The reaction 
is stoichiometric and the function of the A.T.P. in the reaction from right to 
left is to provide the energy by its breakdown to adenylic acid and inorganic 
phosphate for the conversion of phosphoglycerate into triosephosphate, an 
endothermic reaction. If lactic acid or alcohol is added to redu(5e the cozymase 
as soon as it is oxidized by the phosphoglycerate a small amount of cozymase 
can act catalyticaUy. A small amount of A.T.P. would also suffice if some 
phosphate donator like creatinephosphate wore added or the NaF omitted, so 
that some of the phosphopyruvate might itself rophosphorylate adenylic acid. 

In the presence of arsenate not only does a trace of cozymase suffice but even 
a small amount of phosphoglycerate can act catalyticaUy provided that NaF is 
added to prevent its decomposition to phosphate and pyruvic acid. It has been 
shown that the phosphoglycerate cannot act by directly splitting off phosphate 
since Na gly cerate is inactive; also the inactivation by iodoacetate shows that 
the reaction involves some kind of oxidoreduction. Arguing from analogy with 
phosphoglycerate, glycerophosphate should be capable of reducing cozymase and 
being oxidized to triosephosphate in the same enzyme system but it has very 
little action upon the dephosphorylation of A.T.P. Similarly pyruvate, as well 
as pyruvate -hglyoeraldehyde, which can form a powerful oxidoreduction system 
with the formation of lactic acid, has comparatively little action. This breakdown 
of A.T.P. in the presence of arsenate, like the coupled esterification of adenylic acid, 
therefore seems to be more or less specific to phosphoglycerate ^ triosephosphate. 

It will be observed that no reduced coenzyme could be found spectro- 
photometricaUy in the enzyme system producing dephosphorylation of A.T.P. 
even when large amounts of cozymase were added. The possibility of small 
amounts of reduced coz 3 ?mase which cannot be detected by the analytical 
method employed being present must however be borne in mind. 

That cozymase can act under certain circumstances as phosphate carrier 
must now be considered to have been proved beyond doubt [see Ohlmeyer & 
Ochoa, 1937] and it is likely that in all the reactions considered below a cozymase- 
pyrophosphate is an intermediate compound, both in esterification and in 
liberation of inorganic phosphate from A.T.P. or creatinephosphate. The 
function of the adenylic acid, arguing from analogy with creatine, would then be 
to act as an acceptor of phosphate from the cozymasepyrophosphate, and of 
the A.T.P., like creatinephosphate, to be a donator of phosphate to cozymase. 
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Suppose now that a small amount of reduced cozymase is initially present 
to start the reaction from right to left in the revcrsibki coupled reaction given 
above. It will be seen that very soon an equihbrium will be (istablished, when 
as much triosephosphate will be oxidized by the cozyrnase to phosphoglyceratt* 
as phosphoglycerate is being reduced by the reduced coenzyme. No adenyl- 
P3n:ophosphate will how(»ver disappear in thci sequel because an equivalent 
amount of inorganic phospliate will be esterifi(d during the triosephosphate 
oxidation to replace the A.T.P. being broken down in the reverse reaction. To 
explain the actual breakdown of A.T.P. observed in the presence of the arsenate 
one would therefore have to assume that arsenate prevents the esterification of 
inorganic phosphate accompanying the oxidation of triosephosphate, without 
affecting the reverse reaction in any way, so that the equilibrium will be upset 
and the A.T.P. continually decomposed but not reformed. A small amount of 
phosphoglycerate and cozymasci would then act catalytically, being alternately 
reduced and then oxidized. Of course the formation of an intermediate phos- 
phorylated cozymase both in esterification as well as in dephosphorylation would 
not affect the final balance of the reaction. 

However, this assumption of the inhibition by arsemate of the esterification 
of inorganic phosphate coupled with the oxidation of triosephosphate [Needham 
& Pillai, 1937 ; Meyerhof et at. 1938, 1] is difficult of expc^rimcntal proof because 
the product of the oxidation of triosephosphate'. itself (phosphoglycerate) would 
cause any adenylpyrophosphatc, even if it were formed, to break down im- 
mediately in the presence of the arsenate. No other similar reactions are known, 
so that this action of arsenate cannot be tested elsewhere. Arsenate as far as is 
known only slightly inhibits the* phosphatases and does not prevent the transfer 
of phosphate from phosphopyruvate to adenylic acid, but these art' rather 
different reactions, not comparable with esterification of inorganic phosphate. 
However, it seems unwarranted to assume in the absence of clear experimental 
evidence that arsenate inhibits the coupled esterification of inorganic phosphate, 
and the explanation of the bn^akdown of adenylpyrophosphatc in the pn^sence 
of arsenate has to await further knowledge. 

It is known that arsenate activates the reaction triosephosphate -f pyruvate 
(or acetaldehyde) -> phosphoglycerate + lactic acid (or alcohol) to the same rate 
in the absence of stoichiometric amounts of adenylic acid and inorganic pliosphate 
as when these are present in such amount. The supposition has been advanced 
that this is due to the fact that the reaction goes on rapidly only when accom- 
panied by esterification of inorganic phosphate, and that arsimate, by breaking 
the coupling in some manner, allows it to proceed as rapidly even without 
simultaneous esterification. Why the reaction should go on rapidly, in the 
absence of large amounts of adenylic acid or inorganic phosphate, merely 
because the esterification is prevented by arsenate is difficult to understand. 
Without any assumption of inhibition by arsenate this activation can be 
explained by the fact that any ester formed (A.T.P. or oozymasepyrophosphate) 
is decomposed rapidly in the presence of phosphoglycerate and arsenate. Since 
there are always traces of coenzymes as well as inorganic phosphate present, the 
function of the arsenate would be to regenerate the coenzyme and inorganic 
phosphate by rapid breakdown of the coenzymepyrophosphate formed during 
the oxidation of triosephosphate, so that continuous esterification may occur. 
The arsenate thus assures a constant supply of coenzyme and inorganic phosphate 
for esterification and the reaction can go on at the same rate as when large 
amounts of adenylic acid and phosphate are present. 

The behaviour of creatinephosphate is interesting. Since it can break down 

Bioohem. 1938 xxxn 126 
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in the absence of adenylic acid it is able to transfer phosphate directly to 
cozymase in the presence of arsenate, Mg and the complete oxidoreduction 
enzymes. Phosphopyruvate however is not dephosphorylated in the absence of 
adenylic acid, showing that it cannot transfer phosphate directly on to cozymase 
but only through adenylic acid, a result in keeping with other observed facts. 
Further, the necessity for the presence of Mg for the dephosphorylation of 
creatinephosphate but not for tliat of A.T.P. would indicate that the function 
of the Mg is to facilitate the transfer of phosphate between molecules of two 
dissimilar substances Uke creatinephosphate and Goz 3 miaBe and that its aid is 
not necessary for the exchange between two closely related compounds like 
adenylpyrophosphate and cozymase. 

Finally, it has been observed that arsenate instead of activating sometimes 
inhibits glycolysis [Meyerhof, 1927], and also that it inhibits esterification of 
glucose [see Schaffner & Krumey, 1936]. While with the higher concentrations 
of arsenate the inhibition might to some extent be due to injury to the enzymes, 
it seems likely that the arsenate, by accelerating the breakdown of cozymase- 
pyrophosphate and adenylpyrophosphate, may prevent under certain conditions 
the esterification of carbohydrate by these sources and thus retard glycolysis 
as a whole. 

Summary 

1. Adenylpyrophosphate breaks down rapidly into adenylic acid and in- 
organic P in the presence of arsenate in muscle extract containing no adenyl- 
pyrophosphatase if cozymase, a trace of phosphogly cerate and NaF (to prevent 
the decomposition of the phosphoglycerate) are added. 

2. This reaction is the basis of the activation of hexosediphosphate break- 
down by arsenate. The activation is prominent at two stages, (1) the oxido- 
reduction between triosephosphate and pyruvate (or acetaldehyde), and (2) the 
dephosphorylation of phosphoglycerate. The first reaction is considerably 
activated by the presence of stoichiometric amounts of adenylic acid and 
inorganic P which are esterified simultaneously, and since, in the presence of 
arsenate, the phosphoglycerate formed by oxidation of the triosephosphate 
causes a rapid breakdown of any A.T.P. formed, thus constantly n^generating 
adenylic acid and inorganic P for continuous esterification, the reaction goes 
on as quickly as before even when only traces of adenylic acid and inorganic P 
are available. The dephosphorylation of phosphoglycerate similarly proceeds as 
rapidly as when an equivalent amount of adenylic acid is present. 

3. The mechanism of the reaction is not known but it is possible that it 
involves reduction of the phosphoglycerate to triosephosphate and formation of 
a oozymasepyrophosphate as an intjermediate phosphorylated compound. 

4. Creatinephosphate can break down similarly in the presence of arsenate, 
cozymase, Mg and a trace of phosphoglycerate and NaF, apparently without 
adenylic acid as intermediary phosphate transporter. 

5. This activated breakdown in the presence of arsenate of adenylpyro- 
phosphate, which is the most important phosphorylating intermediary, might 
by preventing esterification of carbohydrate account for the inhibition of 
glycolysis by arsenate sometimes observed. 

I wish to express my thanks to Dr D. M. Needham for much help and advice. 
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CCLVI. THE OXIDATION PRODUCTS OF THE 
UNSATURATED ACIDS OF LINSEED OIL 

By LESLIE CHARLES ALFRED NUNN and IDA SMEDLEY-MACLEAN 
Biochemical Department, Lister Institute 

{Received SO September 1938) 

Green & Hilditch [1935] investigated the effects of various oxidizing agents 
on the unsaturated acids of linseed oil and found that the best yields of hydroxy- 
acids were obtained by the action of alkahne permanganate, though even with 
this the yields were low; from linoleic acid, 40% tetrahydroxystearic acid was 
obtained whilst the yield of hexahydroxy-acids from linolenic acid was only 15 
to 18 % of that theoretically possible. These authors also investigatc^d the oxida- 
tion of pure a-Hnoleic acid and isolated from it 65 % of the theoretical yield of 
tetrahydroxy-acid when they worked under the conditions described by Hazura 
[1888] and 38% when the conditions given by Lapworth & Mottram [1925] 
were used. jS-Linoleic acid oxidized under Hazura’s conditions furnished only 
5 % of the tetrahydroxy-compound. They concluded that the a-form of linoleic 
acid is the one normally present in natural oils and that the j8-compound is a 
complex mixture of transposition products, more readily degraded by oxidation 
than is the original a-acid. 

In 1935 we published a preliminary communication on the oxidation of the 
acids of linseed oil by means of alkaline permanganate : the proportions of the 
various hydroxy-acids formed were determined and the presence of lactonic 
acids established amongst the degradation products. 

The methods available for the analysis of linseed oil or of any oil containing 
more than two imsaturated acids are stiU far from satisfactory. The solid bromina- 
tion products obtained on bromination of linoleic and linolenic acids represent 
only a small proportion of the total bromides, and bromine determinations have 
therefore to be carried out on the various fractions of the liquid bromides. Only 
if the amount of one of the three unsaturated acids present is known can the 
proportions of the other two be calculated from the i.v. Kaufmann's “thio- 
cyanogen number*’ [Kaufmann & Keller, 1929], which has been used to deter- 
mine the amounts of linoleic and linolenic acids, depends on arbitrary assumptions 
and in the hands of diflFerent observers gives very variable results ^ [cf. Gay, 1932]. 
The conversion of pure oleic acid into dihydroxystearic acid is, however, almost 
theoretical. Lapworth & Mottram [1925] found that, working with 1 % KMn 04 
in very dilute solutions, a 96 % yield of the dihydroxy-acid was obtained. They 
found, however, that when as much as 12 to 13 % linoleic acid was present with 
the oleic acid, the total precipitate containing both the di- and tetra-hydroxy- 
acids corresponded only with 96 % of the amount of hydroxy-acid theoretically 
obtainable. They add: “Judging from the results of experiments which the 
authors have made on the production of hydroxyketostearic acid, the yield of 
dihydroxystearic acid may fall off .very rapidly if the proportion of acids more 
highly imsaturated than oleic acid exceeds a certain maximum.” It is not, 
however, stated what conditions were used in these experiments on the forma- 

^ GrifiithB & Hilditch [1934] found the method quite satisfactory if sufficient care were 
taken to exclude all traces of moisture. 
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tion of the hydroxyketo-acid, but they almost certainly must have differed 
from those in which only the hydroxy-acids were produced. 

In our experience using Kollctt’s [1909] conditions of oxidation, the conversion 
of oleic acid into dihydroxystearic acid is remarkably constant even in the 
presence of considerable quantities of the higher unsaturated acids. 

15 g. acids obtained by the saponification of linseed oil W(Te dissolved in 
18 ml. 33 % KOH solution and 3 1. water added. The solution was cooled to O"' 
and 2 1. 1 % KMn04 solution previously cooled to ()"' added during a period of 
30 min., the mixture being constantly stirred and cooled with ice so that the 
temperature never rose above 5° ; SO2 was then immediately passed in until the 
MnOg was dissolved, and the solution acidified with dilute H2SO4. The precipi- 
tate, which at once separated, was filtered off, dried and extracted for 24 hr. 
with boiling light petroleum (b.p. 60-80°). The residue was then thoroughly 
extracted with boiling water to remove tetra- and hcxa-hydroxystearic acids, 
dried and weighed. In three similar experiments it corresponded to 96% of the 
dUiydroxy-acid theoretically obtainable from the oleic acid present. 

Two examples of crude oleic acid analysed in this way gave the following 
results. 

(a) A commcircial specimen, purified once by the Pb salt-alcohol method, 
i.v. 87*8. Two determinations were made, 5 g. acid being used for each. After 
allowing for tin? 0-95 g, saturatc'd acid, the i.v. corresponded to 65% oleic and 
lf)*l % linoleic acid. The jx^reentage of oleic acid calculated from a 96 % yield of 
the dihydroxy-compound was 64*5. 


Weight in g. of 

(a) 

(6) 

Mean 

ClJnide hydroxy-adcl ppt. 

5-14 

524 

5-19 

I*etrol -sol able saturated acids 

0-88 

1-01 

0-95 

Dihydroxy-aoid 

3*46 

3-48 

3-47 

T€‘trahydroxy-acid 

0-34 

0-32 

0-33 

Water-soluble residue 

0-51 

0-49 

0-50 


(6) A fraction of the unsaturated acids from butter which had been separated 
by distillation of the methyl esters and the unsaturated acids purified by the 
Pb salt-alcohol and Li salt-acetone processes gave 75*6 % oleic acid calculated 
from the i.v. and 754% calculated from the dihydroxy-acid. Calculated from 
the I.v. 9-0 % linoleic acid was present. 

The composition of the Calcutta linseed oil, i.v. 180, used for the oxidation 
experiments was investigated hy the above method. After determining the 
proportions of saturated and oleic acids present, the amounts of linoleic and 
linolenic acids were calculated from the i.v. of the original mixture of acids. 



% 

Saturated acids 

10-90 

Oleic acid 

12-90 

Linoleic acid 

26-00 

Linolenic acid 

43-60 

Unsaponifiable matter 

1-20 


Two determinations of the saturated acids, using the Pb salt-alcohol method of 
separation, were also made and gave 9-2 and 8-9 % saturated acids. When oxi- 
dizing larger quantities of material the best results were obtained if a preliminary 
separation of part of the saturated acid was first effected by applying the Pb 
salt-alcohol process. The unsaturated fraction was then worked up. Oxidation of 
225 g. of unsaturated acids in 30 g. portions yielded hexahydroxy -acids corre- 
sponding to 39*9-51*6 % of the linolenic acid originally present and tetrahydroxy- 
acids corresponding to 27*6-32*3% of the linoleic acid. 
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Table I. Showing yidde of omdation products (Stained from the 
oxidation of 225 g. linseed oil unsaturated acid fraction 



(1) 

g* 

(2) 

g- 

M.P. 

(1) Saturated acids 

12-5 

9-5 

— 

(2) Dihydroxystearic acid 

36*0 

38-2 

132’’ 

(3) Tetrahydroxystearic acid, soluble in boiling, insoluble 

190 

22*2 

156-166' 

in cold water 

(4) Hexahydroxystearic acids: 

(1) Linusic acid (obtained from aqueous extract 

360 

490 

180-195' 

after separation of the tetrahydroxy-acid) 

(2) tsoLinusic acid (obtained as oily ppt. on further 

18*8 

20-8 

173-176' 

concentrating aqueous filtrate from ppt. of hydroxy- 
acids. Purified by ether extraction) 

(5) Lactonic acid. CjjHigOg. Dark oil extracted by ether 


16*7 

Oil 

from isolinusic fraction 

(6) Viscid yellow oil obtained by further concentrating 
aqueous filtrate. Contains lactonic acid CigHggOg, 
small quantities of azelaic acid and other acids 

(7) Soluble substances readily reducing KMnOg. remain- 
ing in aqueous filtrate 


75-2 

Oil 




(8) Volatile acids. Formicand n-hexoic present and prob- 
ably propionic 



— 

— 


It was estimated that fractions (1) to (6) contained approximately 80% of the carbon of the 
acids oxidized. 


The nature of the oil extracted by ether from the i&oUnusic acid fraction 


This oil was not examined in onr preliminary investigation. 

After removal of the ether, a yeUow limpid oil remained which gradually 
changed on standing in the desiccator to a dark brown viscous substance, 
sparingly soluble in ether, some form of polymerization possibly taking place. 
The oil was extracted with benzene and the portion soluble both in ether and in 
benzene examined. 


(1) Benzene- and ether-insoluble 

(2) Benzene-insoluble, ether-soluble 

(3) Benzene- and ether-soluble 
Theory for Ci,Hig 04 


Equivalent 

Analysis of fractions * ^ 

A ^ Neutrali- Saponifica- 

n o/ T3 - a; x: 


%c 

%H 

I.v. 

zatinn 

tion 

65-60 

8-60 

18-8 



176-9 

62-20 

7-59 

19-6 

262-0 

168-9 

63-47 

7-92 

27-6 

236-6 

159-4 

63-70 

8-10 

112-0 

2260 

122-0 


The clear yellow solution on standing deposited a brown viscous oil insoluble 
in benzene, so that polymerization possibly again took place in the benzene 
solution. 

The difference between the equivalents obtained by direct titration and by 
saponification suggested the presence of a large proportion of lactonic acids. 
The analysis of the benzene-soluble oil agreed with the formula Ci 2 Hig 04 ; the 
difference between the neutralization and saponification values indicate the 
presence of the lactone of a hydroxy-dibasic acid. The actual determination of 
the end-point of the saponification value was difficult owing to the dark brown 
colour of the solution after boiling' with alcoholic KOH. The discrepancy was, 
however, too big to be entirely explained in this way, and either the lactone ring 
was incompletely opened after 1 hr. boiling with alcoholic KOH or else some 
monobasic acid was present as impurity. The low i.v. obtained is typical of the 
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behaviour of the ajS-unsaturated acids. These data indicate that the constitution 
of the ether- and benzene-soluble oil is as follows : 


OC . HC : CH . CH . (CM,), . COOH . 


This would be derived from tetrabydroxystearic acid by the following reactions: 

CHj . (CH2)4 , CHOH . CHOH . CH, . CHOH . CHOH . (CH,), . COOH, 

CH, . (CH,), . COOH + COOH . CH, . CHOH . CHOH . (CH,)- . COOH, 
CH,.(CH,)4.C00H + OC.CH :CH.CH.(CH,),.C00H + H,0. 

1 o 1 


Evidence was subsequently obtained that the same lactonic acid was produced 
when pure linolcic acid was similarly oxidized. Th(* very small proportion of 
azelaic acid isolated from these oxidation products st^ems to be explained by the 
tendency of the oxidized molecules to split between the 12th and 13th rather 
than between the 9th and 10th carbon atoms, leaving the comparatively stable 
lactonic acids. 


Fraction obtained by further concentration of the, aqueous solution 
after separation of the imlinusic. fraction 

After sejiarating the isolinusic fraction, the solution was concentrated to a 
small bulk and cooled; a yellow viscid oil separated, from which, by extraction 
with limited quantities of hot water, 5 g. azelaic acid crystals were isolated. 

Benzene-soluble fractions of the residual brown oil were analysed: C, 58*1, 
58-8 % ; H, 8-07, 8-18 %. The lactonic acid CigHgoOg requires C, 59-01 ; H, 8-19 %. 
The percentage of carbon was considerably lower than that in the unsaturated 
Cj 2 lactonic acid accompanying the t^olinusie acid. Lactonic acids were, how- 
ever, present in the oil since the equivalents detc?rmined by direct titration and 
by saponification were respectively 184-8-200-7 and 119-127. No more solid 
azelaic acid separated. 

A further purification was effected by fractionation of the Na salts from solu- 
tion in absolute alcohol. The dry salts obtained by neutralization with N/2 NaOH 
in the cold were extracted with absolute alcohol in which more than 50 % of the 
whole amount dissolved. 

The alcohol-soluble Na salt contained C, 53-20; H, 7-26 ; Na 7*99 %. C 12 HJ 9 O 5 
Na requires C, 52-16; H, 6-89; Na 8-33 ®/o. This fraction appe^ared, therefore, to 
consist mainly of the Na salt of the y-lactone of the 3 :4-dihydroxydecane- 
dicarboxylic ( 1 : 10 ) acid C| 2 H 2 oO|i represented above as an intermediate stage 
in the formation of the unsaturated y-lactonie acid C 12 H 18 O 4 . The existence 
of this lactonic acid suggested in our preliminary pajK-r [1935] is therefore 
confirmed. 

The alcohol-insoluble Na salt was recrystaUized from dilute alcohol, the 
presence of a trace of water very greatly increasing its solubility. The percentage 
of Na varied from 10-1 to 15-83 in diffWent fractions. 

Originally we endeavoured to separate the constituents of this oily fraction 
by fractionation of the Zn salts. A small proportion of a Zn salt was obtained, 
the analysis and the equivalent of which agreed closely with those required by 
the formula Ci 2 H 220 eZn [1935]. In repeating this work, we again obtained a Zn 
salt which was, as before, less soluble in hot water than in cold and which, 
therefore, separated on warming its solution. We found, however, that on re- 
dissolving the salt in cold water and warming the solution, only a slight amount 
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was precipitated and it did not behave as a homogeneous substance. On acidi- 
fying the solution, an oily acid separated which gradually deposited a small 
amount of crystals of azelaic acid. Possibly an unstable double salt of Zn 
azelaate with the Zn salt of a higher acid is formed. Prom the evidence now 
available it seems probable that this fraction contained the lactonic acid of the 
j 8 -hydroxy-acid corresponding with the unsaturated lactonic acid described 
above. We cannot confirm the isolation of the Zn salt of the dihydroxydibasic 
acid: in the light of further experience, it seems probable that the free j 8 y- 
dihydroxydibasic acid would be at once^ converted into tlu^ corresponding lactonic 
acid* 

The oxidation of liywlcic acid 

In the first experiment, 90 g. linoleic acid were obtained from the solid tetra- 
bromide isolated from the bromination of the unsaturated acids of maize oil 
[Nicolet & Cox, 1922], The i.v. was 150 and it contained about 9% saturatt^d 
acids. The procedure already described for the oxidation of the linseed oil acids 
was followed for the oxidation of the linoleic acid. After the precipitate contain- 
ing the tetrahydroxystearic acid and the saturated acids had been separated, the 
solution was further concentrated until the approximate concentration at which 
the wolinusic fraction separated from the oxidation product of the linseed oil 
acids had been reached. An oil then separated, completely soluble in ether and 
amounting to 11-4 % of the original weight of linoleic acid taken. Further con- 
centration resulted in the precipitation of 12*2 g. of an oil from which a small 
quantity of azolaic acid ( 1*2 %) was crystallized. 

90% of the oil corresponding in its water-solubility with the “t^olinusic 
fraction” was extracted with benzene and possessed the following projperties: 


Equivalents 



%c 

%H 

I.v. 

^ , 

Neutral- Saponifica- 
ization tion 

Benzene-soluble oil 

65-88 

9-r>:j 

2-05 

272 

184 

Corresponding fraction from linseed 
oil acids 

63-47 

7-92 

27-6 

236-6 

159-4 


The benzene-soluble oil contained, therefore, some compound with a higher 
percentage of carbon than that of the C 12 lactonic acid. 


Determination of hydroxyl group 

The lactone was esterified and the hydroxyl value of the ethyl ester estimated 
by the ZerewitinofiF method. 0*2841 g. ethyl ester gave 12*28 ml. CH 4 at N.T.r. 
This would correspond with the presence in the oil of 55 % of the dibasic acid 
C 12 H 20 O 6 formed by opening the lactone ring. 

/ 

Reduction 

(а) By sodium amalgam. After treating with sodium amalgam in faintly acid 
solution for 12 hr., micro-determinations of the C and H contents of the oil 
showed that the substance was unaltered. No readily reducible ethylene linkage 
was present in the molecule. 

(б) By platinum oxide and hydrogen. 0*45 g. absorbed 25 ml. hydrogen (n.t.f.). 
The equiv. wt. of the lactonic acid is '226 and 226 g. oil had absorbed 12*55 1., i.e. 
0*56 mol. hydrogen. This determination together with the low i.v. (2*03) sug- 
gested the presence of 55 % of a substance containing an aj3-ethylene linkage ; the 
dose agreement of this figure with that obtained in the determination of the 
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hydroxyl group suggested that 55% of the ajS-unsaturated lactonic acid was 
present together with 45% of some saturated non-hydroxylated substance 
containing a higher percentage of carbon. The product gave no precipitate with 
dinitrophenylhydrazine so that the presencf* of a koto-group could be excluded. 
Since our starting material was linolcic acid and the product was saturated, 
dioxidostearic acid pn'siiiitefl itself as a possible constituent, as it is saturated 
and contains no hydroxyl group. 

The carbon and hydrogen percentages and the neutralization and saponifica- 
tion equivalents of a mixture of 45% dioxidostearic acid with 55% of the 
lactone of hydroxy(3)-d<‘cenic-(l :2)-dicarboxylic acid (1 : 10) would be: 


Tlioory 

Benzene-soluble oil 


Equivalent 


%C 

o/ H 

liy neutral- 
ization 

By saporiiti ca- 
tion 

iSirOl 

9*04 

264*7 

202-5 

65*88 

9*53 

— 


65*55 

9*57 

272 

184 


These results aj)j)eared sufficiently near to justify the conclusion that th(i 
oil consisted of a mixture of these two substances. We endeavoured to confirm 
this by reducing the mixture with HI and isolating the completely reduced 
acids. 

Reduction with HI in boiling acetic anhydride [Crowder & Anderson, 1932]. 
0-7 g. oil was boiled for 3 hr. with HI (sp. gr. 1-7) and red phosphorus in acetic 
anhydrifle solution. From the reaction product treated according to the directions 
given, stearic acid, m.p, (W, was isolated by extraction with light petroleum and 
its identity confirmed by mixed M.p. From the petroleum-insoluble fraction a very 
small quantity of glistening white crystals soluble in hot water was obtained : these 
melted at 122-124 , w-l)ecanedicarboxylic acid was 8\mthesized from cu-bromo- 
und(^canic acid, for a sjiecimen of which W(' are indebted to Dr J. C. Smith; the 
dicar boxylic acid meltc'd at 125-126°, and admixture with the specimen obtained 
by reduction of thc^ lactonic acid gave no depression. The crystals gave no 
evidence of lactonic prof^ertios. The presence of a Cjg compound and of a de- 
rivativ<5 of tht‘ dicarboxylic acid was thus confirmed. 0*7 g. dioxidostearic 
acid similarly ri'duced yielded 0*22 g. sUiaric acid. 

The lactonic acid ('i2Hi804 obtained as an oxidation product of the mixed 
linseed oil acids has, therefore, been identified amongst the oxidation products of 
pure linoleic acid. The })resence of dioxidostearic acid appears not to have been 
previously noticed among the products of oxidation of linoleic acid by alkaline 
permanganate, although it is formed when oxidation is carried out by per benzoic 
acid [Green & Hilditcli, 1935]. 

Proportion of linohic acid recovered as tetrahydroxy-acid 
under RolleWs conditio7is of oxidation 

In the first experiment carried out 90 g. linoleic acid (i.v. 150) (from which 
the saturated acid had not been completely removed) were oxidized. From the 
I.v. the proportion of pure linoleic acid was 83*1%; the weight of pure acid 
oxidized was therefore 74*8 g. ; 50 g. tetrahydroxy-acid were isolated — yield of 
53*8 %. In a second experiment, 30 g. linoleic acid, i.v. 166*7, were oxidized and 
18-1 g. tetrahydroxy-acid recovered, a yield of 52*8%. The percentages of lino- 
leic acid degraded were therefore 46*2 and 47*2. Green & Hil^tch [1935] found a 
% yield of the tetrahydroxy-acid using Hazura’s [1888] conditions, and 38 % 
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furhen the conditions described by Lapworth & Mottram [1926j were employed. 
As we only isolated 27*6~32*3% tctrahydroxy-acid from the linseed oil mixed 
acids, we confirm Green and Hilditch’s results that when the mixed unsaturated 
acids are oxidized, a far larger proportion of the tetrahydroxy-acid is 
broken down than when pure linoleic acid is oxidized. In view of the finding of 
these authors, that the oxidation products of j3-linoleic acid are almost com- 
pletely degraded to lower carbon compounds, possibly the effect of the presence 
of linolenic acid is to increase the isomerization of linoleic acid from the a- to 
the j8-form. 

Oxidation of linolenic acid 

Two experiments were carried out using linolenic acid prepared from the 
solid hexabromide obtained in the bromination of the linseed oil acids. The i.v. 
was 258 corresponding to 94*1 % of pure linolenic acid. 15 g. quantities were 
used for the oxidations: the yields of linusic acids were respectively 10-7 and 
8*3 % and of tsolinusic 14*7 and 14*0, making a total percentage yield of hexa- 
hydroxy-acids of 25*4 and 22*3 %. Green and Hilditch give 18 % as their yield. 
When the pure linolenic acid was oxidized about 75% was degraded to compounds 
containing smaller numbers of carbon atoms, but when the mixed linseed oils 
were oxidized the proportion of linolenic acid broken down to lower carbon 
compounds was only 55-64 %. The linoleic acid in the mixture aj^pears, therefore , 
to exercise a protective action on the linolenic acid. 


Conclusions 

1 . The products of oxidation of the mixed acids of linseed oil by means of 
alkaline permanganate under RoUett’s conditions have been investigated. 

2. The proportion of the various oxidation products has been determined. 

3. The 96% yield of dihydroxy-acid obtained from oleic acid under these 
conditions was very little affected by the proportions of linoleic and linolenic 
acid present. 

4. The estimation of oleic acid in a mixture of unsaturated acids is most 
conveniently made as dihydroxystearic acid. 

5. The yields of tetr^ydroxy-acids from the linoleic acid present in the 
mixed linseed oil acids were only 28-32 % : yields of 52-54 % were obtained when 
pure linoleic acid was similarly oxidized. 

6. The yields of hexahydroxy-acids calculated on the linolenic acid present 
in the mix^ acids were 40-52%. When pure linolenic acid was similarly oxi- 
dized, only 22-25 % hexahydroxy-acid was separated. Linoleic acid is therefore 
more readily degraded in the presence of linolonic acid and exercises a protective 
action on the oxidation of the linolenic acid. 

7. The greater part of the degradation products consists of y-lactonic acids 
containing 12 carbon atoms. The presence of the acid Cx 2 Hig 04 has been estab- 
lished and its constitution determined as the y-lactone of hydroxy-(3)-decenio 
(1 : 2)-dicarboxylic acid (1 : 10). The same acid has been shown to occur amongst 
the degradation products of pure linoleic add. 

8. Evidence of the existence of the y-lactone of dihydroxy-(3:4)-decane- 
dicarboxylic acid has been obtained. 

9. The amount of azelaic acid formed on oxidation under the given conditions 
is very small (1-2%). 

10. Fission takes place more readily between the 12: 13 carbon atoms carry- 
ing the hydroxyl groups than between those in the 9: 10 positions. 
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The micro-determinations were carried out for us in Dr Weiler’s laboratory. 
One of us (L. C. A. N.) desires to acknowledge his gratitude to the Department of 
Scientific and Industrial Research for a grant enabling him to carry out this 
work. 
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11. THE EFFECT OF ALDEHYDES AND GLUCOSIDES 
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In a series of recent papers Strong [1932; 1934; 1935; 1936, 1, 2] recorded that 
the feeding of natural oil of gaultheria inhibited the growth of spontaneous 
tumours in mice. Synthetic methyl salicylate had no such effect. Strong 
[1938, 1] showed that the effective substance was in the low- boiling fraction of 
the oil, and later that it was probably heptaldehyde [Strong, 1938, 2]. For this 
reason a number of aldehydes and ketones have been tested for their inhibitory 
action on the growth of grafted tumours in mice. The more promising compounds, 
citral and phloroglucinol aldehyde, have been tested on spontaneous tumours 
in mice. 

The ease with which glucose penetratt^s into tumour cells made it appear 
possible that glucosides might be preferentially absorbed by tumour tissue and 
for this reason some available glucosides have been administered to mice with 
grafted tumours. None of them appeared to be effective in inhibiting growth 
and they were not tested on mice with spontaneous tumours. 

Experiments with the Crocker Sarcoma 180 

Substances were tested on groups of 5 mice with Crocker Sarcoma 180 as 
previously described [Boyland, 1938] ; all compounds were given by oral injection 
5 or 6 times weekly. The dosing was commenced immediately after grafting of 
the tumours, which were grafted into pure strain mice of either the Strong A or 
Little Dilute Brown (dba) strains. The tumours were measured thrice weekly and 
their growth compared with that of control tumours, which were growing in the 
same strain of mice grafted at the same time from the same tumour. Figs. 1, 4 
and 7 show typical growth curves for the Crocker Sarcoma 180 in Strong A, 
Dilute Brown, and in stock mice. In stock mice the rate of growth in different 
mice is so variable that it is almost impossible to show the effect of inhibitory 
substances unless large numbers of mice are used. It is for this reason that mice 
from pure lines have been used for all the experiments witli grafted tumours 
which are described in this paper. The compounds tested were administered in 
doses which would not injure the mice. The positive effects appeared to be of 
two kinds indicated in Table I. 

Retardation in the rate of growth of the tumour as compared with that of 
the controls is indicated by R, 

Increase in the length of life of the animals without effect on the rate of 
growth is indicated by L, 

When no indication is made in the table the tumours in the treated animals 
were not significantly different from the tumours in control mice. 

( 1982 ) 
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Tabic I. The effect of orally administered substances on the 
Crocked Sarcoma ISO in Dilute Brown or Strong A mice. 

— retanJatJon of tumour growth. L— increase in length of life. 


Thise administered 

Substance daily mg. Effect 


Aiiisaldehyde 

5 

— 

o-Ohlorobenzaldehyde 

5 

— 

m-Chlort) bonzaldehy de 

r> 

— 

p-Chloro beuzaldehy de 

.5 

— 

Cinnamic aldehyde 

5 

— 

Citral 

10 


3:4- 1 Hmethoxy benzaldohyde 

5 

R 

7 >-Diin(*thylaminobenzaldehyde 

5 

— 

3:4-l)icthoxybenzalrlehyde 

r> 

— 

GentiHi(‘ aldehyde 

4 

— 

Heptaldehyde 

.*> 


9f 

50 

— 

0 - Hydroxy benzaldehyde (salicylaldehyde) 

4 

— 

m- Hydroxy benzaldehyde 

4 

— 

Hydroxy benzaldehyde 

4 

— 

2-IJydroxy-(jder/-butyllx‘nzaldehyde 

5 

— 

o-Methoxybenzaldehyde 

5 

L 

2-N aphthol-l-aldehyde 

10 

— 

O'N itro.:Miy droxy benzaldehyde 

5 

— 

(ictaldehyde 

5 

— 

Phlorf»glueiiialdehydo 

5 

H 

Resorealdehydo 

4 


3:4;r>.Trimet hoxy benzaldehyde 

5 

— 

N'aleraldehytlc 

10 

-- 

Oils: 

Oil of Wintergreen (from Betula leuta) 

10 

— 

Cnule oil of Betula 

20 

— 

Kefinod oil of Betula 

20 


Betulol 

20 

- 

Glueosides : 

Aesculin 

10 

— 

Amygdalin 

10 

— 

Arbutin 

20 

L 

Helicin 

10 

— 

fSalicin 

10 

L 

Ketones : 

Acetophenone 

10 

— 

Dimedoiie 

5 

— 

Methylheptanone 

10 

R 

Methylheptenone 

10 

— 


Retardation of growth was obtained with citral, phloroglucinaldehyde and 
3:4-dimethoxyb€mzaldehyde. The effect with ]diloroglucinaldehyde is siiown by 
comparison of Figs. 1 and 3. Fig. 2 shows the growth of grafted tumours in mice 
treated with heptaldehyde. Other experiments with hcptaldehyde also showed 
no inhibition of the gro^h of grafted tumours. The results with phloroglucinalde* 
hyde and citral wore of sufficient promise to make it seem worth wlule to test 
related compounds. 

The prolongation of life observed in mice treated with o-methoxybenzalde- 
hyde and salicin is illustrated in Figs. 5 and 6 as compared with the controls in 
Fig. 4. The effect may be due to antiseptic action of these compounds reducing 
the toxic effects of any contamination which may be present in the grafted 
tumour. 




Days after grafting Days after grafting Days after grafting 
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Experiments with spontaneous mamrmry tumours 

Some experiments were carried out on spontane^ous mouse tumours under 
the same conditions as previously described [Boyland, 1938]. Unless otherwise 
stated the dose was that given in Table I. Mg. 8 shows the experiment with 
heptaldehyde. In the case of one mouse (497) treatment caused partial retro- 
gression and in mice 504 and 518 retardation of growtli. Methyl heptanone and 
methyl heptenone were each tried on one tumour (Fig. 9), and the latter produced 
a temporary retrogression when first administered. Valeraldehyde (Fig. 9) caused 
inhibition of tumour growth but the mouse did not survive the treatment very 
long. 

Experiments with citral and phloroglucinaldehydc^ which were the two most 
effective aldehydes tested with the Crocker Sarcoma, are shown in Figs. 10 
and 11. Citral produced partial retrogression in two mice and inhibition of 
growth of the other two tumours used. Phloroglucinaldehyde inhibited one of 
the two tumours on which it was tried. 

An experiment was carried out to determine the effect of heptaldehyde on 
growth in body wt. of normal young mice. The groups of 4 mice each of the 
average wt., 11*3 and 13-5 g. respectively, were weighed daily. In one group 
each mouse was given 50 mg. heptaldehyde daily while the other group was left 
as controls. At the end of 20 days the average wt. of the first group was 
19-5 g., while that of the second group was 20*5 g. The heptaldehyde did not 
affect body growth. 

Discussion 

Of the series of aldehydes and ketones which have been tested, citral caused 
some inhibition of growth of both grafted and spontaneous tumours. Strong 
(personal communication) found that citral had some inhibitory action on 
spontaneous tumours in 1931. Heptaldehyde inhibited spontaneous tumours 
but not grafted tumours. The relative ineffectiven(3ss of heptaldehyde in in- 
hibiting grafted tumours while it inhibits spontaneous tumours to some extent 
is of interest in that its action is the converse of that of colchicine. Colchicine 
produces haemorrhage and some inhibition of grafted tumours but not of 
spontaneous tumours [Boyland 4; Boyland, 1937]. 

It is conceivable that the action of aldehydes is due to peroxide formation. 
Aldehydes are known to form peroxides on exposure to air and it is possible that 
different samples might contain varying amounts of organic peroxide. Maisin 
et al, [1938] have described the anticarcinogenic action of formaldehyde peroxides 
and the effect of heptaldehyde may conceivably be due to similar products. 

SUMMABY 

A number of aldehydes, ketones and glucosides have been tested for in- 
hibitory action on tumour growth. Of these citral and heptaldehyde inhibited 
the growth of spontaneous tumours in mice. 

We should like to thank Mr Sharp and Dr T. A. Henry of the Wellcome 
Besearch Laboratories for many of the aromatic aldehydes, Prof. Cook for 
samples of citral, methyl heptenone and methyl heptanone and for suggesting 
that these compounds might be tested, and Mrs Robinson for phloroglucinalde- 
hyde. 

We are indebted to the Sir Halley Stewart Trust for a Fellowship (held by 
E. H. M.). The work was supported by grants from the British Empire Cancer 
Campaign. 
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It is well known that diet has a profound effect on lactation and that the 
satisfactory secretion of milk is only possible in the presence of certain known 
dietary factors in adequate quantities. There is also general agreement that a 
diet good enough to support the physiological strain of optimal lactation would 
also satisfy the requirements for optimal growth and reproduction. 

The converse, however, does not seem to be necessarily true; in experiments 
on rats several authors have foimd that diets made up from natural foodstuffs 
which allowed, imder stock colony conditions, of excellent growth and repro- 
duction were very unsatisfactory with regard to the lactational performance 
of the animals [e.g. Smith & Anderson, 1929 ; Kon, 1931 ; Kon & Pcskett, 1933 ; 
Coward, 1938]. Such findings obviously suggest the existence of separate 
dietary factors specifically cormeoted with lactation, and publications to this 
effect are not lacking. A number of workers, who used so-caUed synthetic diets 
and included in them all dietary factors known by them to be required by the 
rat, have reported lactational failures, though otherwise the performance of the 
animals was very good. Efforts to find out the cause of the trouble have shown 
in several instances that this was nutritional and could bo cured by supplying 
the rats with certain natural substances or with extracts from them which 
apparently contained a distinct new dietary principle capable of stimulating 
lactation. Thus, Mapson [1932; 1933] showed that a supposedly complete 
synthetic ration could be much improved as regards its value in lactation 
by the addition of fresh ox liver or of aqueous extracts thereof. It should be 
noted that liver exerted also a marked stimulating effect on the growth of 
young rats fed on the synthetic diet, but it is not known whether the two actions 
were due to the same or to different substances. 

Similar observations on the fayourable effect of liver in conjunction with 
semi-synthetic diets containing varying proportions of soya-beans were made 
by Wilkinson & Nelson [1931] and studies by Feaster & Nelson [1935] also 
showed the value of liver and led the authors to assume the existence of a new 
dietary lactational factor. 

Nakahara and his colleagues [Nakahara A Inukai, 1933 ; 1934 ; Nakahara et al. 
1034; 1935; 1936; 1937 ; 1938] have published a comprehensive series of papers 
in which they reported failure of lactation in rats kept on a presumably complete 
synthetic diet and marked improvement following the administration of fresh 
liver or of carefully fractionate liver extracts. 

In addition to liver, other natiual foods have been found to supply factors 
capable of stimulating lactation. Thus Tso [1927] and Outhouse [1937] found 
thMc present in lettuce, and the latter and also Meyer [1936] found them in 

( 1988 ) 
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oats and to a lesser extent in hydrogenated cotton seed oil. It was shown that 
vitamin E was not involved. 

Swanson & Nelson [1937], who used S 3 mthetic diets containing dried tinned 
pork muscle as the sole source of protein, were able to cut down considerably 
the number of lactational failures on such diets by the administration of fresh 
liver, but found another substance, the pancreatic hormone “lipocaic'* of 
Dragstedt et al, [1936], to be extremely active in this respect. 

These admittedly incomplete quotations from the literature show that many 
students of nutrition have had little success with their purified diets when 
lactational performance was considered, even though an effort was made to 
include in such diets all known essential food constituents. 

When weighing up the evidence, however, the remarkable experiments of 
Cox & Imboden [1936, 1] should be placed on the other side of the scale. These 
authors fed in the course of 2 years, to three generations of rats, exclusively a 
conventional “synthetic” diet and obtained remarkable success in growth, 
reproduction and lactation, all of which were as satisfactory as on their good 
stock diet. A large group of female rats brought to maturity on the stock diet 
was put through 10 reproductive cycles on the synthetic diet and lactation in 
this case was also very satisfactory [Cox & Imboden, 1936, 2]. The diet consisted 
of casein, dextrin, lard, rice-cellulose and salts. The vitamin B complex was 
supplied as an aqiu^ous, protein-free extract from yeast and the other addenda 
were wheat germ oil and an oily solution of carotene. Vitamin D was not 
supplied separately but it seems probable that the 9% of lard contained enough 
of the factor [Kon & Booth, 1934J. Richter et al. [1938] also noticed successful 
lactation when rats were offered a free selection of purified food constituents. 

In planning our own investigations on the lactational performance of rats 
on purified diets we decided to use a diet similar to that of Nakahara & Inukai 
[1933] which has the advantage of simplicity and gave in the hands of these 
authors a high incidence of lactational failures. 

Expebimektal 
First series of experiments 

Forty female rats (hooded Norwegian), born in the first half of April 1936, 
were reared on the stock colony diet until they were about 3 months old. This 
diet has the following composition; 


Whole wheat, milled 

69 

Buttor 

5 • 

Linseed cake 

14 

CaCOs 

0-6 

Crude casein 

6 

NaCl 

0-6 

Dried brewer’s yeast 

5 




In addition the stock rats receive fresh whole milk ad libitum^ carrots or 
watercress daily, liver twice a week, about 5g. each time. Pregnant and 
lactating females receive liver 3 times a week. The experimental rats were then 
placed on the following diet: 


Ground rice (Patna polished) 75 

Casein (New Zealand, repeatedly washed 10 
at the isoelectric point) 

Butter (Empire) 10 

Salts (Steenbock’s 40) 5 

Dried yeast (D.C.L.) 5 
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This diet differs from that of the Japanese workers in that casein replaces 
an equivalent quantity of “fish protein Mating was started after the does had 
been 1 week on the diet. Females in oestrus were paired with stock colony 
bucks, positive matings were detected on the following morning by the vaginal 
smear technique and inseminated does were placed at once under the various 
experimental treatments. The matings were completed within a week. The 
distribution of the rats was as follows : 10 does were kept on the experimental 
diet alone and formed the control group; 10 received, in addition to the diet, 
1 g. daily of fresh beef liver (liver group) ; 10 were similarly given daily 1 ml. of 
liver extract equivalent to 5 g. of fresh liver (liver extract group). The extract 
was prepared by the method described by Nakahara et al, [1935] save that the 
preparation was stopped short at the fractionation by phosphotungstie acid. 
Finally, a last (yeast) group of 10 rats was given additional yeast to ensure that 
the vitamin B complex was not a limiting factor in the other diets. The yeast 
was supplied by mixing 90 parts of the basal diet with 10 parts of a potent 
brewer’s yeast. On the 20th day of pregnancy the rats were placed in individual 
cages. If more numerous, the Utters were reduced to 8 on the day of birth. In 
the case of smaller Utters this number was, if possible, made up by using young 
from other mothers. The young rats were weaned at 21 days. All mothers were 
then transferred to the basal diet only and were kept on it to the end of the 
experiment. They were remated about 2 months after weaning and were allowed 
to produce and nurse a second Utter. The results are given in Table I. 

It is evident from the table that we were unable to repeat the results of the 
Japanese workers. Not only was lactation quite satisfactory on the basal diet 
alone, inasmuch as 8 out of 10 does nursed their young and 74% of the available 
young were weaned, but none of the additions tried (fresh liver, Uver extract 
and yeast) improved their performance. If anything, the performance of the 
rats in the supplemented groups was below that of the controls. 

With the second matings the results were very similar. This time the rats 
which had previously received fresh Uver fared best, but there was Uttle to 
choose between them and the group which was on the control diet throughout. 
The “Uver extract” and “yeast” groups again lagged behind. 

Second aeries of experimerUa 

As casein was used in our diet instead of the “fish protein ” fed by Nakahara 
& Inukai [1933], it was thought advisable to attempt to repeat the findings of 
these workers by using a diet as similar to theirs as possible. For this purpose 
white fish (“rock salmon”) was obtained from a fishmonger. The muscle was 
freed from visible fat and skin and, after mincing, 10 lb. were boiled for 10 min. 
with 9 gal. of water containing a few drops of glacial acetic acid. The soUds were 
aUowed to settle, the supernatant Uquid was poured off and the process was 
repeated with three further lots of water. On the last occasion the soUds were 
strained off through muslin, dried in a hot air oven and milled. This protein 
was used in the experimental diet, which now had the same gross composition 
as that of Nakahara & Inukai [19^]. 

Twenty-six young does bom in the stock colony towards the end of December 
1936 were used for experiment. They were placed at weaning on the experi- 
mental diet described on p. 1989 a^d 3 weeks later were given the fish protein 
diet. They were thereafter kept on this diet to the end of the experiment. 

As our first aim was to ^d out whether we could obtain a satisfactory 
percentage of lactational failures on a synthetic diet, no curative or protective 
treatments were attempted, but all the available animals were put through 
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two reproductivB cycles on the basal diet alone. Two consecutive matings were 
carried out in March and June 1937 and the results are given in Table II. The 
methods were as previously described. 

This time again the results were not encouraging, the number of successful 
lactations being too high. Thus, 54% of the females at the first mating and 64 % 
at the second mating reared young and 46 and 63% of the available young were 
weaned. Though the percentage of successful lactations in this experiment was 
a little lower than that usual in our stock colony (see Table IV below), the 
percentage of lactational failures was very much lower than that reported by 
Nakahara & Inukai [1933]. For reasons more fully set out in the discussion we 
do not believe that this basal diet could be usqd by us satisfactorily in the study 
of specific lactational factors. 

Experiment involving hormonal treaimerU 

An interesting point which emerges not only from this work but also from 
our stock colony records has been investigated further. We find, namely, that 
a female which fails to raise her young after her first parturition is more likely 
to fail after subsequent ones than a female which raises her first litter. 

For example, in the first experiment (Table I) 7 rats failed twice, while 
out of 26 which raised first litters and produced second litters 21 weaned them 
successfully. Again, in the second experiment (Table II) 7 rats failed twice, 
but out of 14 which suckled once 13 were successful for the second time. It 
should be added, however, that a successful lactation may quite well follow an 
unsuccessful one, as for example in the second experiment where 4 rats reared 
pups from a second pregnancy, having failed to do so from the first one. Con- 
versely, 2 rats which nursed their first litter normally failed to bring up the 
second. Such individual fiuctuations in the lactational performance when the 
diet apparently remains unchanged have led us to suspect that the failure to 
rear young under normal (stock colony) conditions may be due to failure at 
some point of the hormonal mechanism now known to be involved in lactation 
[cf. Nelson, 1936; Folley, 1938], In view of the importance of the anterior 
pituitary in lactation, it is reasonable to suspect that such failures might be due 
to lack of an anterior pituitary hormone. An attempt to explore this possibility 
was therefore made. As already mentioned, a certain proportion of the rats 
belonging to our stock colony fail to rear their litters. 21 such females, all of 
which had experienced their first parturition but had failed to rear their young, 
were used for an experiment on the possible connexion between lactational 
failures and the anterior pituitary hormones. In most cases living young were 
bom to these females but all had ^ed within a few days of birth. In three cases, 
marked with an asterisk in Table III, the yoimg, as far as could be ascertained, 
were born dead, so that it is not really certain that the mother could not have 
reared them had they been alive. 

The rats were divided at random into two groups and one group of 11 received 
on the day after their second parturition a subcutaneous implantation of one 
compressed tablet weighing ateut 80 mg. of acetone-dried and powdered pig 
anterior pituitary. The remaining 10 females were given no treatment. 

The litters were treated at birth as already described on p. 1992 and the 
surviving young were weaned at 21 days. The results of the experiment are pre- 
sented in Table III, from which it is evident that on this occasion the treated rats 
lactated no better than the controls. The marked incidence (over 75%) of failures 
confirms our view that female rats which fail once to rear their young are likely 
to fail again, but the experiment throws no light on the cause of the failures. 
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Table III. Effect of one treatment with anteHor pituitary powder on the ability to 
rear their second litters of rats which failed to rear their first litters on the 
stock diet 

Treated rats 


Kat 

no. 


r 

Bom 

( s 

d ? 


No. of pups 

K 


Substitutes 

A 

<? ¥ 


' ■ ~ -x 

Weaned 


Av, wt. at 
weaning 


6 


T 


Gain or loss 
in mother’s 
wt. during 
lactation 


6390 

.5 5 

6480 

1 

3 

6562 

4 

6 

6460 

1 

7 

6438* 

1 

2 

6463* 

Some still-bom 

6527 

1 

1 

6362* 

1 

0 

6410 

Some still-bom 

6590 

4 

4 

6499 

4 3 


--—44 

— —13 

— — 00 

— — 00 

— — 00 

2 4 0 0 

— 200 

— 500 

2 2 0 0 

— — 00 

— — 00 


41-7 42-5 +22 

520 480 -20 


Av. 

2*9 

4-9 

— 

— 

0-6 

0-8 

469 

45*3 

+ 1 

% of pups 





19*2 

15*9 




weaned 





' y 

— • 









17-5 





% of does lactating successfully: 

18 










Control rats 




6513 

8 

5 





7 

0 

43*5 



+ 27 

6420 

6 

2 

— 

— 

4 

2 

49-5 

47*5 

+ 3 

6422 

0 

3 

4 

— 

0 

0 

— 

— 

— 

6391 

5 

1 

— 

— 

0 

0 

— 

— 

— 

6579 

Some still-bora 

3 

3 

0 

0 

— 

— 

— 

6432 

2 

3 

— 

— 

0 

3 

— 

59*0 

+ 4 

6455 

2 

3 

1 

1 

0 

0 

— 

— 

— 

6447 

2 

5 

— 

— 

0 

0 

— 

— 

— 

6596 

5 

7 

— 

— 

0 

0 

— 

— 

— 

6445 

6 

1 

— 

1 

0 

0 

— 

— 

— 

Average 

4-9 

3-9 

— 

— 

1-2 

0-6 

40*5 

53-3 

+ 11*3 

% of pups 





25-0 

14-3 




weaned 





' y.— 

— f 









19-6 






% of does lactating successfully: 30 

Only dead pups in first preraancy. 

N.B, Average of “pups born”’ includes substituted ofifspring. 


Lactational performance of stock colony 

The stock diet, the composition of which is given on p. 1989, was introduced 
into the laboratory in 1931 as the best of several diets tried and has been used 
ever since. This diet, containing a generous allowance of fresh liver, gives 
excellent fertility and growth. Nevertheless, a certain x)ercentage of stock colony 
females fail to rear their young. A record of such failures for the years 1932-8 
is set out in Table IV. It is hoped to present later a more detailed statistical 
analysis of the extensive data which we possess relating to the lactational 
performance of our stock colony rats. It will be seen that while in 1932 and 1933 
some 00% of does weaned young, this percentage has been about 70% since 1934. 
The bettor performance in the first 2 years is possibly connected with more 
intensive breeding during that period, when the females were allowed only 
2 weeks rest between weaning of young and next mating. Females are normally 
fitot mated at 3 months old and on those occasions when they were mated later 



Table IV. Record of litters weaned and of litters lost in the stock colony for the years 1932-8 
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The high percentage of failures in Jan./Feb. 1934, Sept. 1937 and Jan. 1938 may possibly be due to the fact that the majority of rats used were 5 monthi 
old when first mated. Further, since 1933 the does have had longer rests between litters. 
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(Jan.-Feb. 1934, Sept. 1937 and Jan. 1938) there was a high percentage of 
failures. 

A comparison of stock colony females and of the animals on the ‘"synthetic” 
diets (Tables I, II and IV) shows that there is little difference between them 
regarding lactational performance if the criterion of successful lactation is the 
ability to rear young. Whether or not the synthetic diets used by us would 
prove in the long run adequate for growth and reproduction is a matter of 
conjecture. What remains certain is that the simplified diets satisfied, in these 
experiments at least, the lactational requirements of the nursing mothers almost 
as well as a stock diet of natural foodstuffs. It is significant that the stock diet 
supplies to lactating mothers over 1 g. of fresh liver daily and that the addition 
of such liver to the simplified diet was without effect. 

The secretion of milk by rats which fail to rear litters 

When litters are examined and weighed after birth it is our custom to see 
whether by gentle massage milk can be expressed from the mother’s nipples. 
We have almost invariably been able to obtain a drop or two of milk in this 
way irrespective of whether the mother failed later to feed and rear her litter 
or reared it successfully. 


Discussion 

In considering the question of dietary requirements for lactation, specific 
dietary lactational factors (if such exist) should be carefully distinguished from 
dietary constituents which are essential whether or not the animal is lactating 
and the requirements for which may be greatly increased during lactation. 
Specific dietary lactational factors may be defined as dietary constituents which 
are essential for lactation alone of physiological processes. In order to prove 
the existence of such specific “lactation vitamins” the first need, as Nakahara 
A Inukai [1933] recognized, is to discover a diet which, while allowing satisfactory 
growth and reproduction, causes complete failure of lactation without any 
other pathological effects. Our experiments, contrary to the findings of the 
Nakahara school, fail to provide any evidence of the existence of such dietary 
factors, since, on a diet which was as far as we could make it similar to the 
“Factor L ’’-deficient diet of the Japanese workers, a satisfactory proportion 
of our rats was able to suckle and wean two successive litters. It is of course 
possible that our diet might not prove so satisfactory over a longer period 
and it must further be borne in mind in connexion with our failure to confirm 
the results of Nakahara &; Inukai [1933] that diets of the same gross composition 
often give varying results in different laboratories. Nakahara et al. [1938] have 
recently reported that rats experiencing their second lactations on the ‘ ‘ Factor L ”- 
deficient diet after having lactated once on a normal diet do not fail so signally 
to lactate as rats iindergoing their first lactation on the “Factor L ’’-deficient 
diet. This would not explain our failure to confirm their original results, however, 
since we used rats experiencing their first lactation. 

Incidentally, it is of interest to note that our experimental diet gave satis- 
factory growth, since the post-weaning growth rate of a group of rats fed solely 
on our version of the Japanese diet was as good as that of our stock colony 
rats (see Fig. 1). 

The failure to rear their young which, as we have seen, is normally exhibited 
by about 80% of our stock colony mothers, is probably not due to lack of 
specific dietaiy lactational factors, since milk can almost invariably be expressed 
^m the teats of such rats. Nakahara & Inukai [1933 ; 1934], on the other hand, 
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reported that the mammae of rats whioh had failed to lactate on their 
“Factor L” deficient diet usually showed no signs of milk sewetion on histo- 
logical examination. We have not yet ca>rried out histological studies on the 



mammary glands of our stock colony mothers which faU to rear their young, 
but we believe that in such oases the failure to wean young may possibly be due 
to factors of a psyohologioad nature. It is evident that failure to rear young may 
be due to other causes than lack of milk secretion. Thus Hain [1936] attributed 
the death of the young of oestrogen-treated rats to the unwillingness of the 
mother to allow the young to suckle rather than to inhibition of milk formation, 
while Daniels & Everson [1936] found that a high percentage of the young of rats 
fed on diets deficient in manganese died because they were too weak to suckle. 

As far as they go, our experiments support the ladings of Cox & Imboden 
[1936, 1, 2] that rats can lactate normally on simplified (fiets and we have not 
obtained any evidence of the existence of specific dietary factors stimulating 
lactation qualitatively different firom the dietary principles normally required 
by the non-lactating rat. 

Summary 

1. A simplified diet of ground rice, casein, butter, salts and yeast was found 
to produce satisfactory lactation in rats. Additions of fresh liver, livw extract 
or yeast were without effect on the lactational performahce. 

2. Fairly satisfactory lactation was also obtained on a similar diet in which 
casein was replaced by fish protein. 

3. Stock colony rats whidi failed to rear their first litters were found to be 
mor^ likely to lose their second litters than rats which successfidly raised their 
first litters. Subcutaneous implantation of tablets of pig anterior pituitary into 
sudi rats just after the second parturition had no effect on tiieir ability to rear 
their young. 
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Note added 29 October 1988. In view of the findings reported on p. 1992 con- 
cerning the effect of additional yeast it is of interest that Perla [1937] believes 
that an excess of vitamin has an untoward effect on lactation and the nursing 
instinct of rats. 
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CCLIX. THE REDUCTION OF NITRATE TO 
AMMONIA BY CLOSTRIDIUM WELCHII 
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Many bacteria are able to reduce nitrate to nitrite and this reaction has long 
been used in the identification and classification of these organisms. Quastel 
et al. [1925] showed that the reduction took place as a result of a coupled 
reaction with some H donator (e.g. lactate) and it was demonstrated that 
certain facultative anaerobes could grow anaerobically in the presence of nitrate 
on media which, in the absence of nitrate, could only support aerobic growth. The 
nitrate replaces oxygen as the final H acceptor [Quastel & Stephenson, 1925]. 
Green et al. [1934], working with toluene-treated Bact, CjoU and formate and 
lactate as H donators, concluded that the H transfer to nitrate takes place via a 
carrier; the nature of the natural carrier is so far unknown. Organisms possess- 
ing the hydrogenase enzyme [Stephenson h Stickland, 1931] as well as the 
nitrate-activating enzyme can utilize molecular H 2 as reducing agent. 

Stickland [1931] made a detailed study of the reduction of nitrates by sus- 
pensions of Bact. coli. With lactate or molecular hydrogen as donator nitrate was 
reduced quantitatively to nitrite. With toluene-treated cells the Hg uptake was 
also theoretical. There was no indication of any further reduction of nitrite with 
either plain or toluene-treated cells. 

Reduction of nitrate to NH 3 has been obtained by Stocklasa [1908] with 
Azotobacter chroococcum and radiobeteter and by Stocklasa & Vitek [1905] with 
four other organisms. In growth experiments, with azotobacter and radiohojcter 
on an inorganic medium plus mannitol and nitrate, there was a disapi)earance of 
nitrate and formation of nitrite and NHj both aerobically and anaerobically. 
The effect was most marked in the case of radioba>cter where, after 20 days, the 
inorganic N fraction consisted solely of NH 3 ; there was also considerable 
denitrification. With washed suspensions of Bact. coli and nitrate Aubel et al. 
[1937] found a small production of NH 3 in addition to some nitrite, when glucose 
was used as H donator. 

In the course of a general investigation of the enzymic make up of washed 
cells of Cl. welchiiy hydrogenase was detected and nitrate was found to be 
reduced in the presence of H^- The Hg uptake was gr^tly in excess of that 
required for the formation of nitrite. The work desciibefl in the 2 )resen 1 l paper 
shows that nitrate, nitrite and hydroxylamine are reduced quantitatively to 
NH 3 by H 2 in the presence of washed suspensions of Cl. wekhii. Similar results 
have b^n obtained with one straimof Bact. coli. Whilst this work was in progress 
a further paper by Aubel [1938] appeared, in which the quantitative reduction of 
nitrite to ammonia by suspensions of Bact. coli with glucose as H donator was 
demonstrated. 

^ Beit Memorial ReBesroh Fellow. 

( 2000 ) 
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Expbbimbntal 
Methods of eMimation 

( 1 ) Hydrogen. Hg uptakes were measured in Warburg manometers. COg 
absorbers were placed in the inner tubes as the bacterial suspensions produced a 
little COj when incubated. The main cup usually contained buflPer and bacterial 
suspension and the substrate was tipped in from a side bulb after equilibration. 
The manometers were filled with Hg or Ng purified by passage over heated copper. 

(2) Ammxmia. NHg was determined on 1 or 2 ml. samples from the mano- 
meter vessels by the Conway & Byrne [1933] technique followed by nessleriza- 
tion. Since NHgOH ( s 5 /xg. N) produces a yellow opalescence and finally a dark 
precipitate in Nessler’s reagent it was necessary to ascertain whether any distilla- 
tion of NH 2 OH occurred in the Conway apparatus. After distilling 56 ^g. NHgOH-N 
for 3 hr. at 37*" the distillate gave no trace of reaction with Nessler’s reagent, 
whilst 56 /xg. NH 3 -N were distilled quantitatively in 1 hr. at 37"'. 

(3) Nitrite. Nitrite was estimated colorimetrically hy the Griess-Ilcsvay 
reagent as described by Stickland [1931]. Standard solutions of nitrite were 
checked by this method or volumetrically with KMn 04 . 

(4) Hydroxylamine. Tests for NHgOH were made and standard solutions 
checked by oxidation with Ig to NOg and estimation of the latter colorimetrically 
[Endres & Kaufman, 1937]. 

The dry wt. of bacterial suspensions was estimated by means of a photo- 
electric turbidimeter [Clifton et al. 1935], 

Unless otherwise stated all experiments were carried out at 37® and in phos- 
phates buffer pH 7*1 of final concentration 0*05-0’1 M. To facilitate comparison 
quantitative data are all expressed in /nl., making the assumption, in the case of 
solids and liquids, that 1 g. mol. = 22-41. Thus 1 /xg. NH^-N, NO3-N, NOg-N or 
NHaOH-Nsl-O/xl. KNO3 (B.D.H. “Aiialar’’) and NaNOg (Kahlbaum pro 
analyse) were used in this work. Hydroxylamine solutions were freshly prepared 
daily from the pure hydrochloride (Fraenkel and Landau) and neutralized to 
pH 7-1. 

Growth of organisms 

The strain of Cl. wehhii used in this work was that of the National Collection 
of Typt' Cultures No. 273 Bacillus wehhii S.R. 9 and isolated by Robertson from 
a fatal case of gas gangrene in 1914. Cultures of this organism have a tendency 
to “rope” and to form rough colonies; the preparation of suspensions is then 
difficult. The following procedure (Robertson, personal communication) was 
adopted for the maintenance of stock cultures. The organism was plated anaero- 
bically on tryptic caseinogen broth-agar, a smooth colony picked off, and, after 
a few rapid subcultivations through Robertson’s meat medium, sown into a 
number of tubes of alkaline egg medium. The latter were incubated 48 hr. 
anaerobically, sealed and stored in the dark at room temp. A working stock 
culture for sowing bulk cultures was maintained by daily subcultivation from 
one tube of Robertson’s meat to another and incubation for 10-12 hr. anaero- 
bically. After 7-12 such suboultivations the culture usually “roped” and a 
new subculture from the stock on alkaline egg was taken. Every 4-6 weeks the 
organism was replated and a new stock of alkaline egg cultures put up. 

For the preparation of suspensions 900 ml. tryptic caseinogen digest broth 
pH 7*5, containing a few pieces of meat from Robertson s meat medium, were 
autoclaved, cooled and sown at once with 1 ml. fluid from a 10 hr. culture on 
Robertson’s meat medium. The culture was incubated at 37® in a McIntosh and 
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Pildes anaerobic jar for 10-12 hr. The following dry wt. determinations show that 
the growth obtained under these conditions is fairly uniform: 


No. determinations 24 

Mg. dry wt. organism/ml. culture: 

Kange 0*15-0*27 

Mean 0*21 

Standard deviation 0*036 


Longer incubation does not improve growth and the suspensions are less active. 
The culture was centrifuged, and the cells washed twice on the centrifuge with 
Jf/60 phosphate, pH 7*1 ; for washing the concentration of tl^e organism should 
not exceed 1 mg. dry wt./ml., otherwise sedimentation is not sharp. The cells 
were finally suspended in water or buffer to give a concentration of ca, 10 mg. 
dry wt./ml. Addition of glucose to the culture medium gives even more rapid 
growth and greater bulk of organisms, but production of acid is very rapid and 
difficult to control and suspensions were less active from the point of view of the 
work in the present paper. 

Two strainB of Bact, coli have also been used: (a) Escherichia coli N.T.C. No, 
86 (Strain I) and (6) a strain originating from the Bacteriological Department of 
Sheffield University (Strain II), Both were grown aerobically in flasks of tryptic 
caseinogen broth for 16 hr. at 37° and suspensions prepared in the usual way. 

Expbkiments with Cl. wblchii 
The reduction of nitrede 

The course of the H, uptake by suspensions of CL tmlchii in the presence of 
nitrate is shown in Fig. 1, There is a small blank Hg output (rarely exceeding 



Fig. 1. ConrBe of H| uptake. • nitrate, o nitrite, ■ hydroi^lamine. 1 ml. bacterial suspenaion 
(6*2 mg./ml.), 1 ml. if/r> phosphate buffer pH 7*1, 0*1 ml. Jlf/20 substrate, 0*4 ml. water. 


16fil/hr.) with the organisms alone; a correction for this has been made. It 
will be seen that there is an initial rapid uptake of equivalent to about 1 mol. 
per mol. NOg followed by a slower uptake which continues until approx. 4 mol. 
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Hg have been absorbed and then ceases abruptly. The reduction of nitrate to 
nitrite requires only 1 mol. Hgi 

HN 03 + Hg= HNO 2 + HgO, (1) 

whilst an uptake of 4 mol. Hg would correspond to a complete reduction to NHj : 

HNO3 + 4H2 = NH3 + 3 HgO. ( 2 ) 

The presence of a volatile alkali giving the reaction with Nessler’s reagent 
characteristic of NH3 is readily demonstrated at the* end of such an experiment. 
A number of experiments in which both Hg uptake and NH3 formation were 
estimated quantitatively have been carried out and the results of three such ex- 
periments arc summarized in Table I. Controls were put up as follows : (a) without 
NO3 , (6) without Hg (gas phase Ng), (c) without organisms. The quantitative data 
for the complete systc^m NOg-Hg-organism are in close agreement with the require- 
ments of (2). The “Hg uptake” in the Ng gas phase experiments is due to the 
fact that there is a small Hg evolution by the organisms alone in Ng which is 
partially or completely suppressed in the presence of nitrate. It will be seen that 
there is also a small NHg production from nitrate in Ng ; this production is always 
more than can be accounted for by the blank Hg uptake in Ng assuming that 

4 mol. Hg are required for formation of 1 mol. NH3 (see last column and 

ef. /Ltl. NH3 found). It would seem, therefore, that some unkno\»m H donators, 
apart from Hg, are present in the cell which can also reduce NO3 to NH3 . It will 
be shown later that this effect is more marked in the case of NOg and NHgOH. 

Table I 

Theoretical valuet;! are those required by equation (2). The organism blank has been corrected 
for where necessaiy. 1 mi. bacterial suspension (oa. iO mg./ml.), 1 ml. MjS phosphate buffer 
pH 7‘1, O'l ml. MI20 or 0-2 ml. M/SO KNO,, water to 2*5 ml. 

Hj uptake (pi.) NHg production (pi.) 

Exp, Gas r ^ \ f ^ ^ pi. H, found 


System 

no. 

phase 

Found 

Calc. 

% calc 

Found 

Calc. 

% calc. 

4 

NO. + Hg + r/. 

1 

Ha 

330 

358 

92 

91 

89-5 

102 

83 

wMiii 

2 

H, 

443 

448 

99 

115 

112 

102 

111 


3 

H, 

323 

358 

90 

84 

89*5 

94 

81 

m.+cfi. 

vmchii 

1 

N, 

9 

358 

2-5 

6 

89-5 

6-8 

2 

2 

N, 

4 

448 

10 

6*5 

112 

5*9 

1 


3 

N. 

26 

358 

7-3 

9 

89-5 

100 

,7 

NO, + H* 

1 

H, 

0 

358 

0 

0 

89-5 

0 



Table II summarizes the results of a number of experiments on the quanti- 
tative relationship between Hg uptake, NHg production and original NO3 and 
shows close agreement with equation (2). 


Table II 

All values corrected for organism blank 



mol. Hj per 
mol. NOg 

mol. NHg per 
mol. NO, 

mol. Hg per 
mol. NHg 

No. of determinations 

18 

11 

11 

Range 

Mean 

Standard deviation 

3-68-3-96 

3-75 

0111 

0-89-103 

0-98 

0 057 

3-62-4*29 

3*81 

0-224 

Theory (equation 2) 

40 

10 

4-0 
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The reducti(m of nitrite 

The initial rapid uptake of 1 mol. H 2 that occurs in the reduction of NO 3 
(see Fig. 1) suggested that reduction of NO 3 to NOg might be the first stage in the 
production of NH 3 from NO 3 . In this case NOg should also be reduc^ when 
incubated with suspensions of Cl, welchii in presence of Hg . This was found to be 
the case; a steady Hg uptake reaching almost 3 mol. Hg per mol. NOg being ob- 
tained (see Fig. 1 ). This would correspond to the final reduction of NOg to NH 3 : 

HNOg + 3Hg = NH 3 + 2 HgO. (3 ) 

NHg was again found to be present and Table III gives the resiilts of three quanti- 
tative experiments. The data for the complete system are in good agreement with 
equation (3). As with NO 3 the production of NH 3 in Ng is greater than can be 
accoiuited for by the Hg uptake in Ng. The effect is more marked than with NO 3 
owing to the larger NH 3 production in Ng. 

Table III 


Theoretical values are those required by equation (3). The organism blank has been allowed 
for where necessary. 1 ml. bacterial suspension {ca, 10 mg./ml.), 1 ml. J//5 phosphate buffer 
pH 7*1, 0*1 ml. if/20 or 0*2 ml. if/oO NaNOj, water to 2-5 ml. 



Exp. 

no. 

dSiS 

H, 

uptake (/d.) 

\ 

NH, 

production (/id.) 

. 

/d. H, found 

System 

phase 

Found 

Calc. 

% calc. 

r 

Found 

Calc. 

% calc. 

3 

NO. + H,+67. 
wdchii 

1 

H, 

299 

330 

89 

110 

112 

98 

100 

2 

H, 

255 

269 

95 

85 

89*5 

95 

85 


3 

H. 

246 

269 

92 

92 

89*5 

103 

82 

NO, + 67. 

1 

N, 

3 

336 

0*9 

12 

112 

10*4 

1 

wMtii 

2 

n; 

6 

269 

2*2 

7 

89*5 

8*0 

2 


3 

N. 

41 

269 

15*2 

33 

89*5 

37*0 

14 

NO,+H, 

1 

Hi 

0 

336 

0 

0 

112 

0 

— 


A number of experiments in which the quantitative relations between the 
various reactants of the complete system were determined are summarized in 
Table IV. The close agreement with equation (3) is apparent. 

Table IV 

AU values corrected for oiganism blank 

mol. H, per mol. NH. per 

mol. NO, mol. NO, 

No. of determinations 11 6 

Range 2-5«3~2-86 0*95-1*03 

Mean ' 2*70 0*99 

Standard deviation 0*112 0*036 

Theory (equation 3) 3*0 1*0 

The r€d%usti(m of hydroxylamine 

The possibility that NHgOH might be an intennediate in the reduction of 
NO 3 and NOg to NHg was at once apparent. 

HNOg +3Hg= NHgOH + 2 H 2 O (4) 

HNOg -f“2Hg®s NHgOH -j-HgO ...... ( 5 ) 

NHgOH+Hg^NHs-fHgO. (6) 

It was found that NHgOH was rapidly reduced with an uptake of approx. 1 mol. 
Hg per mol. NHgOH (see Fig. 1 ), and NHg was found pre^nt at the end of the 


mol. H , pe r 
mol. NH, 

6 

2*49-3*0 

2*60 

0*193 

8-0 



NITRATE REDUCTION BY CL. WELCHII 


2005 


experiment. The results of three quantitative experiments are given in Table V 
and are in good agreement with (6). The production of NH3 in Ng is larger than 
with either NO3 or NO2 and again this NH3 formation cannot be accounted for by 
the H2 uptake in N2 (see columns 3 and 6). The greater magnitude of the effect in 
this ease may be due to the same amount of endogenous H donators being able to 
reduce 3 or 4 times as much NHgOH as NOg or NO3 respectively; alternatively, 
these donators may be able to reduce NHgOH more rapidly than the other 
substrates. The almost quantitative H2 uptake shows that the reduction by Hg 
takes place preferentially to the reduction by cell donators. 


Table V 


Theoretical values are those required by equation (6). The organism blank has been allowed 
for where necoe8ar>\ 1 ml. bacterial suspension (ca. 10 mg./ml.), 1 ml. Jlf/5 phosphate buffer 
pH 7‘1, 0*1 ml. j 1//20 or 0*2 ml. Jf/50 NH,OH, water to 2-5 ml. 



Ex}>. 

no. 

Gas 

phase 


uptake (pi.) 

A . 

NHj production (pi.) 

System 

Found 

Calc. 

% calc. 

r 

Found 

Calc. 

\ 

% calc. 

NH,0H+H8 + 

1 

H, 

77 

89-5 

86 

85 

89-5 

95-5 

Cl. wel<^ii 

•2 

H. 

75 

89-5 

84 

91 

89-5 

101 


3 

H, 

96 

112 

86 

106 

112 

96 

NH.OH C7. 
wachii 

1 

N, 

2 

89-5 

2-2 

18-5 

89-5 

20-7 

2 

N, 

6 

89-5 

6-7 

37 

89-5 

40-8 


3 

N, 

4 

112 

3-6 

25 

112 

22-7 

NHsOH + 

1 

H. 

0 

89-5 

0 

0 

89-5 

0 


The quantitative relationships Ixjtween the initial and final products of the 
reaction in a number of determinations are summarized in Table VI and agree 
fairly well with equation (6). 


Table VI 


All values correctfKi for organism blank 


mol. H, per 
mol. NHjOH 


No. of determinations 13 

Range 0*8 1-0-95 

Mean 0-88 

Standard deviation 0-046 


mol. NH, per 
mol. NH;0H 

6 


0-85-101 

0-94 

0-054 


Theory (equation 6) l-O 


1-0 


mol. H, per 
mol. NHjOH 

0 

0-83-M0 

0-92 

0- 094 

1 - 0 


Evidence that nitrite is an intermediate in the. reduction of nitrate • 

The initial rapid uptake of about 1 mol. Hg during the reduction of NO3 
suggests that there is a preliminary formation of NOg which is then further 
reduced. It is significant that, after the initial burst, the succeeding slower rate 
of Hj uptake is equal, within experimental error, to the rate of Hg uptake with 
NOg (Fig. 1); this result has always been obtained in experiments in which the 
same batch of organisms has been used with NO3 and NOg. 

The comparative rates of NH3 production from NO3 and NOg provide further 
evidence that NOg is an intermediate. The rate of Hg uptake with NOg is slower 
than the initial rate with NO,; taking the figures for the first 7 min. of the ex- 
periment of Fig. 1 and dividing by 3 or 4 to correct for the difference in total Hg 
uptake the resulting figures give a measure of the maximum possible rate of 
NHg formation: ^ H»/3 

NO, 183 33 — 

NO. 40 — 18 
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If NOg is an intermediate the slower reduction of NOg should control the overall 
rate of NHg production from NO3 and the rates of NHg production from the two 
substances should be equal. Fig. 2 shows that this is the case. For these de- 
terminations a series of manometers were set up containing NO3 , NOg or NHgOH 
and bacterial suspension in a gas phase of Hg. The course of the reaction was 
followed by the Hg uptake and at intervals manometers were rapidly discon- 
nected, the cups plunged into ice-salt mixture to stop the reaction and NH3 
estimated on 2 ml. samples. Controls without substrate were carried out. 




Fig. 2. Fig, 3. 

Fig. 2. Course of NH, production, x nitrate, o nitrite, • hydroxylamine. 1 ml. bacterial bus- 
pension (7-1 mg,/ml.), 1 ml. Jf/5 phosphate buffer pH 7-‘l, 0-2 ml. Jlf/20 substrate (224pl.), 
0*3 ml. water. 

Fig. 3. Comparison of uptake with NH3 production. 1 ml. bacterial suspension (10 mg./ml.), 
1 ml. Jlf/5 phosphate buffer pH 7*1, 0*2 ml. JI//20 NO3 or NOj, 0*3 ml. water. 


In Fig. 3 the ratio of Hg uptake to NHg formation at various stages during the 
reduction of NOg is plotted. In order to obtain a more precise value for the Hg 
uptake for the early samples it was necessary to stop the reaction by tipping in 
0*2 ml. 10 % HgS04 from a second side bulb as rapidly as possible after reading 
the manometer; even so the first, two points may be up to 6% lower than the 
true values. It will be seen that in the early stages the Hg uptake is in excess of 
the 4 mol. required to reduce NO3 to NHg, but soon faUs to approximately this 
value. The curve suggests that there may be an accumulation of a rapidly formed 
primary product of reduction (presumably NOg) in the early stages. Experiments 
were carried out to test this possibility, A series of manometers containing NOg 
and Ch wehhii suspension in a Hg gas phase were set up together with controls 
without NOg . The NOg was tipped in from a side bulb after equilibration and the 
uptake of Hg followed. At f^equ^nt intervals manometers were rapidly taken 
down and the cups plunged into ice-salt mixture. The contents were transferred 
to conical oentrHuge tubes which were again cooled and then centrifuged at 
0^ till a sharp separation of the organisms was attained. 1 ml. of the clear 
supernatant was pipetted off (the organisms stir up easily) and used for nitrite 
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determination by the Griess-Ilosvay method. It was found impossible to use 
trichloroacetic acid as protein precipitant as there was a 20-30% loss of NOg 
on acid treatment of quantities of the order found in these experiments. This 
loss was increased if the acid (though not the neutral) solution was filtered through 
kieselguhr. 



Fig. 4. Appearance and diHap})earanee of nitrite. 1 ml. bacterial suspension (8*3 mg./ml.), 1 ml. 

Af/5 phosphate bulfer pH 7-1, 0*1 ml. M/20 KNOa, 0-4 ml. water. 

The curves given in Fig. 4 show the rapid production of NOg during the 
early stages and its removal as the reaction proceeds. The maximum NOg pro- 
duction reaches 89 % of that theoretically possible from the NO 3 added. During 
the }>eriod of rising NOg concentration the Hg upta-ke is almost all accounted for 
by the NOg formed. Table VII shows that during the period of diminishing NOg 


Table VIT 

All values less organism blank 


Time 

min. 

/xl. H, absorbed 
(«) 

ftl. NO, 
present 

pi. H, to convert 
NO, into NH, (6) 

(«)+(*) 

2 

80 

75 



— 

4 

123 

100 

300 

423 

7-5 

170 

87*5 

262 

432 

11 

211 

72*5 

218 

429 

16-5 

263 

53 

159 

422 . 

25 

321 

34 

102 

423 

40 

383 

13*5 

40 

423 

70 

421 

0 

0 

421 


concentration the Hg already absorbed plus the Hg required to reduce the NOg 
present to NH 3 agrees with the total Hg uptake of the reaction. Thus, both 
qualitatively and quantitatively, these experiments show that NOg is formed as 
an intermediate product during the reduction of NO 3 by Hg. 

Evidence in favour of hydroxylamine as an intermediate in the reduction of nitrite 

It has already been shown that CL weUhii reduces hydroxylamine to NH 3 by 
Hg and the question arose as to whether it may be formed as an intermediate 
during the reduction of NOg and NOg (see equations (5) and ( 6 )). If this is so it is 
necessary that the rate of NH, formation from Nl^OH should be at least as 
great as that from NO 3 and NOg with the same batch of organisms. Reference to 
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Fig. 2 shows that this is so, the rate in this particular experiment being twice 
that with NO3 and NOg. In nine similar experiments with different batches of 
organisms the ratio rate NHj from NHgOH/rate of NH3 from NOg varied from 1*2 
to 4*6 (six values lay between 2*2 and 3*3) but was never less than 1. From 
this point of view therefore NHjOH satisfies the conditions for an intermediate. 

If NHgOH is an intermediate it will be reduced to NHg as rapidly as it is 
formed and the rate of reduction of NO2 to NHgOH will set a limit to the overall 
rate of NHg production from NOg ; there would therefore be little possibility of a 
direct detection of NHgOH during the reaction. This view is supported by data 
on the ratio Hg uptake/NHg produced at various stages during the reduction of 
NOg. Fig. 3 shows that this ratio remains constant at just below 3 so that 
throughout the reaction the Hg uptake is completely accounted for by the NH3 
formed. 

Attempts were therefore made by the addition of ketonic substances to trap 
any NHgOH which might be formed. So far no fixative has been found which 
forms a sufficiently stable oxime and at the same time is not itself attacked by the 
organism. Diacetyl completely inhibited the reduction of NHgOH to NHg and 
also brought about a partial iiffiibition of NHg formation from NOg and a corre- 
sponding partial inhibition of the Hg uptake. The results are rendei^ somewhat 
unsatisfactory by the fact that diacetyl itself is decomposer! by the organism 
with uptake of Hg ; large corrections have therefore to be applied to the Hg 
uptake figures and the possible effect on the NOg reaction of reduction products 
of diacetyl is unknown. Oxaloacetate, pyruvate and a-ketoglutarate formed 
insufficiently stable oximes. 

Summarizing the position as regards the possibility that NHgOH is an inter- 
mediate, it must be emphasized that whilst all the data so far obtained are in 
accordance with such a view, there is no conclusive evidence of its truth. 

Effects of concentration of svbstrate, pH and age of suspension on 
rate of reduction of NOs, NO 2 and NH 2 OH 

Concentmion of sabstrate. Table VIII gives the values obtained for the 
5 min. period in^ediately after tipping in the substrate. The value for NOg 
gives an approximate idea of the rate of the preliminary reduction of NOg to 
NOg as the period measured is within the initial burst of the Hg uptake (Fig. 1). 

Table VIII 

All values correoted for organism blank. 1 ml. bacterial suspension (6-2 mg./ml.) 1 ml. if/5 
buffer 7-1, 0*1, 0*2 or 0-6 ml. if/20 substrate, water to 2*5 ml. 




Initial values 


Cone, substrate 

^NO, 

NO, 

NH,OH 

0*01 Jf 

-349 

-95 

-99 

0*004 Af 

-339 

-77 

-66 

0002 Af 

-211 

-49 

-41 


It wiU be realized from these figures that most of the quantitative work already 
described has been carried out with suboptimal concentrations (0-001-0*002if) 
of substrate. This was done in order to be able to measure total Hg uptakes 
without adding more Hg and re-equilibrating during the reaction. 

The %ure8 of Table VIII also give some idea of the absolute activity of the 
organism in terms of dry weight, ©h, values of this order have always been 
obtained with fresh suspensions of organisms and are comparable in magnitude 
values obtain^ with aerobic bacteria. 
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Age of suspension. The effect of storage in N2 at 0° on the initial obtained 
with NOg, NO2 and NHgOH is shown in Table IX. It wiU be seen that the 
activity is relatively stable for 10 hr., falls off seriously in 24 hr. and has almost 
disappeared in 46 hr. The activity falls off slightly more rapidly with NO3 than 
with NOg and NHgOH. 

Table IX 

All values less organism blank. 1ml. bacterial suspension (8'6mg./ml.; 1*7 mg./ml. with 
NO3). 1 ml. Jlf/6 buffer 7*1, 0*4Jl//20 NOj or NHaOfl or 0*2 ml. J1//20 NOj, water to 2*6 ml. 



Nitrate 

A 

Nitrite 

A 

Hydroxylamine 

Age 

r 

% 

r 

% 

f 

% QHg 

(hours) 

Qui 

at 2 hr. 

Ch2 

at 2 hr. 

Qng 

at 2 hr. 

2 

-328 

100 

-70 

100 

-60 

100 

10 

-293 

90 

-67 

95 

-57 

95 

24 

-112 

34 

-30 

43 

-27 

45 

46 

-4 

1 

-2 

3 

-2 

3 


Effect of pH. The pH curve with NHgOH (Fig. 5) was rather unusual in that 
the rate of reduction increased steadily with rising pH throughout the range of 
phosphate buffer. Controls without bacterial suspension showed that there was 
no purely chemical reduction of NHgOH at any pH used. 



Fig. 5. Effect of pH. o nitrate, ■ nitrite, • hydroxylamine. 

The relation between pH and rate of Hg uptake with NOg is also shown in 
Pig. 6. The rates plotted are those for the first 5 min. period since at pH and 
6*5 the Hg uptake fell off sharply and soon stopped completely (Fig. 6) . It appears 
that the organism is rapidly inactivated by nitrite at pH 6*5 and below. At 
pH 7‘95, al^ough the initial rate of Hg uptake is slower than at pH 6-5, there 
is no inactivation and the reduction process to completion. 

Experiments on the effect of pH on the initial rate of Hg uptake with NO3 
yielded a curious result. It was found that below pH 7’3 there is a marked lag 
period of about 6 min. before the rate becomes linear (Fig. 7). This lag period is 
less marked or absent at pH 7*3 and above. This phenomenon has been observed 
with two other batches of organisms and no explanation can be offered for it. 
In the pH curve for NO3 in Fig. 6 the rates are those for the second 6 min. period 
after tipping by which time the rate had become linear at all pH values. As with 
nitrite the reaction stops short of completion at pH 6-1 and 6*6, although com- 
plete inactivation took longer to occur. Thus the Hg uptake became reduced to 
1/10 of the initial value after 26 min. at pH 6-1 and after 36 min. at pH 6*5. As it 
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has already been shown that NO2 is formed faster than it is removed this effect 
may be ascribed to the accumulation of NO2. All the above experiments with 
NO3 were carried out with 1/5 the usual concentration of organism (ca, 2 mg./inl*) 


pH 76$ 




Fig. 6 . Fig. 7. 

Fig. 6 . Inaotivation bynitrite at acid reaction. I ml. bacterial suspension (ll* 8 mg./ml.)» 1 ml. Mjry 
phosphate buffer, 0*15 ml. if/20 NaNO^, water to 2*5 ml. 

Fig. 7. Lag period in uptake with nitrate. 1 ml. bacterial HU 8 i)ension (2 mg./ml.), 1 ml. if/5 
phosphate buffer, 0*4 ml. if /20 KNO 3 , water to 2-5 ml. 

and a higher concentration of NO3 (M/lOO) in order to confine the determinations 
to the initial rapid period during which the principal reaction is the reduction of 
NO3 to NO2. 

Experiments wtith Bact, coli 

Stickland [ 1031 ] has found that NO3 is reduced quantitatively to NO2 by H2, 
in the presence of washed suspensions of Bact, coli (Esch.). His figures do not 
show any further reduction of NOj . The chief experiments described above for 
Cl. welchii were repeated with two strains of Bact. coli; both reduced NO3, NO2 
and NHgOH to NH3 in the presence of H2 (Table XI), but quantitatively the 
rates of Hj uptake with the various substrates varied greatly according to which 
strain was used (Table X). With strain II (see p. 2002 ) the rate of H2 uptake, and 

Table X 

All values less organism blank. 1 ml. buffer pH 7*3, 0*lilf/20 substrate, 1 ml. bacterial sus- 
pension (exp. 1, 2*6 mg./ml.,* exp. 2, 6*4mg./ml.; exp. 3, 6*6 mg./ml.; exp. 4, 6*7mg./mL), water to 


Initial 




Strain 

Exp. no. 

NO, 

NO, 

NH,OH 

Strain II 

1 

-236 

-248 

-181 


2 

-242 

-233 

-116 

Strain I 

1 

-229 

-46 

-83 


2 

-113 

-6 

-39 
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therefore NHg formation, is greater with NOg than with NO 3 . Thus, unlike the 
case of C7. umlchii, NOg would be removed as fast as it is formed and the limiting 
factor in the rate of reduction of NO 3 to NH 3 becomes the rate of the preliminary 
reduction to NOg. The rate of Hg absorption by NHgOH is also rapid and it 
follows from the data of Table X and equations ( 2 ), (3) and ( 6 ) that the rate of 
reduction of NHgOH to NH 3 is even greater than that of NOg (as with CL 
wekhii). 

Quite different results are obtained with Strain I. Here the data resemble 
those for 67. wekhii more closely (see Tables VIII and X) except that the rate of 
Hg uptake with NOg is slower. 

Table XI 

Theoretical values are those requir<?d by equations (2), (3) or (6). All values corrected for the 
organism blank. 1 ml. bacterial suspension {ca. 5 mg./ml.), 1 ml. if/5 phosphate buffer pH 7*3, 
O’l or 0*2 ml. if /20 substrate, water to 2*5 ml. 

H, uptake (pi.) NHj production (pi.) , „ - 

Gas , * , ^ ^ pi. H, found 


Bad, coH 

Substrate 

phase 

Found 

Calc. 

% calc. 

Found 

Calc. 

% calc. 

1, 3 or 4 

Strain 11 

NO3 

H, 

435 

448 

97 

111 

112 

99 

109 



N. 

1 

448 

0*2 

0 

112 

0 

0 


NO, 

H. 

328 

336 

97 

114 

112 

102 

109 



N. 

2 

336 

0*6 

5 

112 

4*5 

1 


NH,OH 

H. 

97 

112 

87 

112 

112 

100 

97 



N, 

1 

112 

0*9 

24 

112 

21*3 

1 

Strain 1 

NO,* 

H, 

308 

806 

34*4 

38 

224 

17 





N. 

14 

896 

1*6 

14 

224 

6*3 

— 


NO,* 

H. 

102 

672 

15*2 

37 

224 

17 





N. 

18 

672 

2*7 

6 

224 

2*6 

— 


NH,OH 

Ht 

97 

112 

87 

113 

112 

101 

97 



N, 

0 

112 

0 

33 

112 

30 

0 




* Not taken 

to completion. 





The quantitative data presented in Table XI show that with Strain II the Hg 
uptake and NHg formation with NO 3 , NOg and NHgOH are in conformity with 
equations (2), (3) and ( 6 ). This is also true of Strain I with NHgOH. Owing to the 
very slow reduction of NOg hy the latter strain the experiments could not be 
taken to completion but the production of NH 3 and uptake of Hg are demonstrated. 
Table XI also shows that with both strains NH 3 production in Ng is similar to 
that obtained with CL tvekhii and the same possible explanations are applicable. 
It has not beien possible to determine whether the failure of Stickland’s [1931] 
strain to carry the reduction further than NOg is due to difference of strain or to 
different conditions of growth — both of which factors in influencing enzyme 
production were at that time imperfectly appreciated. 

Discussion 

The oxidations of NHg to NOg and NOg to NO 3 by the autotrophic soil organ- 
isms nitrosomonaa and nitrobacAer have long been known and considered as im- 
portant stages in the circulation of N in nature. The reverse action — ^the reduction 
of NO 3 and NOg to NH 3 — had until now only been demonstrated conclusively 
with a?jokb(U!teT and mdio 6 acter [Stocklasa, 1908] and for four other organisms 
[Stocklasa and Vitek, 1905]. The former are also soil organisms. The work re- 
])orted in the present paper shows that such common organisms as CL wekhii 
(one of the most widely distributed soil anaerobes) and some strains of BcwA. 
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coU can also bring about this reduction energetically. It has been demon- 
strated that the reduction can be effected with the aid of molecular H 2 ; since 
Cl. welchii decomposes not only many carbohydrates but also some of the amino- 
acid constituents of tryptic oaaeinogen broth with evolution of Hg, a supply of 
this reducing agent would always be available. Furthermore, evidence was 
obtained that other unidentified H donators present in the cell can also bring 
about the reduction. Very recently Aubel [1938] has shown that washed sus- 
pensions of Bact. coli can reduce NOj (and therefore NO3) to NHg using glucose as 
H donator. It is perhaps significant that glucose is fermented by Bdct. coli with 
production of Hg. Lactate and succinate were unable to bring about the reduc- 
tion of NOg . Aubel also obtained some evidence that hyponitrite and hydroxyl- 
amine may be intermediates in the reduction of NOg by glucose with Boot, coli. 
The evidence is not very convincing as no data are given ; it is simply stated “II 
a en outre possible de d6celer des traces notables d’acide hyponitreux et 
d’h 3 rdroxylamine dans Texp^rience 6, en appliquant Texcellente technique de 
Lemoigne, Monguillon et Desvaux.” It is not stated if HNO and NHgOH can be 
reduced to NHg by this strain of Bact. coli in the presence of glucose. 

It would seem that the reduction of NOg to NHg by bacteria is more general 
than supposed, and that the reduction must be seriously considered in assessing the 
importance of the oxidation of NHg to NOg by other micro-organisms in the 
general circulation of N in nature. 


SUMMABY 

1. Washed suspensions of Cl. welchii are able to catalyse the reductions of 
nitrate, nitrite and hydroxylamine to NHg by molecular Hg . 

2. During the reduction of nitrate an appearance and final disapi)earance of 
nitrite can be demonstrated. This and other evidence makes it clear that nitrite 
is an intermediate in the reduction of nitrate. 

3. There? is some evidence (though not conclusive) that hydroxylamine may 
be an intermediate in the further reduction of nitrite. 

4. Two strains of Bact. coli tested also brought about the reductions of 
nitrate, nitrite and hydroxylamine to NHg in the presence of molecular Hg . 

I wish to express my deep gratitude to Miss M. Robertson for directions as to 
the maintenance and growth of Cl. welchii cultures. I wish also to thank Dr P. 
Elides for suggestions and Sir F. G. Hopkins and Dr M. Stephenson for their 
interest and ^vice. 
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CCLX. OBSERVATIONS ON THE STABILITY 
OF XANTHINE OXIDASE 


By flora jane PHILPOT 
From the Department of Biochemistry, Oxford 

{Received 30 September 1938) 

Ik the oonrse of work on the isolation of xanthine oxidase from milk, much in- 
convenience arose from the instability of the preparations, which increased with 
each stage of purification. Rapid inactivation occurred when the bulk of the 
casein h^ been removed by precipitation with Na 2 S 04 and the diluted super- 
natant liquid was incubated at 38° for purposes of testing. The inactivation 
could bo prevented by restoring the casein. This led to the hope that a non- 
protein stabilizer might be found, and, as described below, this hope has been 
fulfiUed. 

Exfkbimektal 

All tests were carried out by the Thunberg technique using the following 
quantities: 0*1 ilf phosphate buffer, pH 7*0, 2*5 ml.; 1 in 5000 meth 3 'lene blue, 
0-5 ml.; 1*0 if glycine, 0*5 ml.; 0-0132if xanthine, 0*2 ml.; the final volume was 
made up to 5*0 ml. Unless otherwise mentioned, the xanthine was added from 
the hollow stopper after temperature equilibration at 38°. 


Results 

Table 1 shows that two-fold dilution of a whey preparation greatly affects its 
stability. Table II shows the restoration of stability by glycine. Table III shows 
that reactivation by glycine is also dependent on the time of incubation vnith 
glycine. 

Table I. The effect of dUvtion 
Reduction time 


Incubation time 

0*0 ml. whey 

0-25 ml. whey 

in min. 

min. sec. 

min. sec. 

1 

5 45 

11 40 

2 

6 05 

11 10 

3 

6 00 

15 00 

4 

5 55 

19 00 

5 

6 05 

20 05 

10 

5 58 

23 00 

20 

6 20 

35 00 


Table II. Stabilization by glycine 


Reduction time 


f glycine 

Enzyme 

nu. 

Incubation time 
in min. 

min. sec. 


0*25 

2 

7 0 


0*25 

10 

120 0 

0-5 

0*25 

10 

5 30 

0*5 

0*25 

60 

7 66 

1*0 

0*26 

60 

6 50 


The glycine was added to the tubes before incubation. 
( 2013 ) 
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Table III. Reactivation by glcyine 


Incubation 
time (min.) 
enzyme 


Incubation 
time (min.) 
enzyme + glycine 


Reduction time 
min. sec. 


0 

10 

10 

10 


2 

0 

10 

20 


5 30 
16 00 
10 15 
7 50 


The enzyme was first incubated anaerobically with buffer and methylene blue, then glycine was 
added and the tubes re-evacuated and incubated, and finally the xanthine was added from the 
stoppers. 


Table IV. Protection by gtycine against copper 


Reduction time 


1*0 Jf glycine 

Enzyme 

0*500125 Jif CUSO4 

Incubation 

min. sec. 

ml. 

ml. 

ml. 

time (min.) 

r ^ 



0*25 


2 

11 10 

0*5 

0*25 



2 

5 30 

— 

0*25 

0*06 

2 

150 0 

0*5 

0*25 

0*05 

2 

5 45 

0*5 

0*25 

0*05 

23 

5 30 


The CUSO4 was added to the other reagents in the tube before incubation. 


As the distilled water then being used came from a copper still, it was sus- 
pected that the inactivation was due to copper poisoning [Wieland & Mitchell, 
1931; Andersson, 1936], and that glycine was acting by forming a copper 
complex (Table IV). It was shown that glycine protected against the inactiva- 
tion caused by added copper. Thenceforward all activity tests were done in 
presence of 0*1 M glycine. 

In later work it was found that on dialysis at 0°, against large volumes of 
dilute buffer solutions, there was a loss of activity which could only be partially 
prevented by adding glycine (0*1 Jif) to the outer liquid and testing in presence of 


Table V. Activation and protection by KCN 






Reduction time 

Batch 



KCN 

^ - 


of milk 

Preparation 

ml. 

(final cone.) M 

min. 

, sec. 

46 

Fat-free milk 

1*0 



2 

25 




0*001 

1 

50 




0*03 

1 

30 




0*075 

2 

30 

46 

Decalcified milk 

1*0 



6 

00 




0*015 

2 

45 




0*03 

1 

55 




0*045 

1 

55 




0*075 

No reduction 

46 

Decalcified milk 0*000125 M OUSO4 

1*0 

— 

No reduction 




0*015 

1 

45 




0*03 

2 

05 




0*045 

4 

00 

48 

Fat-free milk 

1*0 


1 

45 




0*015 

0 

45 




0*03 

0 

40 


. 


0*045 

0 

48 

49 

(NH4)4S04 fraction 

1*0 

— 

9 

00 




0*0075 

4 

00 




0*015 

3 

15 


Incubation time 2 min. in all cases. 
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a high concentration of glycine (hOM), However, on testing a dialysed prepara- 
tion in presence of KCN, which has a greater affinity for copper than glycine, it 
was found that the activity could be not only restored, but actually increased 
above the original level. A number of different preparations were tested and all, 
including whole and fat-free milk, were found to be activated, the optimum 
KCN concentration lying between 0*01 and 0-03 Jf. At lower concentrations the 
activation is submaximal and at higher concentrations destruction of the 
enzyme occurs, as found by Dixon & Thurlow [1925]. KCN was also found to 
protect against inactivation by added copper. The KCN and xanthine were 
added together to the other reagents from the stopper in order to avoid the 
destruction produced by KCN alone [Dixon & KeiUn, 1936]. As with glycine, 
the reactivation by KCN, after incubation at 38°, appears to be dependent on 
time. If tests are carried out in absence of glycine it is found that the reduction 
time depends on the length of the preliminary incubation. The interi>retation of 
these results is, however, complicated by the fact that the enzyme cannot be 
incubated alone with KCN without being destroyed. 

Discussion 

Wieland & Mitchell [1931] stated that KCN does not protect the enzyme 
against copper poisoning, but they did not test concentrations higher than 
0-001 M. On the other hand, the high concentration required here suggests that 
the poison concerned is not silver, gold or mercury (cf. Wieland & Mitchell). 

It appears from this that, during the process of purification, xanthine oxidase 
easily becomes inactivated by traces of copper, but it is not certain where the 
copper comes from. In the earlier stages of the work the distilled water contained 
traces, but since then a change has teen made to a pyrex glass still. Boyden & 
Potter [1937] mention that their cellophane dialysis sacks contained copper. 
The cellophane used here does not contain enough to inactivate more than one 
batch of 50 ml. of enzyme preparation, and the same sack was used several 
times over, dialysis producing the same inactivation each time. Since there are 
traces of copper in milk [Davies, 1936], it seems more probable that the inactiva- 
tion on dialysis is due to the removal of some substance which normally protects 
the enzyme against copper poisoning. 

The inactivation of the enzyme does not appear to be diU5 to the disappearance 
of — SH groups, for the following reasons. 

(1) Milk has no detectable — SH groups. 

(2) The concentration of KCN which activates milk instantaneously has 
only a very slow reducing action on the — SS — groups in milk. 

(3) Addition of cysteine, when testing the activity of milk, causes no activa- 
tion. 

Prom the practical point of view, if accurate activity measurements are 
required, it is recommended to use both glycine (final cone. 0-1 Jl/) and KCN 
(final cone. 0‘01-0-03Af). Since KCN can only be added together with the 
xanthine, after temperature equilibration is complete, it is advisable to retain 
glycine to avoid the inactivation which may occur during that time, 

SUMMABY 

1. Glycine and cyanide can increase the activity of xanthine oxidase in 
whole milk and concentrates. 

2. This is probably due to removal of copper inhibition , 

3. The loss of activity of some preparations on dialysis or incubation can be 
wholly or partly reversed in the above way. 
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CCLXL INVESTIGATIONS INTO THE METHOD 
OF ESTIMATING VITAMIN E 

III. THE RELATION BETWEEN DOSAGE 
AND RESPONSE TO VITAMIN E 

By ALFRED LOUIS BACHARACH 
From the Biochemical Departmenty Glaxo Laboratories, Greenford 

{Received 27 September 1938) 

In previous communications [Bacharach et al. 1937; Bacharach & Allchorne, 
1938] we proposed the use of virgin rats as test animals for vitamin E. We also 
[Bacharach & Allchorne, 1938] defined the sense in which we use the terms 
“positive response”, “live litter” and “fertility rate” or “percentage fertility”. 

It must be emphasized that the biological assay of any vitamin cannot be 
carried out until 

(1) A stable preparation of the vitamin is available in adequate amounts 
for use as a standard. 

(2) A unit has been defined in terms of tliis standard. 

(3) Information is available as to the relation between response to the 
vitamin and dosage. 

For vitamin E, condition 1, and therefore condition 2, is not at present 
fulfilled. The need for an agreed standard and a defined unit may of course be 
circumvented if the pure vitamin, such as one of the tocopherols, becomes 
available instead. Assays could then be expressed as vitamin E activity in 
terms of an equivalent weight of tocopherol, but this also could seldom be done 
with even approximate accuracy unless condition 3 were satisfied. 

Having these considerations in mind, we turned our attention about two 
years ago to establishing the relation between response to vitamin E and dosage, 
with a view to constructing an average response curve. Such a curve would 
prove of use for assay purposes when conditions 1 and 2 arc^ satisfied, but it 
could meanwhile be of service in permitting relative vitamin E activities to be 
assigned to two materials. 

In any endeavour to construct a response curve involving the use of large 
numbers of animals, a vicious circle is likely to be established. The test must 
be extended over a considerable period of time, but, in the absence of a quan< 
titative method of test and an agreed standard, there is no convincing means 
of demonstrating that the test substance has itself undergone no change during 
the test period. 

Precise significance must be given to the word ‘ dosage " in all vitamin tests. 
For reasons that will be mentioned below wo make use of the total dose 
administered to each animal, that is, the product of the daily dose and the 
number of days of administration, when the dose is uniformly divided over that 
number of days. 

ThjB practical importance of some of the considerations discussed above was 
brought forcibly home to us during our first attempt to establish a dosage- 
response curve, and again later. A large sample of freshly extracted wheat-germ 
oil was placed in a stoppered bottle and kept in the refrigerator. Vitamin E- 
deficient female rats were given doses of this oil at several levels, the numbers 
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of animals that had been submitted to each dose by any given date being kept 
approximately equal. Examination of the results after many weeks’ experiment 
pointed to a falling activity of the oil, or to an altered sensitivity of the animals, 
or both (Table I). The former seemed especially probable as the oil was found 
after 9 months of use to have developed a peroxide value of 43; tliis had 
risen to 58 some 10 weeks later. It seemed to us almost certain that the* oil must 
also have undergone loss of vitamin E during the period of test. This made it 
impossible to do as originally planned, namely, to compare the vitamin E 
thresholds of virgin and of b.p. animals, a matter that is also referred to in our 
earlier publication [Bacharach & Allchome, 1938]. Examination of our figures 
showed irregular fluctuations in the responses both of r.p. and of virgin animals, 
and the experiment was abandoned. A similar attempt to construct a curve 
for response of e.p. animals to cotton-seed oil was abandoned for similar reasons. 
A dose giving 33 % fertility with r.p. animals gave 100 % and 38 % with 1 1 and 8 
virgin animals respectively. At other levels virgin animals showed responses 
roughly graded to dosage, thus 


Dose (mg.) 

No. of animals 

Fertility % 

562*5 

25 

4 

1125 

16 

19 

1687*5 

19 

74 


This experiment was carried on for about 6 months. Comparison of the 
above flgures with those shown for virgin animals in Table I illustrates the 
difficulties of evaluating quantitatively one substance in terms of the other. 

Table 1. Effex^ of wheaUgerm oil on fertility rcUes 
(No. of animals in brackets) 

R.p. animals 


Groups in rough chronological ordtT 


Dose 

mg. (total) 

Virgin 

Total 

iBt 

2nd 

3r(l 

112*5 

4*5 (22) 

0 (16) 

0 (10) 

0 (6) 

— 

562*5 

0 

(8) 

10 (21) 

20 (10) 

0 (10) 

0 (1) 

1126*0 

17 (12) 

25 (33) 

60 (10) 

10 (10) 

10 (10) 

1687*6 

67 

(7) 

68 (31) 

80 (10) 

90 (10) 

40 (10) 


We decided next to avoid some of the pitfalls inherent in the use of vegetable 
oils subject to peroxidation, by making use of a concentrate whose satisfactory 
biological activity had flrst been verified in a short exploratory test. This sample, 
from which most of the sterols had been removed by simple freezing, consisted 
of unsaponifiable matter from freshly prepared wheat-germ oil; it was sealed 
off under Ng in quantities of between 3 and 5 g. and kept in the refrigerator. 
Fresh tubes were opened as they were wanted and the contents of only one tube 
were in use at any one time. Further, attempts were again made to keep the 
numbers of animals at the various levels of dose as nearly equal as possible up to 
any given time, in order that any slight fall in vitamin E dosage might affect 
anini^s on the different doses to roughly the same extent. 

The results of this work are shown in Table II and in Fig. 1, which we believe 
to be the first published curve showing the relation between dosage and response 
to vitamin E. In this curve the dose has been expressed in arbitrary units; 
actually, one ‘'unit’’ corresponded with a total dose of 5*625 mg. of the wheat- 
germ oil concentrate. 
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Table II. BelcUion between total dosage of wheai-germ oil concentrate 

and fertility rate 


Animals 

Dose , ^ ^ Fertility 


mg. (total) 

implanted 

Fertile 

rate 

— 

460 

0 

0 

5*625 

46 

7 

15*2 

11*25 

64 

20 

31*3 

22*50 

40 

35 

87*5 

45*00 

31 

29 

93*6 

90*00 

31 

30 

96*8 

180*00 

20 

20 

100 


Some of the animals in this test received their total dose divided uniformly 
over a period of 5 days and others over a period of 10 days. During the earlier 
part of this test it appeared to us that the 
longer dosage period was proving more 
effective than the shorter. However, as 
time went on and the increasing numbers 
of animals at each level gave to the re- 
sjxictive fertility rates an increasing signifi- 
cance, we were unable clearly to establish 
this difference ; for the purpose of construct- 
ing the curve and Table both periods of 
dosage have been included, as well as a 
ptsriod of 8 days for some of the animals 
receiving 90 mg, of extract (16 “units”). 

We still consider it possible that the 
method of distributing doses with time may 
have some effect on response, but it seems 
clear that only the use of a much larger 
number of animals could demonstrate a 
significant difference between, for example, 
the division of the total dose over 5 days 
or over 10 days. It is certainly desirable 
therefore, in any comparative tests, to 
make use of a fixed dosage period ; we our- 
selves have standardized this at 10 days. 

The effect of dosage period on response has, 
of course, been reconled for other vitamins 
[cf. Bacharach et al. 1936]. 

The curve shows certain features that 
call for comment. Theoretically, since it 
illustrates a typical instance of so-called 
"'quantal” response, it should be sigmoid. It is due to the relatively small 
number of animals used that this sigmoid structure is not revealed by the 
lower doses and fertility rates. If, for example, a dose of 1 mg. or 2 mg. pro- 
duces an extremely low response, about 1 or 2%, this would be expressed 
in an almost horizontal part of the curve near the origin, but the dose would 
have to be administered to 100 animals or more for such values to be established. 
When the curve relating % fertility to dosage ratio is constructed by appropriate 
transformation of the equation to the regression line, discussed below, the sigmoid 
portion near the origin becomes evident (see Fig. 1). 

Bioohem. 1938 xxxn 



Fig. 1. Dosage-response curve for vitamin E. 
This curve is constructed from the equa- 
tion to the regression line, calculated as 
described, x —fertility found byexperi- 
ment. Figures in brackets denote nos. of 
animals. 20 animals receiving a dose with 
ratio 32 ga ve 100 % fertility, the calculated 
value being 99-9% . This value was not used 
in calculating the equation to the regres- 
sion line, and is not shown in the figure. 
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Assuming therefore that the relation between dose and fertility is similar 
to that found for other types of quantal response, the relation between the 
logarithm of the dose and the normal equivalent deviation of the response, or 
the “probit*’ of Bliss [cf. Irwin, 1937], should be linear. A regression line can 
be calculated from these values by the usual method of least squares. Such a 
regression line, or the equation to it, can be used not only for comparing the 
vitamin E contents of two substances, but also for calculating the error of the 
comparison. 

With the co-operation of Dr J. 0. Irwin, the figures given in Table II have 
been used for calculating the equation to the regression line, based on responses 
to the doses 1, 2, 4, 8 and 16, and it is found to be 


y=:0-87a;-f-3-87, 

where y is the probit of the response and x is the logarithm (to base 2) of the 
ratio of the dose to 5*625 mg. By further refinement it is possible to take into 
account the group of animals that showed a 100 % response to the dose ratio 
of 32. The derived equation is for a line with a slightly steeper slope. The 
difference between the results obtained from the corrected and the uncorrected 
equations lies so far within the range of experimental error inherent in this typc^ 
of test that the extra labour involved in calculating the corrected equation is 
not justified. 

From the equation the particular concentrate used is found to have a mean 
fertility dose of 2*5 “units” (13*8 mg.), with probable limits of error, for 
P=0-99, 71 % to 141 % , and, for P«0*95, 77 % to 129 % . Further, it has been 
calculated that the relation between probits and logarithms of doses shows no 
significant departure from linearity. 

The equation to the regression line makes it possible, albeit with an accuracy 
inversely related to the square root of the number of animals used, to find with 
a single group the mean fertility dose of a source of vitamin E ; the more the 
found fertility departs from a fertility rate of 50 % , the greater the error of the 
test. By a simple transformation of the equation to the regression line, it can 

be shown that Dar=log Dr-0-36yr+ 1-74, 


where Djjf and Dj mean fertility dose and the test dose respectively, 

and yx is the probit of the response given to the dose D^. In the example 
illustrated in Table IV and mentioned again below, the two values for the mean 
fertility dose obtained from the groups of animals given the two doses of wheat- 
germ oil are calculated to be 300 and 210 mg., with a weighted mean of 260 mg. 
The weighted mean value obtained by graphical methc^s from the standa^ 
response curve was 280 mg. The, direct dosage-response curve is very steep, and 
for most purposes it will be found sufficient to use it rather than the derived 
regression line, as the above example shows, provided that the responses involved 
faU on the approximately straight part of the curve. 

Certain practical considerations emerge from the exceptional steepness of 
the curve. A 300 % increase of dose, from 1 to 4 “units”, has brought about a 
nearly 500% increase in the fertility rate, from 13% to over 70% fertility. 
When larger numbers of animals are taken into account, experimentally 
determined points should lie still .closer to the plotted curve, but it seems unlikely 
that its general shape would be materially changed, and one must therefore 
anticipate that testing vitamin E by the fertility rate method at levels producing 
below 25 % or above 76 % fertility is liable to show a high degree of error. On 
the other band, the steepness of the curve has a compensating advantage; 
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provided that a fertility rate near to 50 % results from the administration of a 
particular dose, the equality of that dose with a dose of other material giving 
the same fertility rate can be asserted with some confidence. The steepness of 
the curve, in other words, means that the range over which tests can be accurately 
carried out is restricted, but that within this range, the accuracy is considerably 
higher than might have been anticipated for results obtained with small 
numbers of animals. 

A response curve of the type shown affords certain useful information. For 
example, it may be required to know how much vitamin E is to be added to 
some synthetic diet in order to make it an adequate source for full fertility. 
Inspection of the curve shows that twice the mean fertility dose is insufficient, 
that three times that dose is nearly adequate, and that six times is almost 
certainly a safe addition for the purpose. 

Since, however, the curve is based on the l)ehaviour of completely deficient 
animals, it is clear that much smaller amounts would be required daily if they 
were administered throughout the lives of the animals. If M bo the mean 
fertility dose found for a substance administered over 10 days to virgin animals 
about 100 days old, presumably a daily dose of fiJf/100 would be quite adequate 
if given daily from birth, or even from weaning. A daily dose of J//10 would 
allow a margin for any inefficient storage of the vitamin during infancy and 
adolescence. A sample of wheat-germ oil whose m.f.d. is found to be 1 g. should 
confer full fertility if fed from weaning in daily doses of 100 mg. to animals 
on a diet otherwise completely free from vitamin E, always assuming that the 
oil undergoes no serious deterioration during its period of administration. We 
have records of 87% fertility (15 animals) and 84% fertility (6 animals) for 
two different samples of wheat-germ oil given in daily prophylactic doses 
of 112 mg. 

Table III. Vitamin E actwities of oc- a7id ^-tocopherol 



Dose 

No. of 

Fertility 

Substance 

ing. 

animals 

rate (%) 

a-Tocopherol 

1-125 

5 

40 


2*25 

6 

50 


4-50 

5 

100 

j3-Tocopherol 

0-72 

6 

0 


1-8 

1 

0 


2-25 

9 

0 


2-70 

1 

UK) 


3-6 

6 

83 


It may be of interest to give a few examples of the use of the response curve 
in comparative tests. We have published elst^where [Bacharach, 1938, 2] figures 
for a test carried out with highly purified samples of the allophanates of a- and 
jS-tocopherol. Material was available for administration to a few more animals 
after we had made that communication, and the consequently revised comparison 
is shown in Table III. The m.f.d. of a-tocopherol is considered from the results 
shown to lie in the neighbourhood of 1*5 mg, (0-8 x 1*9 mg.; the factor 0*8 
represents conversion of the allophanate into the free alcohol). The activity of 
jS-tocopherol appears to be rather over half that of a-tocopherol, but the error 
of this test is extremely high. Indeed, it is doubtful whether these or any other 
published figures finally establish a difference in biological activity of the two 
forms of tocopherol. Their activities caU for some further comment. Ck>ncen- 
trates used for isolation of the crystaUine allophanates generally exhibit 
a M*F.D. of something betvmen 15 and 30 mg. At worst, then, they should 
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contain 5% of a-tocopherol or rather under 10% of the j8 form; at best they 
should contain twice these quantities. Yet yields of even the crude mixed 
allophanates have never been reported as much above 1 % of such concentrates, 
suggesting that the process of isolation may result in loss or destruction of up 
to 90% of the active substances [cf. Bacharach, 1938, 1]. 


Table IV. Vitamin E activities of wheat-germ oils and concentrates 



Dose 

Fertility 

M.P.D. from 

No. of 

Weighted 


mg. 

rate (%) 

curve (mg.) 

animals 

M.F.D. (mg.) 

Wheat-germ oil A 

255 

43 

270 

7 

1 280 

450 

83 

310 

6 

Wheat-germ oil B 

450 

0 

>1100 

7 

1 700 

900 

84 

600 

6 

Wheat-germ oil 0 

450 

75 

320 

4 

1 250 

675 

100 

<250 

6 

Concentrate from C 

20 

57 

18 

7 

1 


40 

100 

<15 

7 


A comparison of two samples of wheat-germ oil is given in Table IV. From 
the figures it is concluded that one oil is about three times richer than the 
other in vitamin E. Here again the error is very large; it is quite possible that 
the activities of the oils do not differ by more than 50 % . Again, a sample of 
wheat-germ oil concentrate was compared with the oil from which it was made. 
It seems that an approximately 16-fold concentration has been achieved. 

Whether or not the relation between dosage and response found under our 
conditions of test would also apply generally is by no means to be taken for 
granted. Nevertheless, we believe our procedure to be of general application 
and to show clearly that comparisons of vitamin E activity should always be 
made by establishing, under as nearly identical conditions as possible, the mean 
fertility doses of the materials in question. 

I would like to express my indebtedness to Miss E. Allchome, who had 
charge of all the animal experiments discussed in this paper, and to Miss E. van 
Rossum who assisted her. I wish also to thank Dr J. O. Irwin most cordially 
for his kind advice on the statistical aspects of this paper. 
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Addendum 

We have had the privilege of reading in proof the recent paper by Mason 
& Bryan (Biodhem. J. 1938, 32, 1785), wherein they point out that we have 
omit^ in our earlier publications to state whether or no our experimental 
animals (that is, the young does ultimately to be used in the test) themselves 
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had access to their mothers’ diet before they were weaned and, if so, what that 
diet consisted of. We would seize this opportunity to rectify the omission. No 
steps are taken to prevent the sucklings from eating their mothers’ diet, which 
is replaced by our standard vitamin E-free diet either the day after weaning or, 
if on that day they weigh under 35 g., when they have reached this weight, 
which is at most 2 days later. The stock diet that these young does may therefor(‘ 
be wholly or partly consuming for 10 to 15 days, preceding their transference to 
the vitamin E-free diet, is practically identical with that described in an earlier 
publication (Bacharach, Biochew. J, 1933, 27, 5). It consists of wholemeal flour, 
full-cream dried milk and yeast extract, supplemented with limited amounts of 
green leaves, liver (or lean meat) and fish: the supplements, however, are 
withdrawn towards the end of their mother’s pregnancy and are not restored 
until after the litter has been weaned. 
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(Received 28 September 19S8) 

One of the outstanding features claimed for modem methods of artificial grass 
drying is that they involve but little destruction of the nutritive properties of the 
grass. The high temperatures attained during the process, however, raise the 
question of heat injury to the proteins. It is well known that heating lowers 
the biological value of the nitrogen of various foodstuffs [Morgan, 1931 : Kon & 
Markuze, 1931; Fixsen & Jackson, 1932; Maynard & Tunison, 1932; Morgan & 
Kem, 1934; Morris et al. 1936]. Morris et ah [1936] found, on the whole, little 
difference between the biological values for cows of the proteins of fresh and 
artificially dried grass, though with spring grass there was an indication that the 
dried product was inferior. In view of the increasing use of artificially dried 
grass in the feeding of pigs and of poultry and of marked differences between 
herbivora and omnivora in the utilization of the nitrogen of feeds it was of 
interest to study on another animal the effect of heat treatment on the proteins 
of grass. Rats have been extensively used for such tests. They respond readilj^ to 
even small alterations in the chemical make-up of the nitrogenous constituents 
of their diets. Further, it is probable that they are less able than ruminants 
to utilize breakdown products of proteins and are therefore more sensitive in 
indicating the possible detrimental effects of heating. It is probably safe to 
assume that if a rat test discloses no difference between two products, a feeding 
test on cows would likewise show no difference. On the other hand, a definite 
difference in this respect found with rats would certainly call for a further 
investigation with ruminants. 

For these reasons it was decided to carry out nitrogen balance experiments on 
rats. The carotene content of the grasses dried under various conditions was 
also studied, as well as the rate of destruction of carotene in the process of 
natural curing. 

Experimental 

(1) The drying and preparation of grcLss 

Compared with that of herbivqra, the capacity of the intestinal tract of the 
rat is iWted and it was necessary in these experiments to cut down as far as 
possible the bulk of the diet by selecting a grass of very high protein content. 
For the same reason (apart from other difficulties) it was not possible to feed the 
grass fresh and only dry samples could be compared. 

( 2024 ) 
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Grass was taken from permanent grassland with a first class sward about 
4-6 in. in length. The chief plants in the herbage were wild white clover and 
perennial rye grass. The mower was run over the meadow on 25 June 1937 to 
remove all long grass and on 21 July the grass was cut with a close cutting 
mower with an elevator attached so that the freshly cut grass was loaded on a 
cart immediately and taken to the farm buildings for drying. 

The details of the various treatments applied to this batch of grass were as 
follows. 

(а) Grass dried artificially in a grass drier at the normal running temptjrature 
(300° F.). 

The drier used was a Kaloroil drier of the rotating drum type heated by oil 
fuel.^ A full description of this type of drier will be found in the report by 
Roberts [1937]. The inlet gases were heated to about 300° F. (variation 275- 
325° F.) but the outlet temperature could not be recorded. 

The grass was removed from the drier as soon as it was sufficiently dry (15- 
30 min.) and it is probable that only the outside of the grass ever reached a 
temperature approaching 300° F. The freshly dried grass was crisp but after 
removal from the drier quickly became less powdery. The interval between 
cutting and drying this sample was 6 hr. — ^i.e. 2 hr. on the cart and 4 hr. exposure 
on a wooden platform under a Dutch barn. The condition of this sample after 
drying was excellent and it was dark green in colour. It was stored in sacks 
for 15 days and was then made into bales under high pressure and was covered 
with sacking. 

(б) Grass dried artificially in a grass drier at low temperature (170° F.). 

The interval between cutting and drying this sample was 6| hr. It was 

dried in the same plant as the first sample but the temperature of the inlet gases 
was kept at about 170° F. (variation 150-200° F.). The time reqtiired for dr 3 dng 
was much longer and it was necessary to keep the grass in the drum for about an 
hour (50-70 min.). A well-dried dark green sample of grass was eventually 
obtained and the after treatment was the same as for the first sample. 

(c) Grass dried artificially in a current of hot air. 

A third batch of the grass was placed half an hour after cutting in a tunnel- 
shaped drying oven through which passed a current of air heated by a hot water 
radiator and propelled by a fan. The temperature of the inlet air was about 
135° P. (variation 104-142° F.). The time of drying was 22 hr. This sample was 
sacked but not pressure- baled. 

(d) Grass sun-dried under natural conditions (hay). 

A further batch of grass was unloaded from the cart 2 hr. after cutting. It 
was intended to place the grass in the open at once but as heavy rain fell while 
unloading it was left overnight indoors spread on a floor. The depth of the layer 
was about 8 in. and it was turned to avoid undue fermentation. Twent 3 ^-one hr. 
after cutting the grass was spread in the open in a layer about 3 in. thick. The 
weather to which the grass was subjected was unsettled and dull, and heavy rain 
fell in the 36th hr. after cutting. The grass was turned on the 3rd day. In order 
to complete the drying on the 5th day after cutting the grass was turned three 
4;ime8 and finally plac^ in a small stack and thatched with straw. The hay had 
lost most of its green colour and parts were sUghtly blackened but would be 
described by a farmer as moderate quality hay. Ten days later this hay was 
pressure-baled and the bales were covered with sacking for storage. 

In addition to these samples, a further batch of grass was cut from the same 
meadow one day later and was treated as follows. 

^ We are indebted to Messrs KaloroiJ Burners, Ltd., for the Joan of the drier. 
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(c) Grass dried in air at normal temperature without sun or rain. 

The grass was cut, carted and off-loaded after an hour. It was spread about 
3 in. deep on a concrete floor in a room with screened windows. The grass was 
turned twice daily to prevent fermentation and was thoroughly air-dried in 12 
days. It was pressure-baled 14 days after cutting and the bales were covered up 
with sacking. The hay lost much of its green colour during curing but otherwise 
appeared to be of very good quality. 

Finally, to study the rate of destruction of carotene in the course of curing, 
part of a different meadow was scythed between 11 and 11.30 a.m. at the begin- 
ning of September, the grass was left in the field in a layer of about 3 in. and 
samples were withdrawn at intervals for carotene estimations. This field had 
been previously cut at the beginning of June. Between then and the second 
cutting the weather was, on the whole, very dry, and the grass made little growth ; 
it was 6-7 in. high when cut and rather parched. During curing the weather was, 
on the whole, bright and sunny with no rain. 

(2) Determination of the biological value and digestibility 
of the proteins of dried grass 

It was technically not possible to compare simultaneously more than three 
types of dried grass and the tests were therefore limited to three products of 
practical importance : two samples of grass dried in the drier at high and low 
tem})erature and the sample of hay. The feeding experiments started 5 J months 
after the grass had been dried. 

The grasses dried at high and low tcunperature contained respectively 
23*5 % and 23*1 % of protein (N x 6*25) on the dry basis. The sun-cured sample 
contained more, 25*1 %, probably owing to relatively greater loss of fermentable 
non-nitrogenous constituents. 

The grasses were milled to a fine powder and were mixed in suitable pro- 
portions with a “nitrogen- free*’ basal diet to yield mixtures containing about 
9 % protein (N x 6-2t5) on the dry basis. The “nitrogen-free ” diet had the follow- 


ing composition : 

Butter fat 17 

Bice starch 51 

Potato starch 10 

Sugar 17 

Salts (Steenbock 40) 5 


The biological value and true digestibility of the grasses were measured by 
the method of Mitchell [Mitchell, 1924; Mitchell & CWman, 1926] as described in 
detail by Henry et aL [1937]. Because of the nature of the grass diets, it was 
necessary to mix them for feeding with a relatively large quantity of water 
(more than IJ times the weight of' the diet). Twelve rats were used and on each 
the three types of grass were tested in turn. The results are given in Tables I, 
II and III. Table I gives the individual nitrogen metabolism data, Table II 
gives average values and Table III contains a statistical examination of differ- 
ences in biological values. Figures for true digestibilities were so similar (Table 
II) that statistical tests were considered superfluous. The statistical method used 
was that of the paired t test of “Student** [1908; 1926] as described by White 
[1937]. When comparing two substances results obtained on the same rat in 
different periods were paired. The results show quite conclusively that sun- 
diying was more detrimental than artifidal drying at either high or low tempera- 
ture. The figures also indicate that the proteins of grass dried at low tempera- 
ture were inferior to those of the high-temperature grass but the evidence to this 
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Table I. Nitrogen metabolism 

Initial Final Diet 

Type of wt. wt. intakef 

; individual data for 6-day periods 

N in 

N intake Faecal N urine Biological 

True 

digesti* 

no. 

grass* 

g- 

g* 

g- 

mg. 

mg. 

mg. 

value 

bility 

1 


64 

70 

Low egg-nitrogen diet 

46*11 — 101*5 

100*0 



2 

— 

65 

69 

46*94 


89*8 

102*2 

— 

— 

3 

— 

69 

73 

44*91 

— 

92*9 

110*9 

— 

— 

4 

— 

59 

64 

37*67 

— 

93*6 

98*2 

— 

— 

5 

— 

58 

00 

31*82 

— 

73*5 

IIM 

— 

— 

6 

— 

60 

68 

49*59 

— 

105*0 

113*8 

— 

— 

7 

— 

64 

71 

43*73 

— 

103*8 

106*8 

— 

— 

8 

— 

62 

66 

37*38 

— 

75*6 

101*2 

— 

— 

9 

— 

M 

73 

47*45 


97*8 

106*2 

— 

— 

10 

— 

60 

63 

40*61 

— 

99*4 

108*3 

— 

— 

11 

— 

59 

62 

35*14 

— 

90*4 

98*4 

— 

— 

12 

— 

61 

62 

38*86 

— 

98*0 

106*3 

— 

— 

1 

S 

68 

69 

let grass x>eriod 
40*31 566*4 

265*7 

297*5 

51*7 

69*9 

2 

H 

71 

72 

38*59 

544*9 

275*1 

257*9 

57*3 

64*5 

3 

L 

72 

75 

44*54 

624*5 

311*8 

274*6 

59*7 

64*9 

4 

S 

61 

59 

34*93 

490*8 

257*9 

282*2 

V195 

64*3 

5 

H 

64 

66 

40*32 

569*3 

302*6 

241*1 

66*0 

63*9 

6 

L 

64 

64 

35*54 

498*3 

261*6 

264*9 

50*2 

63*1 

7 

S 

71 

67 

36*70 

515*6 

264*8 

269*8 

50*8 

65-7 

8 

H 

70 

72 

42*78 

604*1 

308*6 

273*8 

57*2 

63*5 

9 

L 

71 

73 

41*17 

577*2 

282*8 

288*3 

53*1 

66*5 

10 

H 

63 

63 

42*04 

590*7 

297*0 

.328*1 

43*5 

67*1 

11 

H 

62 

68 

47*51 

670*8 

331*0 

261*5 

65*9 

69*2 

12 

L 

62 

66 

44*62 

625*6 

312*6 

294*6 

55*8 

68*5 

1 

H 

77 

79 

2nd grass period 
45*39 640*9 

373*2 

225*7 

73*4 

59*6 

2 

L 

77 

82 

48*14 

674*9 

364*2 

255*3 

67*4 

62*5 

3 

8 

79 

80 

47*49 

667*2 

376*1 

275*1 

59*1 

58*5 

4 

H 

64 

69 

42*34 

597*8 

299*3 

228*0 

66*9 

65*7 

5 

L 

70 

73 

45*07 

631*9 

322*5 

246*3 

71*0 

66*9 

0 

8 

68 

70 

43*75 

614*7 

336*9 

284*1 

54*0 

61*3 

7 

H 

72 

83 

55*70 

786*5 

381*6 

262*1 

72*0 

68*6 

8 

L 

73 

77 

46*52 

652*2 

348*4 

272*5 

60*3 

61*6 

9 

8 

75 

74 

44*41 

623*9 

333*6 

316*5 

47*4 

62*8 

10 

H 

68 

71 

45*58 

643*6 

261*5 

245*8 

72*3 

76*5 

11 

L 

71 

73 

45*86 

643*0 

344*2 

239*9 

69*7 

66*1 

12 

8 

66 

08 

44*30 

622*4 

333*7 

299*8 

52*0 

65*3 

1 

D 

78 

81 

3rd grass period 
53*34 747*8 

411*7 

347*4 

54*8 

64*0 

2 

8 

79 

83 

51*56 

724*4 

370*4 

319*7 

58*1 

66*8 

3 

H 

84 

94 

57*96 

818*4 

444*6 

257*0 

73*0 

60*6 

4 

L 

71 

78 

49*42 

692*9 

339*5 

263*3 

65*4 

66*0 

r> 

8 

76 

78 

49*93 

701*5 

355*4 

314*6 

60*4 

68*0 

6 

H 

73 

83 

57*23 

808*1 

430*7 

269*0 

70*6 

63*2 

7 

L 

85 

91 

56*00 

785*1 

423*8 

276*6 

68*2 

63*5 

8 

8 

75 

81 

53*82 

756*2 

404*2 

331*3 

53*7 

61*8 

9 

H 

75 

85 

57*14 

806*8 

426*5 

294*5 

65*3 

64*1 

10 

L 

76 

84 

56*31 

789*5 

382*1 

278*8 

70*3 

68*8 

11 

S 

74 

76 

50*86 

714*6 

418*9 

309*0 

52*1 

61*6 

12 

H 

71 

79 

52*10 

735*7 

366*5 

281*7 

66*7 

69*5 

1 


80 

84 

Low egg-nitrogen diet 

38*57 — 108*9 

138*6 



2 

— 

85 

86 

34*18 

— 

92*8 

122*0 

— 

— 

3 

— 

96 

101 

. 48*98 

— 

103*9 

130*8 

— 

— 

4 

— 

83 

95 

55*09 

— 

108*6 

119*6 

— 

— 

5 

— 

78 

80 

34*53 

— 

94*9 

122*6 

— 

— 

6 

— 

87 

96 

57*36 

— 

137*7 

132*4 

— 

— 

7 

— 

95 

105 

59*13 

— 

146*6 

126*6 

— 

— 

8 



85 

91 

41*92 

— 

91*6 

126*4 

— 

— 

9 

— 

92 

93 

43*32 

— 

108*5 

130*7 

— 

— 

10 

— 

87 

95 

52*81 

— 

126*6 

125*0 

— 

— 

11 

— 

77 

81 

40*19 

— 

118*0 

116*2 

— 

— 

12 

— 

86 

85 

38*41 

— 

107*2 

120*0 

— 

— 

* S 

sstm-driod. 

H:=: 

artificially dried at 

high temperature. 

L= artificially dried at 1< 


temDerature. 
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Table II. Biological values and true digestibilities of three types of dried grass 

Artdfldally dried 

t ^ V 

Sun-dried High temperature Low temperature 



Biological 

True 

Biological 

True 

Biological 

True 

Period 

value 

digestibility 

value 

digestibility 

value 

digestibility 

I 

46*38 

66*76 

61*60 

65*28 

54*70 

66*76 

II 

63*11 

61*97 

71*15 

67*60 

67*10 

64*28 

III 

66*08 

64*55 

68*90 

64*35 

64*68 

65*67 

Mean 

51*86 

64*42 

67*22 

66*74 

62*16 

65*20 


Table III. Statistical significance of the mean differences in the 
biological values of the three types of dri^ grorsa 

Difference Standard error of mean P* 

High temperature - Sun-dried + 15*36 ±2*63 1 : 5000 Signiticant 

Low temperature - Sun-dried + 10*30 ±2*81 1 : 263 Significant 

High temperature - Low temperature + 5*06 ±2*85 1 : 10 Not significant 

* P := probability that a mean difference at least as great as the observed mean difference would 
have arisen by random sampling from a homogeneous population. 

effect is inconclusive (Table III). The lowering of the biological value of the 
proteins in the sun-curing of grass is most probably associated with the fermenta- 
tive changes taking place during the process. It is sufl&ciently marked, as 
judged on rats, to invite an investigation on ruminants. According to Saakian 
[1936] artificially dried hay was 20 % higher in feeding value than ordinary hay 
from the same meadows. 

Nevens [1921] has measured on rats the biological value and true digesti- 
bility of the proteins of alfalfa (lucerne) hay and obtained values of 62 and 58 
respectively. The former figure is definitely higher than that obtained in the 
present work for sun-cured grass, slightly lower than that for grass dried at high 
temperature and equal to that for the low-temperature grass. The digestibility 
coefficient of the lucerne hay was lower than that of the artificially dried grasses 
which amounted to about 65. 


(3) The effect of drying on the carotene content of the various grasses 

The carotene was estimated by the method of Ferguson & Bishop [1936]. The 
results will be found in Tables IV and V of which the first gives the carotene 


Table IV. The carotene content of grass dried by various methods 

Mg. carotene/ 100 g. grass 


Carotene content 


Method of drying 

% moisture 

f 

Moist 

A 

Dry 

present 
nresh grs 

Fresh grass 

88*92 

10*4 

10*2 


100 

Artificially dried 

10*56 

39*1 

42*4 

86*7 

high temperature 

Artificially dried 

12*90 

32*1 

38-2 

78*1 

low temperature 

Artificially dried 
in current of hot air 

7-89 . 

39*0 

43*7 

89*4 

Sun-dried under natural 

21-38 

9*6 

12*2 

26*0 

conditions (hay) 

Dried without sun at 

18-06 

12*6 

15*4 

31*6 

air temperature 
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Table V. Rate of destruction of carotene in the sun-curing of grass 


Hours after 
cutting 

Time of 
exposure to 
sunshine* 

% Moisture 

Mg. carotene/ 100 g. grass 

f ^ — 

Moist Dry 

Carotene content 
as % of that 
present in 
fresh gross 

100 

Freshly cut 

hr. min. 

65-27 

8-7 

25-0 

1 

54 

59-05 

9-(» 

22-0 

88 

3 

2 54 

47-78 

11-0 

21-0 

84 

6 

5 27 

38-59 

10-3 

16-8 

67-2 

24 

9 57 

35-54 

9-9 

15-4 

61-6 

48 

16 32 

35*09 

9-1 

13-4 

53-6 

72 

24 32 

24-78 

4-7 

6-3 

25-2 

96 

30 45 

16-17 

4-4 

53 

21-2 


* As measured by a Jordan photographic sunshine recorder. 


content of the grasses used in the protein experiment and the second shows the 
changes in the carotene content of grass in the course of its conversion into hay. 

In both cases hay cured under natural conditions contained only about one 
quarter of the carotene originally present in the fresh grass. Artificial drying at 
normal running temperature preserved nearly 90 % of the carotene. This figure 
is in good agreement with the earlier findings of Watson et aL [1933]. The drying 
at the lower temperature was slightly more injurious, most probably because of 
the longer exposure of the material to the hot gases after it had become relatively 
dry [Watson, 1934] and it is possible that the same reason would account for the 
slight lowering of the biological value of the proteins described on p. 2028. 

The high figure for the carotene content of the sample of grass dried in a hot 
air tunnel is rather surprising as the drying took some 24 hr. and air was con- 
tinuously passing over the grass ; on the other hand the temperature of the air 
never rose above 142° F. and that of the grass must have been even lower for, at 
any rate, part of the time. 

The measurements of the rate of disappc^arance of carotene when grass is 
made into hay show a fairly steady fall. The loss after 48 hr. is some 46 % of the 
original vahie. This compares unfavourably with the figures given by Greenhill 
[1936], but it must be remembered that his results were obtained in the course 
of partial field drying of grass as a preliminary to artificial drying and not in 
haymaking. On the other hand, the figures agree quite w’^ell with the data of 
Dexter & Moore [1937] for lucerne hay cured in swaths. 

SlT»IMARY 

1. Grass was dried by artificial means and also made into hay in the normal 
way and the effects of the various procedures on the carotene content and on the 
biological value of the proteins of grass were measured. 

2. The biological value and true digestibility of the proteins of grass arti- 
ficially dried at the normal running temperature (300° F.) in a rotating drum 
type drier were compared on rats by the method of Mitchell with those of grass 
dried in the same drier at low temperature (170° F.) and those of sun-cured hay. 
All three samples were made from one bulk of fresh grass. 

3. The following figures were found for biological value and true digesti- 
bility: artificially dried grass, high temperature, 67 and 66; artificially dried 
grass, low temperature, 62 and 65 ; hay, 52 and 64. 

The differences in biological values of the proteins between artificially dried 
samples and hay were statistically highly significant. Other differences were not. 



2030 


S. BARTLETT AND OTHERS 


4. Carotene figures are given for various samples of dried and fresh grass and 
also measurements of the rate of loss of carotene in the course of sun-curing of 
grass. 

Our thanks are due to Prof. H. D. Kay and Mr J. Mackintosh for advice 
during the course of these experiments ; also to Mr J. E. Campion who assisted in 
operating the grass-drying plant. 


Note added 28 October 1938. Smuts & Malan [1938] have obtained very 
recently for lucerne meal biological values of 60 and 61 which agree very well 
with the findings of Nevens [1921]. 


REFERENCES 

Dexter & Moore (1937). Qimrt. BuU. Mich, agric. Exp. Sta. 20, 7o. 

Ferguson & Bishop (1936). ArudyftU 61, 515. 

Fixsen & Jackson (1932). Biochem. J. 26, 1923. 

Greenhill (1936). JEmp. J. Exp. Agric. 4, 145. 

Henry, Kon & Watson (1937). Milk and Nutrition, Part i, p. 37. Reading: Nat. Inst. Res. 
Dairying. 

Kon & Markuze (1931). Biochem. J. 25, 1476. 

Maynard & Tunison (1932). Industr. Engng Chem. 24, 1168. 

Mitchell (1924). J. hUd. Ch^m. 68 , 873. 

& Carman (1926). J. biol. Chem. 68 , 183. 

Morgan (1931). J. biol. Chem. 90 , 771. 

& Kem (1934). J. Nutnt. 7, 367. 

Morris, Wright & Fowler (1936). J. Dairy JRes. 7, 97. 

Nevens (1921). J. Dairy Sci. 4, 552. 

Roberts (1937). Bep. Ser. agric. Rea. Coun., Lond., 2. 

Saakian (1935). Probl. Zivat. No, 8, 55. 

Smuts & Malan (1938). Onderatepoort J. vet, Sci. 10, 207. 

“Student” (1908). Biometrika, 1. 

(1925). Metnm, 6, 105. 

Watson (19^). J.R. agric. Soc. 05, 103. 

Drummond, Heilbron & Morton (1933). Emp. J. exp. Agric. 1, 68. 

White (1937). Milk and Nutrition, Part i, p. 64. Reading: Nat. Inst. Res. Dairying. 



CCLXIIL THE CATATORULIN TEST 
FOR VITAMIN 

By RUDOLPH ALBERT PETERS 
From the Department of Biochemistry ^ Oxford 

(Received 26 September 1938) 

The catatorulin test, using avitaminous pigeon’s brain, may still occasionally 
prove useful, because it is fairly sensitive, reacting to less than 0*2y vitamin Bj , 
and because it has a low sensitivity to the phosphoric esters [Peters, 1937]. With 
the newest thioehrome test [Jansen & Westenbrink, 1938] small amounts of 
vitamin Bj are evidently determined, but the Schopfor mould test does not 
distinguish between the different forms of vitamin [Sinclair, 1937], and the new 
yeast enzyme test does not separate the free vitamin from its monophosphoric 
ester. Further there are points of general application in the use of a tissue 
preparation of this nature for an enzyme test in which it is found that fine 
grinding or extraction of the tissue leads to loss of activity [McGowan & Peters, 
1937], For these reasons the collective experience of some years with this test 
is here recorded briefly; in particular, it is l)elieved that a satisfactory theoretical 
basis has been found for the use of p 3 nruvate and that the conditions have now 
been defined which make for the maximum degree of sensitivity. 

The first catatorulin tests for vitamin B^ using avitaminous pigeon’s brain 
were based upon the increase in Og uptake observed in lactate solution as the 
result of adding the vitamin [Passmore et al, 1933], This was extended to lactate 
and pyrophosphate [Kinnersley et ah 1935], when it was found that this gave 
larger differences. Finally it became clear that pyruvate rather than lactate 
was the essential siibstrate; attention was therefore diverted to pyruvate 
[Ogston & PetcTS, 1936], especially in view of the further increase in the Og 
difference's which was thus obtained. At the same time these last changes meant 
giving up an equation which had served well previously with lactate for the 2nd 
hour of respiration. Recent papers from this laboratory [Peters, 1936 ; McGowan 
& Peters, 1937] show clearly the incorrectness of the theoretical basis of this 
Michaelis equation in which there was postulated a reversible equilibrium 
between vitamin Bj and some essential component of the system. Now we know 
that a quite different series of reactions is involved. In the absence of vitamin B^ , 
some component (probably protein) of the pyruvate-oxidase system becomes 
unstable ; this is proved by the fact that the effect of vitamin B^ tends to be 
that of maintenance [Peters el al, 1936 ; Westenbrink & Polak, 1937] ; the control 
decreases in respiration rate more rapidly than the sample containing vitamin, 
and also the washed avitaminous brain tissue gives a poor catatorulin effect 
which is not improved by the addition of the washings. The steadier values ob- 
tained for respiration during the second hour are only in part due to the removal 
of the residual substrates; they are probably associated with the inactivation 
of the unstable component of the system; the rate of inactivation increases with 
rising temperature. In lactate the series of changes summarized by the previous 
equation is complicated:^ (a) lactate is converted into pyruvate; (6) vitamin B^ 
^ Another possible explanation of the catatorulin effect might be that added aneurin merely 
prevents the dissociation of the last traces of pyrophosphoric ester, but this is not consistent with 
the trifling effect of vitamin upon the normal brain. 

( 2031 ) 
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reaches its unstable component by diffusion ; (c) the vitamin may first have to be 
phosphorylated, a question which is not yet decided [Peters, 1937 ; Ochoa Sc 
Peters, 1938]. By using pyruvate (a) is eliminated. 

In arriving at a new theoretical treatment for pyruvate as substrate it must 
be remembered that the observed has three components, (1) residual 
respiration (not due to pyruvate), (2) residual p 3 rruvate respiration (due to 
residual traces of vitamin B^) and (3) catatoruhn respiration, due to added 
vitamin. We may call (1)4* (2) R. If we assume that the added aneurin a acts 
either as a prosthetic group or coenzyme to some protein, p, we can write ap 
as the actual enzyme system. At any time the catatorulin O 2 uptake in the 
absence of complicating factors depends upon ap. Since p is very unstable 
at 38"^ in absence of aneurin and substrate [Peters, 1936], at any time after 
30 min. no more ap can be formed; after this time therefore 

Qq^ observed — fc (R+ap). 

We should expect the difference between the with and without added 
vitamin to remain constant after the 30 min. period, if the complete system is 
reasonably stable, because the diminution of the residual respiration (1) will be 
the same for each, and the residual traces of the pyruvate-oxidase system will 
remain equally stable. The curves shown in Fig. 1 are consistent with tliis view, 
which has been previously expressed. 

For the period of respiration J-2 hr. there is a fairly constant change pro- 
duced by the aneurin in jul./g./hr., though the general level of respiration is 
falling. Taking recent experiments consecutively, I have calculated in 28 cases 
the average variation from the mean over the period 1-2 hr. for the separate 
half-hours, and have obtained the value ± 7*8 pi , ; tliis is only a small percentage 
of the total values involved. For the period 0*5-1 *0 hr. the average difference 
from the same mean is greater, namely ± 15*2 pL Hence there is experimental 
justification for the idea that the system once formed remains stable, and proof 
that the values for the period 1-2 hr. are more consistent (a for individual 
figures varying from 300-600 fil for 1-2 hr. is 22 and for 0*5-1 -0 hr. 63). 

Further support for the idea that the aneurin system once formed is irreversible is to bo 
found in the failure to obtain substantial oatatorulin effects with normal brain mentioned above, 
and the absence of a catatorulin action in solutions in which normal brain has been previously 
shaken. 

Accepting the hypothesis that the rate of pyruvate oxidation is proportional 
to the quantity ap, theoretically this rate should be exactly proportional to the 
amount of aneurin added, provided that the active surface adsorbs the aneurin 
practically quantitatively. Hence, up to a certain limit which is set by the 
amount of the residual aneurin system still in the avitaminous tissue, increases 
in rate due to equal increments of aneurin should be equal. There should be a 
straight line relation between the amount of vitamin and the catatorulin O 2 up 
to a maximum, which should thenatonceshownofurtherincrease. Pig. 2(Theory) 
indicates the l^d of curves which would be obtained if this view were correct. 
The typical experimental curves also shown in Fig. 2 are in general agreement 
with the hypothesis ; they indicate that after the addition of l*0y there is in all 
cases an abrupt discontinuity; in many cases there is practically no increase 
after 0*5y. This is consistent with slight variations in the residual vitamin left 
in different brains and it means that in practice the part of the curve from 
0*5-1 *0)/ is dangerous to use for any but the tnost approximate estimations. 
Inspection of the experimental curves obtained during the last few years showed 






150 390 360 440 350 360 


I ''V, 1014 



300 440 590 600 
200 250 430 440 



Fig. 1. Catatorulin tests indicatinff the variation of the respiration rate with time and different 
amounts of vitamin* indioaM as y on the diagram. Ordinate = rate of respiration, a}>scifisa 
-time. Each vertical line represents the rate /J./g./hr. of respiration for successive periods, 
16* 16, 80, 80, 30 min. The figures below the vertical lines represent the extra 0* uptake 
due to vitamin. 
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several which departed more widely from the hypothesis above than could be 
attributed to experimental error. This departure is always in the sense that the 
0*25y point is higher than it should be for the straight line relation. Owing to 
the difficulty of standardizing conditions exactly in this system, it is not worth 
pursuing this point far; the best values for the catatorulin test will be obtained 



Fig. 2. Curves indicate the change in extra O, uptake produced by vitamin in varying con- 
centration. Ordinate = 0, uptake fd./g./hr.; abscissa = concentration of vitamin; the actual 
amount is indicated in two experiments; the remainder are drawn to the same scale. Last 
diagram marked “Theory” is drawn from theoretical considerations. 

between 0*25 and 0*5y, in the region of O-Sy. I have found, however, that large 
differences are caused in catatorulin values by not allowing sufficient time for 
diffusion equilibrium to occur before introducing the bottles into the warm 
bath; an extreme example of this effect is given in Table I. 

Table I, Effect of allowing time for diffusion on the ccUatorulin teat 

After division of the tissue at the mashing stage, the vitamin was immediately introduced 
into the bottles. Samples marked “No standing” were quickly filled with Oj and placed in bath; 
those “Stood 15 min.” were kept at room temperature for this time with shaking. 

Extra uptake due to vitamin for period 1-2 hr., ^d./g./hr. 


Vitamin added 

0*26y 

0-5y 

No standing 

556 

620 

Stood 15 min. 

343 

523 


Here the effect of standing has been to reduce the total 0| uptake but to improve the divergence 
between the two concentrations of vitamin. The theoretical straight line is found when the hitter 
values are plotted. 

The improvements in method given below are based upon the above principles. 

It is not easy to understand why the Michaelis tyi)e of equation, proposed 
by Passmore eJt al, [1933], held good for lactate. Peters et ah [1935]^ found that 
the pyruvate formed from lactate in presence of vitamin immediately underwent 
further oxidation. The most feasible explanation seems to be that the deciding 
factor was the instability of the pyruvate oxidase system in the absence of 
pyruvate. 

Some experimental points 

The procedure should follow that of Kinnersley ei al. [1935] (Appendix, 
p. 712), with the following modifications. The birds should be thoroughly 
depleted of vitamin by dosing thefii at least once after symptoms have appeared 
and using them upon the reappearance of symptoms. Only the cerebrum and 

^ There was a misprint on page 56 of this paper. In Table II after the airow in the heading, 
it should read “poison” addition instead of “substrate” addition. 
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optic lobes are used. The bottles should contain Ringer-phosphate solution at 
pH 7*3 and 6 mg. sodium p3n7uvate before the introduction of the samples. Tests 
showed that it made no difference whether the pyruvate was added before or 
after the mashing; it is more convenient to add it before. Triplicate estimations 
are made if possible, and there should be an attempt to get the points 0, 0-25 
and 0‘6y with pure vitamin. The zero point can be obtained in duplicate if only 
a few samples are available. After division with the glass crusher, which should 
be carefully done, the vitamin should be added to form the last addition to 
the bottle soon after the crushing. In this way the concentration is not even 
temporarily larger than is intended. After the addition of vitamin the bottles 
should be allowed to stand at room temperature for about 10 min. before filling 
them with O 2 with sufficient shaking to ensure that they do not become anaerobic. 
An extra shake after filling them with O 2 is desirable. I have found it convenient 
to place the bottles in the warm bath at 38® at intervals of two each I min. ; this 
allows reasonable time for reading. The calculations are made by plotting the 
average for the extra Og uptake on squared paper for the period 1-2 hr. and 
reading the value for the unknown by inspection. As a convention I have 
usually joined the points 0, 0-25 and 0‘5y by straight lines when the 0-25y point 
has not lain upon the direct line between 0 and 0-5y. In some cases it would 
be unquestionably correct to continue a straight line through the points 0 and 
0*25y and assume that this becomes discontinuous at some point between 0*25 
and 0*5y ; but the possibility that there is more initial vitamin than the equivalent 
of 0-5y in the tissue has to be balanced in such cases against the possible error 
of determining the points 0 and 0-25y in question. The standard deviation of a 
single observation is of the order of 3*5% of the mean. It is not always easy to 
get more than ten satisfactory samples from a given brain ; the mixing of two 
avitaminouB brains has not proved an advantage owing to the increasing standard 
deviation found for individual samples. Hence the improvement with triplicate 
estimations must be balanced against the fewer determinations possible. The 
theoretical error for an estimation using triplicate observations is of the order 
of ±5%. It is difficult to give an exact idea of the error of the method in 
practice, because it is so much affected by the condition of the brain used ; the 
results from some brains have to be discarded. 

Exps. 1 and 2 below indicate the kind of results which may be expected and 
which are often obtained; but it must be emphasized that, as the method is 
subject to unaccountable variations, it is unwise to rely upon less than three 
estimations. 

Exp. 1. Two tests were made in which 0*3y of a vitamin solution was 
compared against 0-0, 0*25 and 0*5y. The values found by estimation were 
0*32 and 0*33y. 

Exp. 2. Two synthetic specimens of vitamin , now known to be equally 
active, were tested at a level of 0*6y. The mean Og uptakes during the period 
1-2 hr. in duplicate estimations were in /Ltl./g. /hr. : specimen 1, with 0*0y, 656 
and with 0*5y, 1027 ; specimen 2, with 0-5y, 1063 and with 0*0y, 654. The two 
separate values with 0*0y agree well. The excess O 2 values of 371 and 409 give 
a value for specimen 2 of approx. 0-65y. The extrapolation seems to be justifiable 
in this case ; but the experiment was an early one, done before it was realized that 
0*5y was practically the maximum amount which could be estimated by this 
method. 

The Bodhua pyruvate used was prepared as advised by Dr Stedman. I have found it 
best to dilute redistilled pyruvic add with about an equal volume of water, add bromophenol 
blue and neutralise with oonoentrated pure NaOH to jpH 4*5 approximately. 
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After cooling in ice-salt mixture, the salt is thrown out with acetone. Becrystallization was best 
done by dissolving in a minimum amount of water, treating with acetone until the appearance 
of strong turbidity, warming until the whole had just dissolved, and cooling in an ice-salt mixture. 
Purity was checked by estimation of the bisulphite-binding power. 

Summary 

The catatorulin test using avitaminous pigeon brain has been studied further ; 
it may still occasionally be useful owing to its specificity for small amounts of 
vitamin (about 0*2y). 

Several improvements have been introduced; pyruvate is substituted for 
lactate. An explanation has now been found for the discontinuous type of curve 
found with pyruvate and the upper limits of sensitivity have been defined. 

My thanks are due to Mr H. W. Kinnersley for much help, to Mr R. W. 
Wakelin for his careful technical assistance and for grants towards the research 
from the Medical Research Council. 
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CCLXIV. THE SUGAR AND TOTAL KETONE 
CONTENT OF THE BLOOD OF EWES AND 
OF THEIR NEW-BORN LAMBS 

By LAURENCE C. SNOOK and WILLIAM GOLDEN 
From the Rowett Research Institute^ Aberdeen 

(Received 26 September 1938) 

In many animals it has been found that the maternal blood at term contains a 
higher pi^rcentage of sugar than the foetal blood. Needham [1931] cites data 
illustrating this point and gives figures obtained in human subjects by 18 in- 
vestigators, from which the following averages have been calculated: maternal 
blood 118 mg., foetal blood 94 mg. sugar per 100 ml. Aron [1924] records even 
wider differences for the dog (maternal 110 mg., foetal 65 mg. per 100 ml.) and 
for the guinea pig (maternal 107 mg., foetal 60 mg. per 100 ml.). On the other 
hand he gives data for the cow (maternal 100 mg., foetal 110 mg.) and for the 
pig (maternal 100 mg., foetal 139 mg.) which suggest that the reverse is true for 
these sp('cics. Passmon^ & Schlossman [1938] record a similar relation for sheep 
and goats. 

In the course of a study on the occurrence of ketonaemia in pregnant ewes 
the opportunity was taken to determine the sugar and total ketones present in 
the blood of (jwes (both normal and ketonaemic) at the time of parturition and in 
that of their new born lambs. A number of ewes were available which, for some 
weeks during the latter half of pregnancy, had shown progressively increasing 
ketonaemia accompanied by marked hypoglycaemia. The lambs from these 
ewes were small and weak and it was of interest to see whether this weakness 
could bo correlated with a low blood sugar level and/or the passage of ketones 
from the maternal to the foetal blood stream. As eontrols a number of health}^ 
ewes with their vigorous new-born lambs were also examined. 

Methods 

Blood sugar: Somogyi’s modification of the Shaffer-Hartmann method 
[Peters & Van Slyke, 1931]. 

Total ketone bodies in the blood : Gravimetric method using Deniges' reagent 
[Peters & Van Slyke, 1931]. 

Results 

All the ewes were bled a day or more prior to parturition and as soon after 
lambing as possible, the new-born lambs being bled at the latter time. The 
analytical data are recorded in Table I with the times before and after lambing 
at which the samples were taken. They serve to show the changes which occur in 
the blood of the ewe at about the time of labour as well as the differences between 
the blood of the new-born lamb and its dam with respect to sugar and ketone 
bodies. 

Blood In the normal healthy ewe at parturition there is a marked rise 

in the blood sugar level, but the figures cited suggest that post partum there is a 
fairly rapid return to the normal level. Thus, although the ewes bled up to within 
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Table I. The sugar arid total ketone bodies in the blood of ewes at 
parturition and in that of their new-born lambs: mg. per 100 ml. 


Ewe Interval 

— ^ between 



Days 

t " 

Before lambing 

After lambing 

Lamb 


lambing 

Ewe 

no. 

before 

lambing 


A _ 



-A 


and 

bleeding 

Sugar 

Ketones 

r 

Sugar 

- ■ -X 

Ketones 

f y 

Sugar Ketones 




Healthy ewes 




40 

1 

52 

0 

145 

0 

163 

0 

10 min. 

65 

6 

56 

0 

112 

0 

156 

0 

30 

68 

2 

60 

0 

83 

0 

109 

0 

2} hr. 

44 

1 

56 

0 

72 

. 0 

94 

0 

3 „ 

79 

3 

50 

0 

50 

0 

97 

0 

14 „ 




Ewes showing ketonaemia 




81 

3 

18 

48 

62 

25 

62 

0 

S min. 

48 

1 

40 

36 

55 

16 

65 

0 

5 

41 

8 

32 

41 

— 

44 

— 

0 

6 

4 

1 

31 

83 

67 

60 

124 

0 

16 „ 

89 

4 

38 

12 

46 

12 

64 

0 

15 

37 

6 hr. 

39 

28 

37 

24 

92 

0 

30 

98 

6 

28 

48 

64 

32 

93 

0 

60 „ 

11 

8 

28 

53 

53 

33 

68 

0 

60 „ 

3 hr. after lambing showed this rise. 

in the case of ewe no. 79 which 

was not bled 


until 14 hr. after lambing, the blood sugar was at the same level as it had been 
3 days before lambing. A similar rise in blood sugar level at term has been re- 
ported in the case of human subjects by Ketteringham & Austin [1938] who 
found that at the first stage of labour (1-8 hr. before delivery) 28 mothers had an 
average blood sugar of 93 mg. per 100 ml. and at delivery the average value was 
122 mg. per 100 ml. In the ewes suffering from ketonaemia and having a low 
blood sugar level before lambing the rise was also shown but the level reached 
was by no means as high as in the healthy owes. 

In the case of the lambs it is shown that at birth, or shortly after, their blood 
contained a higher peroentage of sugar than did that of the mother. This 
difference is pronounced in the case of the healthy ewes and their progeny, but is 
less marked for the lambs from some of the ketonaemic ewes. It is probable that, 
following birth, the blood sugar levels of the lamb may change with rapidity over 
a fairly wide range. Thus Passmore & Sohlossman [1938] found a rise in the 
blood sugar from 128 to 142 mg. per 100 ml. in the 15 min. following the delivery 
of an experimental lamb which had been treated with insulin. They suggest a 
post partum mobilization of liver glycogen as a result of the exposure of the 
new-born lamb to a ooM atmosphere. If this elevation is general the rather low 
blood sugar levels obtained 5 min. after birth could be explained and the rather 
higher values obtained soon after might be expected. Ketteringham & Austin 
[1938] found that 3-6 hr. after birth the blood sugar of human babies dropped to 
the normal infant range. The results shown for the lambs from normal ewes 
suggested that an analogous change could be demonstrated in the lamb. The 
smaller differences between the blood sugar levels of the ketonaemic ewes and 
their lambs and the smaller changes in the blood sugar level of these lambs at the 
bnger intervals from the time of birth are in all probability attributable to the 
h 3 ^glycaeinio condition of the ewe during the latter stages of pregnancy. 

Blood ketones. An interesting finding of this investigation is the complete 
absence of ketone bodies from the blood of the new-born lambs from ewes which 
had been showing signs of severe ketonaemia for periods up to 6 weeks prior to 
and immediately after lambing. One might expect that molecules of the size 
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and nature of j8-hydroxybutyric acid (the chief ketone present in the blood of 
the ketonaemic ewe) would pass readily through the placental membrane. 
Many investigators have shown that in most mammals gases and crystalloid 
substances with small molecules pass readily through the placenta. Thus 
Anselmino [1929] found that 50 min. after injecting dihydroxyaoetone into the 
blood stream of the pregnant rabbit, the foetal and maternal bloods contained 
the same concentration of this added material. Needham [1931] discusses the 
variation in permeability shown by different types of chorion and gives as an 
illustration the fact that sodium salicylate will pass readily through the placenta 
of the cat or the guinea-pig but not through that of the cow or ewe. It seems that 
the placenta of the ewe likewise prevents the passage of ketone bodies to the 
foetus. 

It is possible that the foetal lamb possesses some mechanism facilitating the 
oxidation or removal of ketone bodies from the system, but this does not seem 
probable. It is generally accepted that young animals develop ketosis more 
readily than adults and suffer more severely from its effects. This does not suggest 
the existence of any special protective mechanism in the young. 

Summary 

1 . The sugar and total ketones in the blood of normal and ketonaemic ewes 
prior to and shortly after lambing are recorded along with the corresponding 
figures for the blood of the lamb, drawn shortly after birth. 

2. At parturition there is a marked rise in the blood sugar levels of both 
normal and hypoglycaemic ewes. 

3. The blood of the new-born lamb contains a higher percentage of sugar 
than that of its dam bled at the same time. 

4. Hypoglycaemia in the pregnant ewe is reflected in a much lower blood 
sugar level at parturition and a relatively low blood sugar level in the new-born 
lamb. 

5. The blood of new-born lambs from ewes showing marked ketonaemia was 
quite free from ketone bodies. 
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CCLXV. THE SPECIFICITY OF COUPLED 
ESTERIFICATION OF PHOSPHATE 
IN MUSCLE 

By DOROTHY MOYLE NEEDH^ and GWEI DJEN LU 
Frrnn the Biodtetnical Laboratory, Cambridge 

(Received 1 October 1938) 

It has been shown that, while a number of oxidoreductions involving oxidation 
of triosephosphate to phosphoglyceric acid can Ihj coupled with synthesis of 
adenylpyrophosphate from adenylic acid and free phosphate, sindlar oxido- 
reductions involving oxidation of glyceraldohyde to glyceric acid are not so 
coupled [Needham & Pillai, 1937]. I^rther experiments, in which a variety of 
conditions have been tried, have confirmed this lack of coupling. From these 
observations the inference may be drawn that the essential energy-providing 
reaction in the coupled mechanism is the reduction of coenzyme I by glyceralde- 
hydephosphate; for the oxidation of reduced coenzymo by pyruvate goes on 
(when glyceraldehyde is the reductant in the oxidoreduction) without coupled 
esterification. As this inference must be important in the elucidation of the 
mechanism of the coupling, it was decided to test it further. 

This has been done by separating the oxidoreduction into its two constituent 
reactions; 

(1) glyceraJdehydephosphate+ooenzyme 

phosphoglyceric acid -f reduced coenzyme, 

(2) pyruvate -I- reduced coenzyme lactic acid-f ooenzyme, 

and testing each separately for its effect on esterification. The experiments with 
reaction (2) are quite straightforward, but with reaction (1) a complication 
arises. In muscle extract it has not so far been possible to separate the glycero- 
phosphate dehydrogenase from the triosephosphate dehydrogenase ; this means 
that, in aqueous muscle extracts or in extracts of acetone powder, triosephosphate 
acts as oxidant as well as reductant, and the ooenzyme reduced during phospho- 
glyceric acid formation is oxidized by more triosephosphate, which is itself 
reduced to glycerophosphate. We have therefore studied the triosephosphate 
oxidation to phosphoglycerate under conditions where the reduced coenzyme 
was largely, if not entirely, reoxidized by atmospheric Oj through the cyto- 
chrome system. To enable O 2 uptake to go on, it was necessary to add to the 
extract of muscle acetone powder ordinary used for study of oxidoreductions, 
a small amount of an enzyme preparation from heart made according to the 
metirod of Keilin to Haitree [1938]. This preparation contains (1) ooenzyme 
&ctor, the enzyme oatsdysing the transfer of hydrogen from reduced ooenzyme I 
or n to a carrier such as c^^chrome [Dewan to Green, 1938] ; (2) oytoohromes 
a and h; (3) cytochrome oxidase, the enzyme catalysing the oxidation of re- 
du<^ cytodirome by atmospheric Of [Keilte to Hartree, 1938]. When this heart 
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preparation is added to muscle extract, the following series of reactions can take 
place: 

dehydrogenase 

Triosephosphate + coenzyme I ► phosphoglycerate + reduced ooenzyme. 

coenzyme 

lleduced coenzyme + cytochrome ► cocnzyme + reduced cytochrome, 

factor 

cytochrome 

Reduced cytochrome 4* O 2 ► cytochrome. 

oxidase 

The amount of cytochrome present in our preparations was not optimal, and 
greater Og uptake was always obtained by ad^ng methylene blue. Then 

coenzyme factor 

Reduced ooenzyme +MoB *• c*oenzyme + reduced MeB. 

Reduced MeB + Oj — MeB. 

Experimental details 

Enzyme preparations. The aqueous extract of dried acetone muscle powder 
(used in all the experiments to provide the oxidorediiction and phosphorylation 
mechanisms) was prepared in the same way as described by Needham & Pillai 
[1937]. Before use the extracts were dialysed 18 hr. 

The heart preparation (added when interaction with atmospheric Og was 
needed) was made from pig’s heart in the following way. Two hearts wore freed 
from fat and minced twice through an ordinary mincer ; the mince was thoroughly 
washed by suspending (with mechanical stirring) in about 5 1. tap water; this 
was repeated ten times, the muscle mass being squeezed in muslin each time 
before resuspension. It was then ground with fine sand and 250 ml. Jif/25 
phosphate buffer (pH 7) for 1^ hr. in a mechanical mortar. The thick paste was 
mixed with 350 ml. more buffer solution and centrifuged. The cloudy fluid was 
poured off, and acetate buffer pH 4*6 was added until the pH of the whole had 
fallen to 4*6. The mixture was again centrifuged ; the clear fluid was discarded, 
and the residue was suspended in 30 ml. phosphate buffer (Jf/10 pH 7*2). 
Finely powdered Na2HP04 was added until the pH was 7*0. The preparation 
was stored at 0® in this form ; at the end of a week its activity was alK>ut 60% 
of the initial. Before use, portions of the preparation were dialysed 18 hr. in 
cellophane bags suspended in 3 1. 0-5% KCl. 

It was already Imown that the extract of acetone muscle powder contained 
no adenylpyrophosphatase and no deaminase. As the heart preparation also 
was to be used in experiments where adenylpyrophosphate synthesis from 
adenylic acid was to be looked for, it was necessary to find out in this case 
too whether enzymes were present which could dephosphorylate 83mthesized 
adenylpyrophosphate, or deamipate added adenylic acid. 

As regaMs possible destruction of added adenylic acid, the position appeared 
satisfactory; for under the conditions of the experiments, not more than 5% of 
the possible NH3 was set free in 15 min. 

On the other hand, unfortunately, it seemed to be impossible to free the heart 
preparation from adenylpyrophosphatase. Even after some days at 0® and 
several hr. dialysis added adenylpyrophosphate was broken down to a consider- 
able extent. In order in these circumstances to demonstrate disappearance of 
inorganic phosphate, we tried adding to the experimental mixture glycogen as 
well as adenylic acid, in the hope that phosphate would be transferred to 
glycogen ftom synthesized adenylpyrophosphate more rapidly than it was split 
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off again from the adenylpyrophosphate to give free phosphate. Experiments 
in which adenylpyrophosphate + glycogen were added to the enzyme mixture 
showed that, even in the presence of glycogen, rather more tt^n half the 
pyrophosphate disappearing was found as inorganic phosphate; thus the 
adenylpyrophosphatase appeared to be more active than the enzyme concerned 
with phosphate transfer. Creatine (at pH 9-0) instead of glycogen was tried, 
but with even less success. In absence, therefore, of any better way of demon- 
strating esterification of free phosphate, glycogen -I- adenylic add were used in 
the Og uptake experiments. 

The use of glycogen in this way led to the possibility of another source of 
error: the Pamas esterification of inorganic phosphate with glycogen might take 
place, leading to disappearance of inorganic phosphate quite independently of 
the coupled mechanism. Tests such as the following showed, however, that with 
the concentrations of phosphate, glycogen and enz 3 ane 8 used in the experiments, 
no Pamas esterification was observable. 

Three mixtures were prepared. Each contained glycogen 3-6 mg., adenylic 
acid 0'6 mg., phosphate (0"066 M, pH 7'2) 0*3 ml., lli^SOg (0-006 AT) 0*06 ml. 
and NaP (0*5 if) 0*1 ml. ; water to 2*4 ml. In addition the following were added ; 

1 2 3 

Heart preparation 0-75 ml. 0-75 ml. 0 ml. 

Mosolfi extract 0*26 ml. 0 ml. 0*26 mL 

An initial sample of 0*5 ml. waa removed from each, then all were incubated 
at 37®. Samples were again removed at the end of 16 min. and 30 min. Only in 
no. 3 was any change in free phosphate observed, and here the decrease was 
only 0*09 mg. out of 0*6 mg. 

Finally, tests were made to see whether the hexosediphosphatase activity 
discussed by Pillai [1938, 1] was of importance under our conditions. 

Three mixtures were prepared and incubated at 37°. Each contained 
hexosediphosphate (0*14 Jlf) 0*15 ml., phosphate (0*066 JIf, pH 7*2) 0*3 ml., 
MgSOg (0*006 M) 0*1 ml. and NaP (0*6 M) 0*1 ml.; water to 2*2 ml. In addition 
the following were added: 

12 3 

Heart prepaiation 0*73 ml. 0*75 ml. 0 ml. 

Muscle extract 0-26 ml. 0 ml. 0-26 ml. 

Samples were removed at 0, 16 and 30 min. The increase in inorganic 
phosphate found was within the limits of experimental error. 

Summing up this preliminary examination of the properties of the enzyme 
preparations to be used, we may therefore say that no destruction of adenylic 
acid by deaminase, no significant removal of free phosphate by the Pamas 
esterification, and no significant ihorease in free phosphate by hexosediphos- 
phatase activity is to be expected. On the other hand, owing to the persistence 
of adenylpyrophosphatase in the heart preparation, some hydrolysis of adenyl- 
pyrophosphate, even in presence of glycogen, will take place, and one can hope 
to observe only a fraction of the adenylpyrophospi^te synthesis actually 
occurring. 

Chemical preparatime and ntelhode. These were for the most part the m-wia 
as those used in previous work [e.g. Needham & Pillai, 1937]. For estimation 
of phosphoglyceric acid the methdd of Bapoport [1937] was followed and for 
0| upti^ i^e method of Warburg, usmg 16 ml. conical cups with two side-bulbs. 
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Lack of bstebifioation with glyobraldehyde oxidorbduction 

In the preliminary experiments of Needham & Pillai [1937] it was found that 
oxidoreduction between glyceraldehyde and pyruvate went on unaccompanied 
by esterification of free phosphate when adenylic acid was present as phosphate 
acceptor. About 1-5 mg. lactic acid per ml. extract were formed; when similar 
amounts of lactic acid were formed by reduction of pyruvate by triosephosphate, 
about 0*5 mg. inorganic P disappeared. In the present work these results were 
confirmed. It seemed possible that the high adenylic acid concentration used 
(about 3 mg./ml. final concentration) might have some deleterious effect upon 
the coupled mechanism with glyceraldehyde as a component, although not with 
triosephosphate. Some experiments were therefore done with glycogen and 
creatine provided as possible acceptors of phosphate,, from adenylpyrophosphate 
if formed, only small amounts of adenylic acid being added. 

Typical expe*riments are given below. 

1 ml. extract was made up to a final volume of 3 ml. The final concentrations 
were : pyruvate, 0*026 M ; hexosediphosphate, 0*013 M ; inactive glyceraldehyde, 
0*052 M (to allow for the Z-component, which does not react) ; phosphate, 0*03 M ; 
NaF, 0*025 JIf ; NaHCOa, 0*01 ilf. Crude coenzyme was added, 0*3 ml. of a 
solution containing 150 mg. per 100 ml. AU samples were incubated 30 min. at 
37*^, pH 8*0. The rt^sults are expressed in mg. per ml. extract. 


Table I 

Lactic 


Creatine- 


acid 

Inorganic P phosphate P 

Adenylic acid, 0*01 M (3*4 mg. per ml.) 

mg. 

mg. 

mg. 

Hexosediphosphate + pyruvate 

Glyceraldehyde + pyruvate 

+ 1*2 
+ 1-5 

1 

oo 


Adenylic acid, 0-002 M (0*7 nig. jier ml.) 




Hexosediphosphate pyruvate -f glycogen (6 mg.) 

+ 0-94 

-0-27 

— 

Glyceraldehyde + pyruvate 4 glycogen (6 mg.) 

+ 0*90 

0 

— 

Hexosediphosphate + pyruvate + creatine (10 rag.) 
Glyceraldehyae + pyruvate -f creatine (10 mg.) 

+ 1-31 

— 

-i-017 

+ M0 

— 

0 


In the case of glyceraldehyde oxidoreduction with pyruvate, it was noticed 
that the lactic acid formation was much greater in a sample to which no adenylic 
acid or phosphate had been added. Further experiment showed that addition 
of adenylic acid has a marked inhibitory effect on the oxidoreduction, while 
addition of phosphate has a stimulating effect. 


Table II 

Lactic acid formed (mg.) 
Exp. 45 A Exp. 46 B 

No adenylic acid and no phosphate added 0*43 0*37 

Both added 0*84 1*05 

Phosphate added, no adenylic acid 1*44 1*24 


For hexosediphosphate oxidoreduction with pyruvate the following results 
were found: 

Table III 

Lactic acid formed (mg.) 


Exp. 46 


Exp. 48 


Exp. 59 


0-84 0*64 — 

1*28 2*4 1*19 

1*09 1*54 0*39 


No adenylic acid and no phosphate added 
Both added 

Phosphate added, no adenylic acid 
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Here again the stimulating effect of phosphate addition is seen, but in this 
case adenylic acid shares in the stimulation instead of opposing it. 

In the previous work of Needham & Pillai [1937] a stimulatory effect of 
higher adenylic acid concentrations (0*02 and 0*03 M) upon the oxidoreduction 
with triosephosphate was noticed ; and Pillai [1938, 2] has found that with very 
thoroughly dialysed extracts (90 hr.), though oxidoreduction can go on without 
addition of phosphate or adenylic acid, activation follows on addition of these 
substances. Meyerhof et al. [1937; 1938] have observed the very marked 
stimulating effect of adenosinediphosphate upon reduction of coenzyme I by 
triosephosphate in presence of B protein from yeast, and this has been confirmed 
by Adler & Gunther [1938]. Meyerhof and his collaborators consider that only 
when the esterification process is going on can the oxidoreduction between 
triosephosphate and pyruvate proceed. In view of all these facts the inhibitory 
effect of ^enylic acid upon the uncoupled glyceraldehyde oxidoreduction is 
interesting. 

ESTBRirrOATION ACCOMPANYING TRIOSEPHOSPHATE OXIDATION 

In these experiments 1 ml. heart preparation and 0-3 ml. acetone powder 
extract were used in each Warburg cup, with 0-1 ml. 5% methylene blue. The 
amount of heart preparation was the limiting factor in the O 2 uptake, which 
was not increased by using more muscle extract or carrier. The total volume was 
3-4 ml. The concentration of phosphate was about 0-01 M and its 7*2. 
Crude coenzyme I was added, 0*4 ml, of a solution containing 150 mg. per 
100 ml. NaF 0*025 M was always present to prevent breakdown of the phospho- 
glyceric acid formed. As explained in an earlier section, adenylic acid was used 
in low concentration as transporter in these experiments, and glycogen was 
present to accept the phosphate. About 1 mg. adenylic acid and 6 mg. glycogen 
were present in each cup. To provide the triosephosphate for oxidation, hexose- 
diphosphate was added in amount to give a final concentration of 0*01 M. 
The neutralized solutions of hexosediphosphate and of adenylic acid were 
placed in the two side-bulbs, and were tipped in only after temperature 
equilibration. 

Controls showed that (a) without added hexosediphosphate no Og uptake 
occurred ; (6) addition of methylene blue increased the Og uptake by about 50 % ; 
(c) it was very low without acetone powder extract ; (rf) with acetone powder 
extract but no heart preparation it was about 20% of the amount when both 
were present. lodoaoetate (0-003 M) completely inhibited the O 2 uptake with 
hexosediphosphate. 

All samples in Table IV were kept 30 min. at 37°; the results are given in 
/xl. and mg. per cup. 

In most of these experiments, no dismutation of the hexosediphosphate has 
taken place. This is shown by the fact that the increase in difficultly hydrolysable 
P and the increase in phosphoglyceric acid P are about equivalent to each other 
and to the Og uptake. In a minority of the experiments, however, dismutation 
as well as oxidation of the triosephosphate took place. This is shown by the fact 
that the increase in difficultly hydrolysable P is much more than the equivalent 
of the Og uptake. In Exp. 30, for example, where the phosphoglyceric acid P 
was measu]^ as well, this was found to be greater than the P equivalent of the 
Og uptake by 0-6 mg. This amount therefore must have been formed by dismuta- 
tion, and the presence of 0*5 mg. glycerophosphate P was to be expected, 
2-24 mg. difficultly hydrolysable P were indeed found. 
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Table IV 


Exp. 

O 2 uptake 
/xl. 

P oquiv. 
of 0* 
uptake 
mg. 

Increase 
in diff. 
hydr. P 
mg. 

Phospho- 
glyceric acid 

P formed 
mg. 

Change in 
inorganic P 
mg. 

24 

210 

0*6 

0*52 

— , 

-0*7 

25 

153 

0*43 

0*55 

— 

-0*66 

21 

468 

1*3 

1*7 

— 

-0*71 

27 

384 

M 

141 

— 

-0*89 

31 

231 

0*64 

0*52 

0*748 

-0*20 

31 

198 

0*55 

0*70 

0-746 

-0*21 

31 

240 

0*68 

0*72 

0*702 

-0*29 

32 

172 

0*48 

0*43 

0*62 

- 0*19 

32 

181 

0*50 

0*64 

0*71 

-0*22 

35 

252 

0*73 

0*82 

1*00 

-0*46 

37 

335 

0*93 

0*87 

1*1 

-0*25 

37 

310 

0*86 

0*97 

1*1 

-0*22 

37 

300 

0*84 

0*99 

1*1 

-0*30 

64 

267 

0*74 

0*63 

— 

-0*4 

64 

420 

1*2 

0*99 

— 

-0*75 

26 

380 

M3 

2*205 

— 

-1*02 

26 

263 

0*77 

2*17 


-0*98 

30 

389 

1*07 

2*24 

i*r>4 

-0*71 


These results on muscle may be compared with those obtained by Lenner- 
Rtrand & Runnstrdin [1935] and Lcmnerstrand [1936] on apozymase from dried 
yeast. Adenylpyrophosphatase seems to be absent from such preparations, for 
there was good agreement between inorganic phosphate disappearing and 
phosphoglyceric acid formed. Lennerstrand found that, using phosphate con- 
centrations of about 0*03 M, the O 2 uptake was much less than witli higher P 
concentrations. At a P concentration of nearly 0*3 M it had increased to tenfold. 
This effect was caused by long persistence of the power of O 2 uptake, the initial 
rate being about the same at all P concentrations. No correspondingly large 
effects were observed with muscle. Raising the P concentration from 0-01 to 
0*03 M caused a 50% rise in Og uptake; but further incn»,a8e to 0*1 J/ caused 
no further rise. 

Meyerhof et aL [1938], using “B protein’* from yeast (which contains no 
glycerophosphate dehydrogenase), have recently shown that when triose- 
phosphate reacts with coenzyme I to form phosphoglyceric acid and reduced 
coenzyme there is equivalent phosphate esterification. 

Some experiments were done in which lactate and succinate were added as 
substrate for oxidation. The experimental conditions were as usual, except that, 
with lactate, HCN was added to remove the pyruvate formed [Green & Brhsteaux, 
1936]. No esterification accompanied Og uptake in these cases. 

Table V 

Change in 


Os uptake inorg. P 

Substrate mg. 

Lactate 190 - 006 

Succinate 240 -0*10 


Lack of bstbrification with oxidation of rbditced coenzyme 

In these experiments excess of pyruvate together with a known amount of 
reduced ooenz 3 mie I were added to the extract of muscle acetone powder, in 
presence of phosphate and adenylic add. The amounts of reduced coenzyme I, 
of lactic acid and of inorganic P were estimated at the beginning and end of the 
incubation time. 



2046 


D. M. NEEDHAM AND G. D. LU 


The estimation of reduced ooenzyme was made by measurement of the 
height of the absorption curve at 34:6 m/jt, using a Spekker photometer. 

The absorption coefficient j8=2 x ^ x In j, 

where length of tube in cm. 

c= concentration of absorbing solute in g. mol. per ml. 

_ iTitensity of li ght entering tube 
/ ““ intensity of light leaving tube * 

Warburg et aL [1935; 1938] have shown for the dihydro bands at 345 m^t, 
characteristic of the nucleotides ooenzymes I and II, that 

ln^=l-3xl0’. 


when d=l and c=l g. mol. per ml. When d=2 (as in our experiments) and 
c=0-lmg.perml. l.3xio’x2 

I “663x10,000' 


As the drum readings on the Spekker instrument are engraved to give 
log not In the reading to be expected for 0-1 mg. reduced coenzyme I 
per ml. in the 2 cm. tube is 


, 7, 13xlO’x2. 

log j .. ^ ( 


1 

"663 X 10,000 ^ 2-3 


= 1-7. 


Solutions of coenzyme I of unknown concentration were diluted to give a 
reading of about this value, and the original concentration could then be 
calculated. 

The coenzyme I preparation used was made in the usual way [see Needham 
& Pillai, 1937]. Tests showed that it contained about 25% of the cbenzyme. 
The reduced coenzyme was prepared from it by treatment with Na2S204, excess 
Na2S204 was oxidized by vigorous aeration and the NagSOg was removed 
according to the method of Euler & Hellstrom [1938], One experiment is 
described in detail below. 


300 mg. orude coenzyme and 40 mg. Na^SaO^ were dissolved in 6*6 ml. 1’3% NaHCOg which 
had previously been gassed with a stream of N,+5% CO 2 . The mixture stood at room temp. 
1 hr. with the gas stream running. The Na-OOa stream was then exchanged for an air current, 
which ran for 2 hr. At the end of this time, the mixture was warmed to SO*’, a slight excess of 
BaCla was added and it was filtered through a heated funnel. The excess Ba was removed with 
Na|SO| . The final volume was 8*4 ml. Two mixtures were made up in Warburg cups, which were 
then filled with N2>5% COj mixture and shaken at 18°, until the gas absorption (due to the 
decrease in acidity when reduced coenzyme is oxidized) was finished. 

Each contained reduced coenzyme fiiolution 2 ml., adenylic acid (0*1 M) 0*2 ml., phosphate 
(0*05 M, pH 7*2) 0*5 ml., NaHOO, (3*3%) 0*4 ml. and muscle extract 0*3 ml. ; to cup no. 1 pyruvate 
(0*25 Jf) 0*2 ml. was also added, while 0*2 ml. water was added to cup no. 2. 

At the end of the time the cups were emptied into test tubes and washed out with three 
successive lots of 2 ml. water. The contents of the tubes were coagulated by placing in a boiling 
water bath and were then mixed with a small quantity of kieselguhr (ca. 20 mg.) and filtered 
through paper. The volume of each was made up to 20 ml. 2 ml. were used for phosphate deter- 
mination, 15 ml. for lactic acid and 1 ml. was diluted to 6 ml. for measurement of the absorption 
spectra (Table VI). 

* Table VI 



Beduoed ooenzyme 

lactic acid 

Phosphate 


mg. 

mg. 

mg. 

1 

0 

1*83 

0*87 

2 

9*4 

0*69 

0*87 
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Thus 1-14 mg. lactic acid have been formed from pyruvate, while 9-4 mg. 
reduced coenzyme (equivalent to 1'26 mg. lactic acid) have been oxidized. The 
inorganic phosphate remained absolutely unchanged. 

In order to make sure that no substance capable of preventing phosphoryla- 
tion was present in the reduced coenzyme solution used, the following control 
experiment was carried out. The “control solution** was made by carrying out 
all the processes involved in reduction of coenzyme, and removal of the Na 2 S 204 
and NagSOg, but without adding coenzyme. Three mixtures were made up. 
Each contained hexosediphosphate (0-14 if) 0*2 ml., p 3 rruvate (0-25 if) 0*2 ml., 
adenylic acid (0*1 if) 0*2 ml., phosphate {0*066 i/) 0*5 ml., NaHCOg (1*3%) 
1*0 ml., NaF (M) 0*1 ml., coenzjmie solution (0*15 %) 0*2 ml. and muscle extract 
0*3 ml. No. 1 contained also 2*0 ml. water, nos. 2 and 3 contained each 2*0 ml. 
control solution. Nos. 1 and 2 were incubated 10 min. at 37^^ ; then coagulated by 
placing in boiling water. In the case of No. 3, the tube was placed in boiling water 
before addition of the enzyme solution, so that the latter was coagulated at 
once. All were mixed with kieselguhr and filtered as usual, and the inorganic P 
was estimated (Table VII). 

Table VII 

Inorganic P 
No. mg. 

1 0*56 

2 0*62 

3 0*77 

The control solution has thus had no inhibitory effect upon the phosphoryla- 
tion brought about by oxidoreduction between triosephosphate and pyruvate. 

Meyerhof et ah [1938] reached the same conclusion that, in yeast, oxidation 
of reduced coenzyme by acetaldehyde is not connected with phosphorylation. 
In their experiments the phosphate disappearance was equivalent to the 
phosphoglyceric acid formed, as already mentioned, and this was the case 
whether or not acetaldehyde was introduced to reoxidize the reduced coenzyme. 

At the beginning of this work the attempt was made to use the reduced 
coenzyme solution for experiments like that in Table VI without removing the 
Na 2 S 03 formed on aeration. But experiments on the lines of Table VII showed 
that these “control solutions** containing Na 2 S 03 had a very marked inhibitory 
effect upon phosphorylation brought about by oxidoreduction between triose- 
phosphate and pyruvate; the actual oxidoreduction, as measured by lactic acid 
formation, was unaffected. 

Table VIII shows a comparison of the effects of the “control solution** 
(10 mg. Na 2 S 204 in 8 ml. 0*1% NaHCOj ; well aerated), Na 2 S 03 solution (0*014 M) 
and arsenate solution (0*014 M). All the samples contained coenzyme, pyruvate, 
hexosediphosphate, adenylic acid, phosphate, muscle extract and NaF as in 


the experiment of Table VII, 



Table VIII 

Lactic acid 
formed 

P esterified 


mg. 

mg. 

1. +3inl. l%NaHCO, 

1*2 

0-35 

2. +3 ml. control solution 

0*94 

0*19 

3. +3 ml. 0*02 M arsenate in 1 % NaHOO. 

1*50 

0 

4. +3 ml. 0*02 M Na^SO, in 1 % NaHCO, 

109 

0*19 

nils effect of sulphite is beiog further investigated. 



P esterified 
me. 

0*22 

0*25 
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Summary 

1. Further evidence has been obtained showing that in muscle extract 
oxidoreduotions involving glyceraldehyde are not accompanied by coupled 
esterification of phosphate. 

2. The oxidoreduction between triosephosphate and pyruvate has been 
separated into its two constituent reactions. The oxidation of triosephosphate 
to phosphoglyceric acid by coenzyme is accompanied by esterification; the 
oxidation of reduced coenzyme thus formed by pyruvate is not accompanied 
by esterification. 

3. Adenylic acid has an activating effect on oxidoreduction involving triose- 
phosphate, but an inhibitory effect on oxidoreduction involving glyceraldehyde. 

One of us (G. D. L^) is indebted to the Henry Lester Institute of Medical 
Research, Shanghai, for a Research Fellowship. 


REFERENCES 

Adler & Gunther (1938). Hoppe-SeyL Z, 253, 143. 

Ilewan & Green (1938). Biochem. J. 32, 626. 

Euler & Hellstroin (1938). Hoppe-SeyL Z. 252, 31. 

Green & Brosteaux (1936). Biochem, J, 30, 1489. 

Keilin & Hartree (1938). Proc. ray, Soc. B, 125, 171, 
Lennerstrancl (1936). BiocMm, Z. 289, 104. 

& Runnstrorn (1935). Biochem. Z. 283, 12. 

Meyerhof, Ohlmeyer & Mdhle (1938). Biochern. Z. 297, 90. 

Sehulz & Schuster (1937). Biochem, Z. 293, 309. 

Needham & Filial (1937). Biochem., J, 31, 1837. 

Pillai (1938, 1). Biochem. J, 32, 1087. 

(1938, 2). Biochem, J, 32, 1961. 

Rapoport (1937). Biochem, Z, 291, 429. 

Warburg (1938). Ergehn, Enzymfoirech. 7, 210. 

Christian & Griese (1935). Biochem, Z, 282, 157. 



CCLXVI. THE CATALYTIC EFFECT OF BUFFERS 
ON THE REACTION COg+HjO^:^ HjCOj 

By F. J. W. ROUGHTON and V. H. BOOTHS 
From the. Physiological Laboratory, Cambridge 

{deceived 1 October 1938) 

Faurholt [1925, 1] has shown that in aqueous solution CO^ takes part in two 


independent reactions 

C 0 ,+Hj 0 ^H 2 C 03 ^H++HC 03 -, (1) 

COj + OH-^HCOg- (2) 


The velocity constant of the reaction CO3+ OH" > HCOa" is more than a million 
times greater than the velocity constant of the reaction COa+H^O H2CO3, 
the loss of the proton from the HjO molecule apparently causing, as Faurholt 
has emphasized, an enormous increase in the affinity for CO2. In consequence 
of this, it is only below pH 8 that the rate of (2) becomes negligible in comparison 
with the ratt‘ of ( 1 ) : in the range pH 9-10 the two rates are of the same order, 
whilst above pH 10 the rate of (2) becomes predominant. 

Similar studies on the rate of combination of CO2 with very weakly acidic 
organic hydroxides, such as methyl alcohol, ethyl alcohol and glucose, have 
shown [Faurholt, 1927] that COj reacts slowly and in an analogous way with 
the organic hydroxide molecule : 

COj+HOJlTv^iHCOaX. (3) 

The inhibitory effect of the proton is again shown by the fact that the reaction 
with the organic anion — 

COj+OJT-i^iCOsZ- (4) 

— is also very much more rapid and complete than the reaction with the molecule. 

In the case of stronger oxy-acids the affinity of the anion for H+ is corre- 
spondingly lower, and Faurholt tacitly assumed that the affinity of the anion 
for OOj would fall pari passu and hence that acids with pK of the order of 7 
(e.g. cacodylic acid) could be safely used as buffers in the measurements of the 
velocity constants of the reactions C02-l-H20?=iH2C03 and C02-I-0H~^HC03~, 
without fear of the buffer taking any part other than the “instantaneous” 
supply or removal of the H'*' ions involved in the ionization of carbonic acid, 
i.e. H2C(^r=^H+-|-HC03". The possibility of any direct reaction of the buffer with 
CO3, H2CO, or HCO3" (except in the case of the borato ion, which Faurholt 
suggested might form some special complex with CO2) was thus implicitly 
excluded, not only by Faurholt but by all others who have worked in this field. 

Preliminary experiments on the activity of carbonic anhydrase in phosphate 
solutions of varying concentration and pH have, however, prompted us to 
examine more critically the role of the buffer in reactions (1) and (2). To this 
end we have measured manometrically both the rate of CO2 uptake by buffer 
solutions shaken violently with CO2 , and the rate of CO2 output from bicarbonate 
buffer mixtures, in the presence of a much wider range of buffer concentration 
^ Geoi^ Heniy Lewes Student. 

( 2049 ) 
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and species than heretofore. Our results, especially those in which the buffer 
concentration is varied 10-fold or more, lead us to conclude that almost all 
common oxy-acid-salt mixtures which buffer above pH 6, not only promote 
the CO2 reactions by supplying or removing H+ ions, but also through their 
more negative constituents catalyse directly both phases of the reaction 
CO2 + H20 ;f^H 2C03 . A preliminary account of these results has already appeared 
[Booth & Boughton, 1938]. Faurholt’s discovery of the activity of the borate 
ion is thus only a special, though pronounced, example of a general principle. 

It was not until nearly the end of the research that we investigated the effect 
of nitrogen bases as buffers. We were deterred from doing so by the fact that 
straight-chain nitrogenous bases, such as NH3 or CHaNHaCOO"*, combine 
rapidly and reversibly with CO2 to form carbamino compounds, according to the 


following scheme [Faurholt, 1925, 2] : 

iifNHa + COg^i^NH . GOGH, (6) 

JJNH.COOH?:iH++iiNH.COO-, * (6) 

H++JBNHj?^^NH 8+. ■ (7) 


(The inhibitory effect of the proton is shown in this case also by the absence of 
reaction between CO2 and iiNH3+.) The simultaneous occurrence of this carb- 
amino reaction might make it difficult to detect and measure accurately any 
catalytic effect on the CO2 + H2O HgCOg reaction. 

Cyclic nitrogenous bases have not, so far as we know, been investigated as 
regaids their carbamino-forming power, and it was therefore with special interest 
that we tested some members of the new range of giyoxaline buffers, recently 
described by Kirby & Neuberger [1938], to whom we are greatly indebted 
for samples. Both the cations and the molecules of these substances were 
found to be incapable of any carbamino reaction with COg, but on the other 
hand the molecules proved to be markedly catal3rtic towards the reaction 
CO2 + H2O HjCOg especially if their pJC were greaterthan 7*0. {pK— — logioJf 
where =:[H'*'] x [molecule of base]/[cation of base].) This led us to test such 
other cyclic nitrogenous bases as were both readily available and sufficiently 
soluble in water. Similar catalytic activity was always found if the pK were 
greater than 7, whereas tests of a more extended range of straight-chain N bases 
showed that these were without catalytic effect, their only reaction with CO2 , 
if any, being the carbamino formation. These rather remarkable results are 
summarized in Section II, together with some preliminary data on sulphhydryl 
and other compounds. 

A possible mechanism of these catalyses is given in the discussion, together 
with some further i)oints of interest which arise in regard to the enzyme carbonic 
anhydrase. 

Methods 

Rates of CO 2 uptake were determined by an improvement of Meldrum & 
Boughton’s [1933, 2] manometric boat method. The apparatus (Fig. 1) consists 
of a lagged tank, a stationary manometer containing toluene coloured with 
Sudan III as gauge liquid, a compensating bottle E (about 200 ml.), a GOg 
reservoir D (abi3ut 200 ml.) which can be connected through fine thermometer 
tubing jB to a 60 ml. long-necked glass boat ” and a mechanism, not shown, for 
shaki^ the boat about AR as axis at an adjustable speed. The shaking must be 
rapid enough not to limit the rate of GOg uptake, but not so violent as to splash 
solution up into the tube connecting with the manometer. At 315 oscillations 
per min. the limiting speed is exceeded without the readings becoming erratic. 
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This speed is kept constant by a synchronous motor and is indicated by a neon 
lamp stroboscope. 

The procedure in an experiment is as follows. The tank is emptied, and dried 
air is drawn through the connecting tubes to remove condensed moisture. In 
the meantime the test solution is measured into the ‘ boat”, which is stoppered 
and pushed into a hold(?r in the shaker which holds it firmly by means of two 
rubber sleeves encircling the boat, all clips being open except 64. The tank is 
then filled with water and the stirrer turned on. D is repeatedly evacuated and 
filled with CO2 and left with a CO2 pressure of 30-40 cm. Hg, the clips being 
closed and water-sealed. The boat, compensating bottki and manometer are 
evacuated to \ atm. through 6^ which is closed and placed below the water 
surface. After 9 min. the boat is shaken for 2 min. to bring the dissolved gases 



Pif?. 1. Simplified diagram of apparatUH arranged for uptake. Not to scale. The boat is 
oHcillated through 50'’ at right angles to the plane of the paper. Tube F is only used for 
anaerobic experiments. 

in the test solution into equilibrium with the gas phase, and 1 min. is allowed 
for the solution to drain to the bottom of the boat. The short circuit between 
the two limbs of the manometer is closed and the zero reading taken. CO* is 
slowly let into the boat through the resistance i?, by manipulation of up 
to the desired pressure. The time taken by this should i)e about 30 see. A further 
period is allowed for the disturbance caused by the admission of the COg to 
settle down, and then, exactly 2 min. after CO* begins to enter, shaking is started 
and manometer readings taken at 0, 5, 10, 15 sec. etc., up to 5 min. or more. 
The tank temperature is read. At the end of the experiment the clip is 
opened, and air allowed to enter slowly through a capillary inserted at until 
all parts of the apparatus are at atmospheric pressure. (If air enters suddenly 
into the apparatus, when at low pressure, the gauge liquid will shoot over.) 
Most of the water is meanwhile emptied out of the tank, and the boat then 
removed, washed and dried. 

Bioohem. 1988 xxxn 
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The preliminary equilibration period is 12 min. ; if duplicate boftts are used 
and one is prepared during the equilibration of the other, an observer and an 
assistant can perform serial experiments at the rate of one every 26 min. 

With axial shaking, only a slight vibration is transmitted to the manometer 
and volume variations from distortion of the thick rubber tubing are negligible. 
Furthermore all the rubber joints can be water-sealed, the dead space between 
the boat and the liquid meniscus in the manometer cut down to 1 ml., and the 
volume of the system exposed to room temperature reduced to about 0*2 ml. 
These improvements, together with the substitution of toluene for water in the 
manometer gauge, the modified boat shapes and the constant speed motor, are 
responsible for the increase in accuracy and reliability of the method. When the 
apparatus is working properly, readings should duplicate to 0-2 mm. At tem- 
peratures other than that of the room stirring of the water in the tank must be 
vigorously maintained during equilibration ; otherwise the temperature , and there- 
fore the pressure, in the compensating bottle or boat may vary from one another. 

From time to time the whole apparatus must be washed out with water and 
acetone and dried by flushing with dried air. The manometer is then refilled with 
de-aerated coloured toluene through the rubber tube H, This tube is then filled 
with de-aerated water to form a seal and immersed in water. A little water is 
always left in E to saturate the gas with vapour. 

T^on autoxidation, leaks or other complications which wpuld give spurious 
results by manometric methods were suspected, readings were taken in absence 
of COg during a prolonged first shaking period. For autoxidizable substances 
experiments were done under anaerobic conditions, by applying a slight modifica- 
tion of the method used by Meldrum & Houghton [1933, 2] for studying the 
rate of uptake of COg by reduced blood to the present technique. If necessary 
one component of the required solution could be weighed solid directly into a 
dry boat, the oxygen removed by washing out with nitrogen and the remaining 
de-aerated solution added from a tonometer through F, In this case the 
substance makes no contact with oxygen whilst in solution. 

Unless otherwise stated all experiments by the CO 2 uptake method were 
done at 0° with 4*2 ml. solution and an initial COg pressure of 12-8 mm. Hg in 
a total gas space of 60 ml. 

In order to avoid the effect of complications due to the CO 2 + OH~ HCOg- 
reaction, most experiments were done below pH 8*0. 

of CO 2 otUpiU were determined in the same apparatus but with the 
double compartment boat method of Meldrum & Houghton [1933, 1]. After 
equilibration of the boat in the tank the solutions were suddenly mixed (by 
starting the shaker) and the CO 2 evolution followed manometricaJly. Most of 
the experiments were done at 0^ and at a total gas pressure of J atm. 

The majority of the experiments were done with the illustrated apparatus 
which has however now been simplified. The outlet clip, water-seal etc., at H 
have been eliminated and the gauge fluid is introduced into the manometer 
tube through M. 

Noks on solutions. Carbonic anhydrase was prepared in semi-purifiied state 
by Meldrum ft Houston’s [1933, 1] chloroform method. 

Buffer solutions were made up with a known acid/ion ratio by adding the 
calculated quantity of HOI or alkali, and checking the pH or titrating to an 
unbuffered end-point. The pH of solutions was determined in most cases 
eolorimetrically but for special cases it was measured by the hydrogen electrode. 

Na and £ salts were used indiscriminately, except when high concentrationB 
were required and one salt (usually K) is markedly more soluble than the other. 
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I. Ox Y- ACID BUFFERS 

The two buffers which have been most used hitherto in work on COg kinetics 
are phosphate (H2p04“+HP04“) and cacodylate (HCac+Cac”), where Cac is 

CHs—As O. 

We have accordingly investigated these with special care, and since the results 
and inferences therefrom seem qualitatively the same as for the general class of 
oxy-acid buffers which function above 6, we shall first describe the results 
with phosphate and cacjodylate in detail. 

CO2 uptake experiments 

('hirve A, Fig. 2, shows the rate of COg uptake by water, recorded mano- 
metrically. The gaseous COg pressure drops to a steady value in about 20 sec. : 
this rapid uptake is simply due to physical solution of COg, the subsequent 
HgCOg and HCOg” formation being negligible. 

Curves By C, D, Fig. 2, show the effect of increasing concentration of total 
phosphate, the ratio of fH]P04"‘] to [H2P04“] being kept constant. In each case 
there is a similar rapid drop of COj pressure in the first 20 sec. (though the drop 
may be less owing to the solubility of COg in the buffer being lower than in 
water), and then a prolonged slow phase in which the dissolved COg enters 
into chemical combination. The slope of this slow phase is seen to be steeper 



Fig. 2. Fig. 3. 

Fig. 2. Curves showing the observed course of CO* uptake by water and by phosphate at 0*^. 
A, water; B, 0*0095 M phosphate; C, 0*14 Jf; Ly 0*76 M, The pH was 7*4 at 0*2 if. 

Fig. 3. Curves showing the expected course of 00| uptake by various concentrations of a given 
buffer, if the buffer itself has no direct effect on the CO 2 reaction. Corrected for effect of 
changing buffer concentration on physical solubility of CO}. 

throughout its whole course, as the phosphate concentration is increased; 
whereas if the phosphate did no more than just ^'instantaneously” remove the 
H+ ions formed by the reaction HgCOg -► H^+HCOg"", the slopes of curves By 
Ci D should be the same in their early stages, and the increased buffer con> 
oentration should exercise no effect untU the latter part of the uptake, when the 

131—2 
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velocity of the back reactions becomes significant, i.e, a family of curves like 
those shown in Fig. 3 should have been obtained. 

Clearly there is, in addition, some direct effect of the phosphate upon the 
reaction, as is indeed shown quantitatively by equation (8) which fits the curves 
plotted in Kg. 2, i.e. * 

_lI^]=«„[COJ=*„tCOJ{l+i„[HP 04 -]} (8) 

where is the apparent overall velocity constant for COg uptake, 

is the true velocity constant of the reaction CO 2 +H 2 O HgCOg, 
is a catalytic coefficient. 

The numerical values of in Tables I and III have been calculated by the 
method of Brinkman et ah [1933], but a correction has also been inserted for the 
rate of the back reaction, which in the case of phosphate amounts to 2-20 % and in 
the case of cacodylate to even higher figures. The aUowance for the back reaction 
was made on usual principles and since it requires a knowledge of the end point of 
the reaction, this was determined either by continuing the experiment for 30 min. 
or preferably by a separate experiment in which a suitable amount of carbonic 
anhydrase was added to the mixture, so that the end point was reached in 5 min. 

The time intervals over which has been calculated have usually been 2 min. 
each, and in any given experiment at least four such intervals have been chosen 
between 1-5 and 8*0 min., as given in Tables 1 and III thus being the average 
of four or more values. The individual figures in any one experiment usually agree 
with the mean to within 10 % . 

A rougher, but less laborious, mode of calculation was used for the other 
data, which are mostly of a preliminary nature. This consisted in measuring the 
time t for the COg pressure to drop through one or more small specified ranges in 
the early part of the slow phase of COg uptake. Clearly = 1 /Z x a constant, which 
is obtained from the curve of a solution of known (determined as in Table I), 



Fiff. 4. Effect of [HPO 4 *] on velocity of GOg uptake. 0 our experiments; x oaloulated from data 

of Brinkman ii aL. [1933]. 

I 

Hg. 4 shows that there is a lioear relation between and [HPQi"], at a 
ratio of tHPQj-] : [H^PO*-] of 2 : 1, as equation (8) req^dies. The oonesponding 
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value of , namely 8, together with values for ratios ranging from 8 : 1 to 1 : 1 
are given in Table I. The values agree with one another within experimental 
error, thus demonstrating the validity of equation (8). 

Table I. Effects of phosphate and cacodylate on CO 2 uptake rate 


[HPOrl : [H,POr] 

Cone, range 
(total phosphate, M) 

lu 

8*0 

0*01-0*20 

7*7 

3*2 

001-0-20 

8*0 

20 

0*01-010 

7*7 

1*0 

0*01-0*10 

8*5 


Mean 

8*0 

rCac“] : [HCacl 

Cone, range 
(total cacodylate, M) 

k 

7-0 

0*02-0*20 

8*5 

40 

0*02-0*20 

9*4 


Mean 

9*0 


A [HPO4*] : [H2PO4""] ratio of 1 : 1 was the lowest that could be used, for 
below this the CO2 taken up becomes so small and the back reaction increases 
so fast that accurate determinations are not feasible. For the same reasons it 
was impossible to reduce the [Cac~] : [HCac] ratio below 4:1, for the pK of 
cacodylic acid is about 0*8 below the piCg phosphoric acid, and even at 
4 : 1 the back reaction corrections amount to as much as 30 % , though in spite 
of this the values over different intc^r^’^als in any one experiment tally satis- 
factorily. 

Above a total buffer concentration of 0*2 Af , the physical solubility of COg is 
appreciably depressed and the interpretation of the results thus becomes 
uncertain : in rough experiments, however, up to Af it was found that con- 
tinued to increase nearly linearly with fHP04”]. In the case of cacodylate 
increased rather faster than [Cac~] : this may be just an ordinary deviation from 
the law of mass action in strong solution, but it might also be due to some change 
in the state of the cacodylate at higher concentrations, such as the formation 
of a polymeride which is catalyticaUy more active. A similar deviation occurs 
with chromate buffer solutions, in which there is known to be an equilibrium 
between the hydrochromate ion, HCr04“, and the dichromate ion, Cr207'" , the 
amount of the latter increasing rapidly as the total chromate concentration 
is raised. 

It was of interest to see whether equation (8) could also be applied to results 
published by earlier authors before the effect of the buffer was suspected. 
Adequate data are available in two such papers, and values calculated there- 
from are given in Table II. The excellent agreement with the present findings 
is a strong confirmation of the validity of our conclusions. Table II further shows 
that equation (8) is valid over a wide range of COj concentration, namely 0-001 M 
(present paper) to 0-03 M (Faurholt). 


Table II. Values of k calculated from data in the literature 

from 

Source 

Buffer 

CO*, if 

k 

Table I 

Faurholt [1925, 1. Table IV] 

Oacodvlate 

Phosphate 

0*03 

9*3 

9*0 

Faurholt [1925, 1, Table VI] 

0*018 

8*4 

8*0 

Brinkman et td. [1933, Table m] 

Phosphate 

0*002 

8*3 

8*0 


Extrapolation of the data, summarized in Table I (or in Table III [Brinkman 
et ah 1938]) to zero [HPO4-] gives us for the first time an accurate value for 

131—3 
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the true velocity constant of the reaction 002+ HgO H 2 CO 8 . The mean value 
of is 0*0021, i.e. about 25 % lower than the hitherto accepted value of 0*0027 
[Table 1, Roughton, 1935, 1], which is, of course, wrong, for in the calculations on 
which it was based no account was taken of the direct cataljrtic effect of the buffer. 

Arguments (igainst the effect being due to neviral salt action. It will be con- 
venient now to exclude the possibility that the effect of the buffer may be 
accounted for by some kind of “neutral salt action’’ or ionic activity factor. 
This we do on the following grounds. 

(а) The observed effects are larger than expected, and indeed are appreciable 
at concentrations, e.g. 0*01 Jf , much lower than those at which typical neutral 
salt action manifests itself. This holds not only for phosphate and cacodylate, 
but more so for the very active substances, such as selenite, tellurate and 
sulphite, to be dealt with later. 

(б) Table III shows that addition of high concentrations of typical neutral 
salts, such as KCl and NaNOs, to 0*04 AT phosphate buffer (1: 1), only 
increases the COg uptake rate to a relatively slight extent, the values for these 
salts being at most only one-sixteenth that of phosphate. 

Table III. Effect of neutral salts on the raie of CO 2 uptake 
by 0-04 M phosphate 
Salt 


(NH,)4S04 

0*2 

NaNO. 

<0*05 

NaNO. 

0 

KCl 

0*3 

NH 4 CI 

<0*05 

KI 

0*07 

KCNS 

0*5 

K,Fe(CN )4 

0*4 


CO 2 output experimmts 

If the action of the buffer (or some accompanying impurity) is purely 
catalytic, then the reverse reaction HgCOg COg -f HgO should be equ^ly affected . 
On the face of it, this should be easy to test by measuring the rate of COg output 
from mixtures of bicarbonate with varying strengths of buffer. Unfortunately, 
however, variation of the buffer strength will also affect the activities of the 
ions in solution, and may thus independently alter the rate of COg output, 
which is directly proportional to the product of the H+ and HCOg- activities. 
The exact nature of the possible “activity effects” is shown by the following 
treatment. 

Tbe rate of CO, output=^jE^^ = v. [HjCO,] , ( 9 ) 

where = overall output velocity constant, 

Uq = hydrogen ion activity, 

coefficient of HCOg", 

Jfi^true first ionization constant of H 2 CO 3 . 


Now 


_ _ •^«/ h ^04 [H1PO4-] 
/HP 04 tHPO.-] ' 


.( 10 ) 


where fn^r>n ^ . firpn^ ” activity ooeffloients of B^PO,- and HPQ,” respectively, 
second ionization constant of HgPQ,. 




.( 11 ) 
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The activity coefficients of divalent ions, such as HPO 4 '”, are much more 
affected, and in a more specific manner, than those of univalent ions, by changes 
in ionic strength, and there is no reason to suppose that the fraction /hcOs^ 
/h,pO|//hpo 4 remain constant as the phosphate concentration is reduced 

by dilution with water. But if the buffer is, instead, diluted with a mixture 
of K2SO4 and KCl, of the same total molarity as the highest concentration 
of buffer and with the same molar proportions of 804-* to Cl"“ as of HPO 4 ”' 
to H2P04~ in the buffer, this difficulty should be practically overcome: for 
Landolt & Bomstein’s Tables show that the activity coefficients of K2SO4 and 
Na2S04 agree to within O'Ol with the activity coefficient of Na2HP04 in pure 
solutions of the respective salts at the same concentration (up to 0*1 Jf), and 
it is therefore reasonable to suppose that in phosphate + sulphate mixtures the 
activity coefficients would be the same as in pure phosphate buffers of the same 
total molarity. A similar argument is applied to the Cl“ and H2P04~ ions. 

All solutions, except bicarbonate, were freed from CO2 by repeated evacuation 
and shaking. To compensate for the carbonate content of the bicarbonate 
solution, an equivalent amount of HCl was placed in the other solution used in 
the double compartment boat. 



Fig. 5. Effect of [HP 04 “] on velocity of CO* output. 

The methods of calculation were similar to those used in the COg uptake 
work. Fig. 5 shows that there is again a linear relation between [HP04*] and 
vJKi and we may therefore write 

( 12 ) 

where is the true velocity constant of the reaction H2CO3 COg + HgO, and 
lo is the catalytic coefficient for CO2 output corresponding to for CO2 uptake. 
Table IV gives the values of lo for phosphate + sulphate + chloride mixtures and 
also for cacodylate-f chloride ± acetate mixtures. It will be noted that in the 
case of both buffers lo is independent of wide variations in pH and that the lo 
values agree, within experimental error, not only with the values of Table I 
but also with the l^ values given in Table IV, which were specially determined 
in buffer salt mixtures of the same composition as used in the output experiments. 
This last result proves that phosphate and cacodylate are both true catalysts of 
the reaction CO2 -f HjO^HgCOj . 

The assumption that the ionic dissociation and reformation of HgCOg are 
too fast to limit the rates of uptake or output of COg , even when the buffer 
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Table IV. Effects of phosphate and ccu^odyhde on CO 2 oiUpvz rate 



[HP04-]:[H,P04-] 

lo 

Phosphate + SO 4 " 4- Cl- 

3:1 

8*5 

Phosphate 4 - 804 * 4- Cl- 

1:3 

8-6 


[Cac-] : [HCac] 

h 

Cacodylate 4 - Cl"“ 

7.1 

— 

Cacodylate 4 - Cl“* 

2:1 

9*2 

Cacodylate 4 - Cl“ 4- acetate 

1:2 

8*9 


K 

8*9 

K 

8-6 


concentration is below Jf/100, perhaps requires some further words. Ionic 
reactions of this kind are generally assumed to be ''instantaneous A minimum 
value for their rate is given by rapid reaction velocity experiments such as those 
of Boughton [1930] which have shown that in presence of ilf/10 buffer the 
ionization of weak acids similar to H2CO3 has a half- period of less than 0*0003 sec. 
— ^probably far less. Whether decrease of buffer concentration would increase 
the half-period appreciably is very doubtful, since the ionization in complete 
absence of buffer, i.e. H2C03’4-H20 ;f^HC 03“*4-H30+, is probably per se extremely 
fast. But, even if the rapid ionization of H2CO3 in buffer solutions were entirely 
due to a direct reaction with the buffer anion, i.e. H2C03H- A-^HCOg'-f AH, 
a decrease of buffer concentration from MjlO to M/lOO could not raise the upper 
limit for the half-period to more than 10 x 0*0003 sec. = 0*003 sec. Now calcula- 
tion shows that, for the overall rate of COg uptake in Jf/100 buffer solution to 
be retarded appreciably by the ionization of HgCOg, the half-period for the 
latter must be >0*01 sec. The action of the buffers cannot therefore be due to 
any effect on the ionic reaction -I- HCO3"', must be due entirely 

to their effect on the molecular reactions of COg with water. Of several further 
points in favour of this we need only mention that the numerical values of 
and kolKi , as found by extrapolating to zero buffer concentration the respective 
rates of COg uptake and output, check satisfactorily in two independent ways 
with the requirements of the law of mass action when applied to the molecular 
reaction COg+HgO^HgCOg. (Details will be given in a later paper by one of us.) 
If the rate of ionization of HgCOg were of aily limiting influence at low buffer 
concentrations no such checks would be obtained. 

Additive test. An experimental comparison of the rates of COg output from 
a mixture containing 

(а) 0-017 M NaHC03+0-075 M K^1P0^^0025 M KH2P04-f01 M KCac, 
with 

(б) 0-017 if NaHC08+0-075 Jf KgHPO* + 0-025 Af KH2PO4 4-0-1 Na 
acetate, 

showed that the rate of (a) was 1-52 times that of (6). This demonstrates that the 
catalytic effects of the phosphate and cacodylate ions are additive, for on this 
basis we should have 

rate of (a) 14- (8*66) (0*076) + (9*06) (0*1) , 

rate of (6) 1 + (8-66) (0*076) -f (0*6) (0*1) 

In this fraction 8-66, 9-06 and 0-6 ore the respective values of HPO4", Cac“* 
and CHgCOO- (Table IV). 

The observed and calculated ratios agree much bettor than might have been 
expected from the size of the expeximental errors. 

Evidence that the catalytic action of the buffers is not due to an accompanying 
impurity. An impurity present in the salts and/or alkalis used in making the 
buffer solutions might be responsible for the cataljrtic effects observed. 
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The alkalis should first be considered, for they are used both by the manu- 
facturer in preparing salts, such as KH^PO^, and by ourselves in making up the 
buffers. Two tests eliminate this possibility, (a) The effects are the same whether 
NaOH or KOH is used, (b) No increased effect is found when the buffer is 
treated with additional alkali if the latter is afterwards neutralized with an 
equivalent amount of HCl. It will be recalled that Cl“ itself does not inhibit — 
see Table III. 

As regards the phosphate, we find exactly the same amount of catalysis 
whether all the phosphate solution is made up from KH2PO4 (Kahlbaum puriss. 
or AnalaR) or from Na2HP04, I2H2O (Kahlbaum puriss. or AnalaR). It seems 
unlikely that all these reagents would contain just the same amount of catalytic 
impurity. Furthermore since the effect is always proportional to the [HP04“] 
or [Cac”], the impurity would have to have the same pH-activity curve as both 
phosphate and cacodylate, the pK of which differ by 0-8. This is impossible if 
the impiuities in the two cases are the same, whereas if there arc two different 
impurities it would be a remarkable coincidence that their respective pH-activity 
curves should both happen to be identical with the ionization curves of the 
corresponding buffers. 

Addition of sufficient carbonic anhydrase to double the rate of CO2 uptake 
by J//50 phosphate, is also found to double the rate of CO2 uptake by A//5 
phosphate which, in absence of enzyme, it will be remembered, is nearly twice 
the rate of uptake by Jf/50 phosphate. The catalytic actions of carbonic anhy- 
drase and phosphate thus appear to multiply one another instead of being merely 
additive, as would be expected if the phosphate catalysis were due to traces of 
an impurity. A possible mechanism for the multiplicative effect is put forward 
later. 

That the effect can be due to metallic impurities is very unlikely because : 

(а) Certain metals, notably Fe, are precipitated by phosphate at pH 8*0, 
yet the supernatant fluid from phosphate solutions which had been kept a long 
time showed the same effect as freshly prepared solutions. 

(б) No increased effect was observed on adding to 0*04 M phosphate, pH 7*1, 
various possible impurities in traces, including many cations, e.g. Li+, Cu+, 
0u++, Ca++, Sr++, Ba++, Mg++, Hg++, Pb++, Fe++, Fe^'++, Sb, La, U, Sn. The 
following cations had no (or very slight) additive effect on the rate of CO2 uptake 
by cacodylate buffer, pH 6-8 : Ca+ + (0-2 M ) , Ba+ + (0*2 M ) , Sr+ + (0-2 M ) , Th+ + + + 
(0-001 3f), La+++ (0 0006 Af). At 0-0006 AT, however, La+++ had a marked 
accelerating effect, but at this concentration a precipitate developed m the boat. 
0-012 M Cu++ and 0-1 Af Rb+ in jS-glycerophosphate, pH 6-8, had^io effect. 

(c) The rate of CO2 uptake by phosphate, pH 7-1, is unaffected by adding 
0*08 M cyanide. 

This, varied evidence, taken as a whole, makes it safe for the present to 
attribute the catalytic action in the main, if not entirely, to the more electro- 
negative constituent of the buffer itself. 

Further experimenita on the nature of the catalysis 

The natural question next arises as to whether this effect is limited to the 
cacodylate, the secondary phosphate and the borate ions (Faurholt’s work) or 
whether it is shown by the more negative constituent of oxy-acid buffers in 
general. We have tested the matter by CO2 uptake experiments on a wide range 
of buffers, either in pure solution or when mixed with phosphate buffer, in which 
case their additive effect, if any, on the rate of uptake by phosphate has been 
worked out. At pH >9-0 results become less easy to interpret owing to the 
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appreciable intervention of the C 024 - 0 H~v= 2 iH 003 ’*’ reaction, and we have 
therefore, for the present, restricted ourselves in the main to buffers with acid 
constituents of pK below 9*0. Our object being to make a broad preliminary 
survey of the whole field, we have in most cases contented ourselves with the 
rougher method of calculating described above, and wo have neglected any 
complications which may arise from the possible effects upon the solubility of 
COg of certain of the substances which were used in high concentration : for these 
reasons we do not claim the same exactitude for these results as for those given 
in Tables I and IV, though we do believe that their order of magnitude is correct. 
The values of , in terms of the more negative constituent of the buffer, are 


Table V. Effect of various oocy-ax^id buffers on rate of CO 2 uptake 


Buffer 

pK at 0'^' 

fionj : [acid] 

[ion] + [ acid],* 

M Z« 

I. Phosphate 

pKt 

7*1 

— 

— 

8-0 

Phosphite 

pK, 

6*7 

2*0 

0*20 

6 

Pyrophosphate 


- 

— 

— 

10-60 

a-Glyoerophosphate 


6*4 

10*0 

0-40 

4-5 

S-Glycerophosphate 

Phosphoglycerate 

Hexosediphosphate 


6*3 

6*0 

6*3 

3*0 

18*0 

90 

0*25 

0*16 

0*23 

3-0 

2-5 

8-5 

Cacodylate 


6*3 

— 

— 

9*0 

Arsenate 

pA\ 

6*8 

2*0 

1*20 

6*0 

11. Maleate 

pKt 

6*1 

8*0 

0*95 

2-0 




1*00 

l-6t 

Citrate 

pK, 

5*4 

c. 20*0 

2*00 

l*5t 

Veronal 

80 

30 

0*18 

8-0 

HI. Chromate 

pS-x 

6*4 

3*0 

0*1 

c. 60 

Borate 

9*6 

0*016 

1*45 

c. 150t 

IV. Sulphite 

pKx 

7*0 

3*0 

0*1 

900 

Selenite 

pKx 

8*0 

0*3 

0*02 

1700 





0-0036 

>2000t 

Tellurate 

pKi 

7*8 

1*0 

0*05 

600 

V. Formate 


3*8 



1-0 

0*5t 

Acetate 


4*7 

— 

1-0 

0-6t 

Phthalate 

pKx 

5*3 

— 

0-8 

0-8t 

Oxalate 

pKx 

4*1 

■— 

0-6 

1.4t 


* Highest total concentration used. t Measured in 0*04 M phosphate buffer. 


given in Table V which shows clearly that the effect sought for is very wide- 
spread, being considerable with all oxy-acids of pK > 6, and in general increasing 
with pK, For convenience in discussion Table V has been divided into the 
following sections. 

Group I consists of buffers closely related in structure to phosphate and 
cacodylate, and with pK in the range 6 - 0 - 7 - 0 . Phosphite, with a pK^ rather 
lower than the pK 2 of phosphate, has an Z^ value also slightly less (i.e. 6*0 com- 
pared with 8*0). The organic phosphates with still lower pK have their Z,* values 
corresiK>ndingly lower, except bexosediphosphate. But the molecule of this 
substance has two phosphate groups, each with pK at 6*3« Hence for calculating 
Z,, , a solution of bexosediphosphate should from the present point of view 
correspond to a 2*0 if solution of the ion. On this basis, comes to be of the 
same order as for the other organic P compounds. Pyrophosphate shows 
considerable catalytic effect, but it is present both in the trebly and quadruply 
ionized forms under the piSL conditions studied, and the respective catalytic 
conteibutions of these two forms have not yet been worked out. 
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Group II. Two organic acids, maleate and citrate, with pK near the lower 
limit at which activity is shown, have rather small 1^ values. Veronal with a pK 
of 8*0 shows, as would be expected, a higher value. 

Group III. The two inorganic buffers chromate and borate have i!y values 
about 10 times greater than those in group I. In the case of chromate there is, 
as already mentioned, some uncertainty owing to the presence in solution of 
appreciable amounts of Cr*®?”* besides the HCr04” and Cr04" ions. 

Faurholt [1925, 1] commented on the anomalous results found by him with 
borate even at pH 8-0, where complications arising from the CO* -f OH“ HCO*'” 
reaction should only be slight. Inspection of his figures shows that the dis- 
crepancies to which he refers could be explained if we assign an value to the 
borate ion of the order of 100-200 — ^a reasonable figure in view of the pK of 
boric acid, i.e. 9*5. In borate-phosphate mixture we find an value of about 150, 
thus confirming this suggestion. 

Group IV. Sulphite, selenite and tellurate,^ showed the greatest effects of 
any so far tested, being in the neighbourhood of 1000. Careful controls showed 
that the results were not due to autoxidation. Their activity, being so much 
greater than that of other substances of similar pK, must be due to their special 
chemical constitution : in this connexion it is of interest to find this high activity 
associated with three elements of the same group (VI) of the Periodic Table. 
A further point of interest about the action of selenite will be discussed later. 

The effects of chromate and selenite on CO* output were also investigated. The 
Iq values in the two cases were found to be of the same order as the values. 

Group V contains some typical carboxylic acids with pK<5*0, Their 1^ 
values, with the doubtful exception of oxalate, are all distinctly below 1*0. It 
thus appears that as the strength of the acid rises a range is reached (pK 6-0-5*0) 
in which the catalytic effect of the acid anion tends to fade out. 

The^ effect of the bicarbonate ion 

The value for the HCO**” ion is not included in Table V, since it cannot be 
obtainenl either by the methods so far used in this paper or from data given in 
previous papers. It is, however, important to measure it, both from the point 
of view of the physico-chemical mechanism of the CO* 4- H*0^H2C03 reaction 
and also of practical applications to biological problems. Since the true first 
pK of HgCO* is about 3*7 the value for HCOj" would not, from Table V, be 
expected to exceed 1*0. The following modification of the usual technique shows 
that, in point of fact, the value must be less than 0-5 and may be zero. 

A 0*2 M NaHCOg in 0*004 M NagCOg mixture was prepared by dissolving the 
requisite weights of the two salts in recently boiled distilled water with minimal 
contact with air so as to reduce CO* exchange. 5 ml. of this solution were placed 
in the boat and shaken at 0° with the standard CO* pressure (in the usual way) 
for 90 min., i.e. until equilibrium was practically reached. The [CO*”] was found 
to have increased to 0*005 Jf , and the [HCOg^] to have dropped correspondingly. 
The pH of the solution was calculated to be 8*6. After 1 min. pause for drainage, 
a second vol. of CO* equal to the first was introduced into the boat in the usual 
way, and an ordinary experiment then carried out to completion. Still more 
CO*- was formed and there was a further slight fall in pH. The overall velocity 
constant of CO* uptake was then calculated from the time course of the CO* 
uptake during the second shaking though far larger corrections were necessary 
than usual for (a) the velocity of the back reaction (60-60 %) and (6) the velocity 
^ Prepared from B.D.H. telluric acid. Two samples from other sources were unsatisfactory as 
they gave heavy precipitates when partially neutralized by alkali. 
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of the COj-fOH"" HCOg" reaction which at pH 8-6 is about 30% of the 
velocity of the COa+HgO HgCOg reaction. Fortunately, these two large 
corrections are opposite in sign, and in consequence the final value of the overall 
velocity constant should be accurate to about ± 10 % . The average of four calcu- 
lated values came out to 0*00208, in very close' agreement with the value, 0*0021, 
given above for , the true velocity constant of the reaction CO2 4* HgO -► H2CO8 . 

The joint catalytic effects of the HCO3"" and COg” ions in this experiment thus 
CAnnot at most have exceeded 10 % , which moans that for HCOs"" ion alone 
> 0*6 — ^a negligible value for practical purposes in work at [HCO3”] < 0*05 M, 
The experiment also gives an upper limit of about 25 for the Z„ value of the 
COg" ion. Recent experiments at higher [CO3"] suggest that the limit is almost 
certainly much lower. 


II. Basic nitbogbnous buffebs and other substances 
Basic nitrogenovs buffers 

We have tested three classes of N-containing bases : (a) compounds with the 
basic N in a closed ring, e.g. glyoxaline, nicotine, (6) compounds with the basic 
N in a straight chain, e.g. anUine and (c) mixed compounds containing both 
cyclic basic N and straight chain basic N, e.g. histidine. The results with class (a) 
being the most straightforward will first be described. 

Cyclic N bases. Four members of the glyoxaline series and three other 
compounds were tested as regards their effect on COg uptake by the methods 
described in Section I (see Table VI). Fig. 6 shows a typical pair of results for 


Table VI. Effect of cyclic nitrogenous bases 


Buffer 

pK at 0° 

[base] ; [ion] 


h 

2:4(or 5)-Dimethylglyoxaline 

8*80 

0-33 

12*5 

— 

4(or 0)-Methylgloxalme 

7*97 

2-0 

9*6 

— 



10 

11 

— 



0*6 

9*6 

— 



0-25 

10 


Glyoxaline 

7-40 

1*0 

1*5 

— 


2*0 

— 

C.2 

4(or 5)-Hydroxym6thylglyoxaline 

6-85 

4*0 

. 1*6 

— 

Nicotine 

8*5 

0*5 

13 




(8*0 at 26°) 




Pilocarpine 

7-30 

1*0 

4-6 



(7-0 at 15°) 

1*0 

— 

6*0 

Pyridine (in phosphate) 

5*7 

(6*3 at 20°) 

60*0 

<0*6 

— 


an equimolar buffer mixture of glyoxaline and glyoxaline hydrochloride at total 
concentrations of glyoxaline ranging from 0*036 to 0*38 M. It will be noted that 
the CO2 uptake during the initial rapid phase is in both cases practically the same 
and is equal in amount to that expect^ from the solubility coefficient of COg, 
thus showing that in this case there is no rapid reversible combination of the 
base with CO9 to form a compound of a carbamino type. (Contrast the results 
obtained in iig. 7 with a typical straight chain N compound.) Nor was there 
any such indication in the case o:^ any of the other compounds listed in Table VI. 

When the overall velocity constant for COg uptake, is calculated as in 
.Sectkm I ai^ plotted against the concentration of unionized base (i.e. the more 
negative constituent of the buffer) a straight line is obtained. The slope of the 
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line shows that the value for glyoxaline is about 1*6. Extrapolation of the 
line back to zero base concentration gives a value for the true velocity 
constant of the reaction CO, -f 11,0 H2CO3 , in close agreement with that already 
found in Section I. 

The values given in Table VI have all been calculated in terms of the more 
negative constituent: the validity of this procedure was tested thoroughly in 
the case of 4(or 5)-methylglyoxaline by experiments at four different [N 
base : [N cation]] ratios ranging from 2*0 to 0*25. It is seen that is constant 
within experimental error. It may be rt^asonably assumed that the other 
compounds in the Table would, on test, yield the same result. 

Table VI also shows that there is a correlation between and pK similar 
to that already found for the oxj’'-acid buffers in Table V (though in the present 
case the available range is smaller) : thus, for example, the two compounds with 
pK > 8*0, nicotine and 2:4(or 5)-dimethylglyoxaline, each have an of about 
12, whereas pyridine with a pK<% has a barely detectable value. The com- 
pounds of intermediate pK have, broadly speaking, intermediate values. 




Pig. 6. ObBorved course of CO, uptake by glyoxaline. A, 0*018 M unionized glyoxaiine + 0*018 M 
glyoxaUne ion; B, 0*19 M unionized glyoxaline +0*19 M glyoxaline ion. 


Pig. 7. Observed course of CO« uptake by hydroxylamine buffer solutions. A, 0*036 ilf NH,OH 
+0*012if NH, + OH;B,0*0863f NH,OH+0 b26if NHj+OH/HPOr+OOll if ; C, 0*033 Jf 
HiPO, for comparison. 


Evidence for the catalytic nature of the effect was sought for as before, 
namely by comparing the values, obtained from CO, output experiments at 
different buffer oonoentrations, with the values. Unfortunately, owing to 
experimental error and theoretical uncertainty, satisfactory accuracy can only 
be attained, if the value is > 6 and the pK < 7 (as is the case both for phosphate 
and caoodylate buffers). Of the compounds listed in Table VI pilocarpine 
approaches this ideal most nearly: the Iq value from experiments over a range 
of 0*06-0*£0 M total pilocarpine concentrations is 5*0, in satisfactory agreement 
with the value of 4*6. A similar, but much less accurate test showed that the 
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and values of glyoxaline are of the same order of magnitude. The actual 
equation for the overall velocity constant of COg output by N base buffers 
differs slightly from equation (11) : it is 


(i[C0g] Vo-^b/hcoj/bC®"^] rxrr«r\ 
-JT" = jgj [HCOj J, 


(13) 


where [B+], [B] are the concentrations of N cation and base respectively, 
is the ionization constant of the base = [B] [H+]/[B+]. 

/b is the activity coeffiloiont of the N cation. 


The calculation of in the case of N base buffers is thus much more sensitive 
to activity coefficient errors than in the case of the oxy-acid buffers, since a 
product of activity coefficients is involved instead of a quotient of activity 
coefficients as in equation (11). 

Straight chain N bases, Faurholt [1925, 2] has measured the equilibrium 
constant A'digg for the carbamino reaction between COj and the following straight 
chain amines : NHg, CHgNHg, (CH 3 ) 2 NH and CHNHgCOO”' (glycinate). As a 
measure of affinity of the bases for COg we may take 


_[CO,l[B]* 


(14) 


where [carb] is the concentration of carbamino compound formed. The values 
of l/jK’di8s at 0® ranged from 10* to 10® indicating a very large affinity of these 
bases for COg. This, together with the fact that the pK value at 0® in aU four 
cases is >10, makes it very difficult by the present methods to determine 
whether these bases have an appreciable value, though Paurholt^s work 
indirectly speaks against such a possibility. 

We have, however, tested several straight chain bases of pK < 9*0, and, in 
accordance with Faurholt’s views, have found a much lower carbamino affinity 
for OOg so that it has been possible to allow for it fairly well in calculation of . 
Typical results for hydroxylamine at a [B] : [B+] ratio of 3 : 1 and total con- 
centrations 0-048 M and 0-11 Jf, are shown in Fig. 7. 

The COg uptake in the rapid phase is much greater than that taken up in 
physical solution (set) control curve for COg uptake by phosphate, and also 
Fig. 2) the excess, due to carbamino formation, is, as is to be expected from 
equation (14), proportional (at constant [B] : [B***]) to the total hydroxylamine 
concentration. The data of Fig. 7 indicate that for hydroxylamine is 

about 4, i.e. about 1/500 the value for ammonia, thus showing the marked effect 
of substituting an — OH group both on pK and on the affinity for COg. 

It will be seen that the rate of COg uptake during the slow phase is less in 
the 0*048 M hydroxylamine solution than in the phosphate control, and in the 
0*11 Af h 3 ^oxylamine solution less stiU. This is partly due to the lower pressure 
of COg remaining in the gas phase and partly due to the fact that the [HCOg"] 
in the hydroxylamine solution is formed not only from COg coming from the gas 
phase but also from COg dissociating from the carbamino compound, which is 
maximal at the end of the rapid ph^ and decreases as the solution becomes 
more acid [v, Boughton, 1935, 2]. Approximate corrections can be made for 
both of these effects : the former is obviously proportional to the extent by which 
Pqq is lower than the control, .whilst the latter can be shown to be roughly 
equal to the [carb]/[COg] in solution at the end of the rapid phase, provided 
that the [carb] is not too large. The carbamino corrections in the case of Fig. 7 
amount to 7 and 20 % respectively and when applied, together with the Pqq 
eonections, show that the true rate of HCOg^ formation in the hydroxylamine 
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solution is, within experimental error, equal to the basal rate in absence of 
catalyst, thus showing that hydroxylamine has no appreciable value. Similar 
results were obtained with the other compounds listed in Table VII. 


Table VII. Straight chain N bctses 


Compound 

pK 

Carbamino 

formation 

k 

Hydrazine 

8*4 at 20° 

4-4-4- 

Undetectable 

Hydroxylamine 

6*2 at 20 ° 

4- f 


Aniline 

4*5 at 20° 

4- 


Acetamide 

c. 0 

0 


Urea 

c. 0 

0 



4* + + denotes that 1 /A'ihk is of same order as 1/A,i,ss for NH 3 . 

+ + denotes that is of the order of 10 ^* times for NH 3 . 

4 * denotes that is of the order of 10~* times for NH«. 

0 denotes that l/Aa,HH is less than 10 “® times for NII 3 . 

Mixed com'pownds. From the above results we should expect that a compound 
which possesses both a basic cyclic N and a basic straight chain N should act 
both as CO 2 carrier and COg catalyst. We have verified this in preliminary 
experiments on histidine, and two of its derivatives of physiological interest, 
dissolved in phosphate buffer. The results are shown in Table VIII. 

Table VIII. Effects of histidine and derivatives on CO^ uptake rate 

pK* at 22 ° 

^ ^ 

Glyoxa> Side Carbamino 

Compound line chain N formation 

Histidine 6*15 9*3 c. 1*2 + 4 * + 

Carnosine 6*8 9*5 c. 6 4 - 4 - 4 - 

Anserine 7*0 9*5 c. 3 4 - -f 4 - 

* Values and assignments from Deutsch & Eggleton [1938J who kindly supplied samples of 
anserine and carnosine. 

Other buffers 

We have also tested the catalytic effects of the anions of three non-oxy-acid 
weak acids, namely HCN {pK at 0° c. 10*0), HgS {pK at 0° c. 7-0) and HF. 

Cyanide, The of CN"" was difficult to measure owing to the volatility and 
high pK of HCN. The following special technique was used. Scheele’s HCN 
solution (4 % , B.D.H.) was mixed with an equal volume of water in a burette 
over mercury, to avoid HCN loss by evaporation. Titration to pH 6*0 gave the 
mineral acid content of the solution (0'031 N), and further titration to pH c. 12 
(Tropoeolin 0 as indicator) gave the HCN content (0-79 .Y). 4 ml. of this 
solution +0*8 ml. of if/2 KCN were placed in the boat, the latter stoppered at 
once and the experiment carried out as usual except that the gas pressure was 
left at 1 atm. instead of being reduced. The standard amount of COg was 
introduced from a reservoir at 19 cm. Hg positive pressure. The rate of uptake 
of COg by this cyanide buffer mixture, which contains 0*66 M HCN and 0*06 M 
CN**, was found to be about twice that of the basal rate below pH 7*5 in absence 
of catalyst. Fourfold dilution of the cyanide buffer in a second experiment 
showed a COg uptake rate about 1*9 tunes the basal rate. The increase above the 
basal rate in the two experiments was mainly due to the rate of the COg+OH-^ 
reaction, which in a 1 : 11 cyanide-HCN buffer mixture (pH c. 9*0) should be 
of the order of 80%^ of the COg+HgO HgCOg basal rate. If the residue of 

^ Exact allowaaoe is difficult owing to uncertainty as to the pK of HCN at 0° and of the size 
of the apprcq^te activity corrections. 
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the increase is attributed to the catalytic effect of the CN~ ion, its value comes 
out to be roughly 1-0 or less. CN“ therefore does not appear to belong to the 
catalytic cyclic N family, which at such a high pK should show an i„>10*0. 
Nor does it form any carbamino compound, according to the present experiment 
and the previous ones of Meldrum & Boughton [1933, 2]. 

Sulphide. The pK^ of HgS at 0° is about 7-0 so that a catalytic effect of HS*” 
might possibly be expected. Unfortunately the high volatility of HgS leads to 
appreciable loss of into the gas phase of the boat from the liquid as the latter 

becomes more acid during the COj uptake. To minimize this, the [HS”^] was kept 
down to 0-012 M by dissolving the requisite amount of NaHS (obtained by 
half-neutralizing Na^S (a.b.) with HCl) in a buffer mixture containing 0*06 M 
2:4(or 5)-dimethylglyoxaline base 4-0*06 M dimethylgloxaline cation (j?H c. 9*0). 
Calculation showed that, even so, a correction of 16 % must be inserted. The 
experiment was done in much the same way as the cyanide experiment and the 
uptake rate was found to be about 15 % slower than the control uptake rate by 
the same buffer mixture without added NaHS. Thus when the correction for 
HgS volatility is applied the two rates agree within experimental error, showing 
that the catalytic effect of 0*012 M HS"" is inappreciable. The value of the 
HS"“ cannot therefore exceed 10*0 and may be zero. 

The amount of CO2 taken up during the rapid phase was found to be the 
same whether HS*" was present or not, thus showing no evidence of any appre- 
ciable rapid reversible combination between COg and HS“ analogous to the 
carbamino reaction. 

We have not yet tested any more complicated sulphhydryl acids, such as 
thiolacetic acid, owing to the higher pK of their -SH group (r. 10*0) and 
their instability. 

Fluoride. The pK of HP is 4*45 at 25®, and the value, calculated from an 
additive experiment with 0*6 Jf NaF 4- phosphate buffer, is 1 - 1 . This value agrees 
closely with that of the oxy-acids of pK c. 4*0, and is distinctly higher than the 
range found for neutral salts of strong acids in Table III. 

Discussion 

The mechaniam of the catalysis 

In the CO2 output experiments the additional rate due to the catalysis is 
proportional to the product of the [H2CO3] and the more negative constituent 
of the buffer, e.g. [HP04“] or [Cac**], and is independent of the [HCO3-] except 
in so far €us the latter conditions the [H2CO3]. This means that H2CO3, not 
HCOj-, is the substrate acted on by the catalyst, i.e. the reaction catalysed 
must be C024-H20 t=^H 2C08 arid not C024-0H'“^HC03’'. Preliminary con- 
firmation of this has been obtained by CO2 uptake experiments between pH 9-0 
and 10*0 with two different [H^Og"] : [H8BO3] ratios and varying total borate 
concentration. It was found that the fraction of the overall uptake rate due 
to the (X)24-0H“ -►HCOa"- rate was practically unaffected by ohauges in 
[H2BO3"] although the fraction due to the CO24-H2O H2CO8 was greatly 
affected by [HaBO^-], which showed its usual value > 100. 

Whilst not excluding the possibility of a chain mechanism we think it more 
likely that the catalysis can hp explained by the intermediate compound forma- 
tion between 008 on the one hand, and the more negative constituent 

of the buffer on the other. 

In the case of the oxy-acid buffers the compounds might be of a '‘carbonate” 
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type, analogous to the reversible compounds between COg and organic hydroxides 
studied by Faurholt: 





oj:(+h, 0) HO^c— ojc 


HO^ + OJC- 
HO/ 


We have to suppose that HgO can c6mbine with the COg bound to OZ”” to 
form the corresponding HgCOg-.OZ intermediate compound which in turn 
decomposes to HgCOg + OZ-. We then have the catalytic scheme formulated in 
the equation. This scheme explains why (a) the reaction C02H-0 H"';e=^HC 03“ is 
not catalysed ; probably the electrostatic repulsion between HCOg"* and OZ~ 
hinders the formation of the necessary HC03“.0Z~ intermediate compound, 
and (6) the catalytic activity of the oxy-acid ion tends to disappear when the 
pK of the acid is < 6*0. Table VII shows how the aflSnity of the straight chain N 
bases for COg declines pari pasau with the decrease in pK, i.e. decreases in 
affinity for H+. Similarly we might suppose that the combination of COg with 
the — 0“ in weak acid anions persists up to a certain point as the strength of the 
acid increases but finally tends to become negligible. On this view the lack of 
catalysis is due to failure to form the necessary intermediate compound. 

In the case of the cyclic nitrogenous base buffers the intermediate compound 
with COg might be of a carbamino type : 




Ny(+HO,) 


HOv 

— HOACNF 
HO^ 


HO^' tHNr 
HO/ 


With straight chain N compounds no reaction occurs between water and the 
carbamino compound of the N bases, but in the cyclic N compounds the 
postulated carbamino compound might, for some reason connected with the 
chemistry of the ring, tend to hydrate, forming the unstable intermediate which 
breaks down to HgCOg and the free N base. The catalytic scheme is thus complete. 
Although at present we have no direct evidence in favour of these hypotheses, 
we have found them very useful working guides, and therefore have felt justified 
in mentioning them. 

Additive effects 

We have already alluded to the fact that the catalytic effects of HP04* and 
Cac", when jointly present, are additive and the same is also true of the following 
pairs — ^maleate-f phosphate, chromate + phosphate and probably also borate 
+ phosphate. Carbonic anhydrase and phosphate, on the other h&nd, tend to 
multiply the effects of each other. It was therefore of special interest to see 
whether our most active inorganic catalyst, selenite, is additive or multiplicative. 
It is difficult, owing to ionic activity uncertainties, to make such experiments 
fully satisfactory f^m a theoretical standpoint, but some preliminary results 
with selenite + {ffiosphate, and selenite -h chromate mixtures do suggest that in 
both cases selenite multiplies the effect of the weaker catalytic ion. Selenite 
may thus turn out to be a weak inorganic analogue of carbonic anhydrase, in 
which case a further detailed study of its catalytic mechanism would be well 
worth while. 

As to the mechanism of the multiplicative effect it is possible that selenite 
and/or carbonic anhydrase may catalyse the formation of the intermediate 
compound between CO, and the more weakly catalytic anions, which we have 
supposed to be a preliminary to the catalysis and which may not itself proceed 
very rapidly. Various other explanations are hpwever possible. 
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The effect of pH on carbonic anhydrase 

As already hinted in the introduction, the original aim of the present research 
wa« to determine the effect of pH upon the activity of carbonic anhydrase. 

Two difficulties were already obvious at the start, namely (a) in the pH range 
above 8*0, where COg reacts in two ways (see equations (1) and (2)) there is the 
problem of sorting out the respective effects of the enzyme on these two different 
processes, and (6) the Michaelis constant of the enzyme is very high, and hence 
it is impracticable to work at substrate concentrations sufficient to saturate the 
enzyme — ^a prerequisite in pH-activity work. The results described in this paper, 
though at first sight adding yet a further complication, may on further investiga- 
tion prove to simplify the study of the effect of pH on carbonic anhydrase. Thus 
in regard to (a) preliminary experiments suggest that carbonic anhydrase, like 
phosphate and other buffers, only catalyses the COg + HgO^HgCOg , and does 
not affect the COg+OH^^HCOa*". In rt^gard to (6), it is already known from 
unpublished observations of the writers and others, that the activity of carbonic 
anhydrase increases markedly over the pH range 6*0~8*0. If it turns out that 
the activity of the enzyme in promoting COg uptake at constant COg pressure 
when plotti^ against pH gives a curve resembling the ionization curve of a weak 
acid, a result exactly analogous to the results with phosphate etc. would be 
obtained, and it might by further analogy be fair to infer therefrom the actual 
pK of the active group of the enzyme, even though the enzyme had not been 
saturated with substrate in the experiments. All this is perhaps too much to 
hope for, but at all events we have some valuable new pointers as to the investi- 
gation of the mode of action of carbonic anhydrase. 

The catalytic effects herein described occur in many physiological buffers 
containing COg, and should therefore be borne in mind as possible factors in 
diverse physiological and biochemical processes and experiments. In particular, 
they may be of interest in bone equilibria, wherein carbonato-phosphate reactions 
of a type somewhat similar to that postulated in our catalytic schemes may take 
place, especially in regions of high local phosphate concentration. 

SUMMABY 

1. Detailed improvements have been made in the manometric technique for 
measuring the rate of COg uptake by solutions. 

2. When COg is taken up by buffer solutions the buffer substance itself has 
some direct effect on the reaction besides “instantaneous” removal of H+ con- 
cerned in the ionization of HgCOg to H+ ■+• HCOg”. Experimental proof is offered 
that the effect cannot be due to impurities in the solutions or to “neutral salt” 
action, but is proportional to the concentration of the more negative constituent 
of the buffer. Thus in the case of phosphate buffer, the overall velocity constant, 

is given by 

t;,*=0-0021 [COg] [HPOr]}, 

2^, the catalytic coefficient, bemg 8, and for cacodylate 9. The figure 0*0021 
represents the true velocity constant of the reaction COg-f HgO -> HgCO, and is 
al^ut 26 % lower than the erronrous value previously accepted. 

3. All other oxy-acids, so far 'tested, which buffer in the pH range 6-9 show 
similar effects, whereas salts of stronger adds have much smaUer effects < 1*6). 
The effects with sulphite, selenite and tellurate are much larger (l^ of order 
of 1000). 
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4. Straight chain N bases, e.g. NHgOH, show no appreciable catalytic 
activity, though they combine readily with CO, to form carbamino compounds. 
Cyclic N bases, e.g. glyoxaline, on the other hand do not form carbamino 
compounds but do act catalytically. The effect is proportional again to the 
concentration of the more negative constituent — ^in this case the unionized N 
base. Values for of the order of 10 were found for several cyclic bases of 
pK>1^0. With weaker bases the effect tends to disappear. Mixed compounds, 
e.g. histidine, show both catalytic action and carbamino formation. 

5. Similar effects are observed on the rate of oiUput of CO, from bicarbonate 
solution suddenly mixed with buffer, (output) for the oxy-acid buffers 
phosphate, cacodylatc, chromate, selenite, and for the N base buffers pilocarpine 
and glyoxaline being equal to The effect must therefore be a catalysis. 

6. It is shown that the buffers only catalyse the COg-f HgO^HgCO, reaction 
and not the COg + OH-^F^HCO,- reaction. A mechanism is suggested in which 
CO, (or HgCOg) combines reversibly with the more negative constituent of 
the buffer. 

7. The effects of phosphate and cacodylatc arc additive, but of the enzyme 
and phosphate are probably multiplicative. 

8. Some biochemical implications of these results are discussed. They must 
be allowed for in work involving velocities of CO, reactions. Selenite is suggested 
as a possible inorganic model of carbonic anhydrase. 
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Previously described experiments have shown that exposure of animals to 
non-specific damaging agents, such as toxic doses of drugs, surgical shock, 
excessive muscular exercise, cold etc., elicits a syndrome with characteristic 
changes in various organs and in blood chemistry. These changes are largely 
independent of the specific nature of the damaging agent to which the organism 
is exposed . However, if an animal is subjected beforehand to a damaging stimulus 
for a few days, it will no longer respond in this manner to further treatment with 
the same agent. It was concluded, therefore, that the syndrome represents the 
somatic expression of the “alarm’' of the organism when first confronted with a 
stimulus to which it is quantitatively or qualitatively not adapted. For this 
reason, the syndrome has been termed the “alarm reaction” [Selye, 1937, 1, 2; 
1938, 1; Harlow & Selye, 1937]. 

Among the blood chemical changes which characterize the alarm reaction, 
an initial increase followed by a marked decrease in blood sugar was found to be 
very constant. With continued treatment this hypoglycaemia disappears within 
a few days and after resistance to the stimulus is acquired, further treatment will 
actually increase the blood sugar above the normal level. The blood chlorides 
show a marked decrease during the alarm reaction and this is followed by an 
increase after adaptation [Selye, 1938, 2, 3]. 

It was observed furthermore that removal of endocrine glands which influence 
the adaptability of the organism may considerably alter this chemical response 
in the blood. Thus adrenalectomized [Selye, 1938, 4] or hypophysectomized 
[Selye Sc Foglia, 1938] animals show no initial hyperglycaemia but a very pro- 
nounced hypoglycaemia when exposed to agents capable of eliciting an alarm 
reaction. The hypoglycaemia is usually most marked in animals which are 
particularly severely damaged, hence it was not surprising to note an especially 
marked decrease in the blood sugar in hypophysectomized or adrenalectomized 
animals, since animals deprived of these glands become unusually sensitive to any 
damaging agent. It was very unexpected, however, to find in the course of these 
experiments that removal of the thyroid has an exactly opposite efiect, inasmuch 
as it exaggerates the hyperglycaemic phase of the response. It was noted further- 
more that in a group of thyroidectomized rats, the most severely damaged 
individuals are usually the ones which show the mostpronouncedhyperglycaemia. 
In spite of this inverse blood sugar response, the blood chlorides react in the usual 
manner; in fact, the hypochloraemia is exceptionally pronounced. The purpose 
of this communication is to report on a series of experiments illustrating these 
pomts. 
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Methods 

The blood sugar determinations were carried out by the Shaffer-Hartmann- 
Somogyi method and the blood chloride determinations by the Van Slyke 
method. The chlorides were determined in whole blood specimens, not in plasma, 
because in some cases it was found that a severe alarm reaction may be accom- 
panied by intravital haemolysis. In every case the animals were fasted 24 hr. 
prior to the determination so as to avoid any change in blood composition re- 
sulting from the ingested food. One animal was used for one determination only, 
so as to avoid changes resulting from repeated fasting and bleeding. 

Female “hooded” rats weighing 95-135 g. were used in all the experiments of 
this series. The alarm reaction was elicited by exposui^e to cold, formaldehyde 
treatment or muscular exercise. The animals treated with formaldehyde received 
0*2 ml. of a 4 % solution subcutaneously three times the first day and once the 
next morning, 23 hr. after the first injection. They were killed one hour after the 
last injection. Those exposed to cold were placed in an ice-box at -f 3"^ for a period 
of 24 hr. Those forced to perform muscular exercise were placed in drum cages 
having a diameter of 12 in. and revolving at a speed of 18 r.p.m. They were 
forced to make three 15 min. runs in the course of the first day, and one the 
following morning. They were killed 1 hr. after the beginning of this last exercise 
period. The total length of treatment was 24 hr. in each case, during which period 
no food was allowed. This length of treatment was chosen because in normal 
animals the blood sugar curve usually reaches a low point at about 24 hr. after 
exposure to an alarm reaction-eliciting agent. 8 normal and 8 thyroidectomized 
rats were exposed to each of the agents and two similar groups of otherwise 
untreated rats served as controls. The thyroidectomies were performed 9 days 
before the beginning of treatment. It should be emphasized that in the rat the 
two internal parathyroids are enclosed in the thyroid tissue and were conse- 
quently removed together with the thyroid. Although no signs of tetany were 
evident in animals thus operated upon, it is possible that ablation of theses 
parathyroids may have influenced the response. Experiments are now in progress 
in this laboratory in which only the parath 3 rroidB are removed. These may throw 
some light on this aspect of the problem. 


Results 


Table I summarizes the results of these experiments. The numbers in 
parentheses represent extreme variations. 

Table I 


Damaging agent 


Blood sugar, mg. per 100 ml. 

' 

Normal Thyroidectomized 


Blood chlorides, mg. per 100 ml. 

- - A 

Normal Thyroidectomized 


Formaldehyde 

Exercise 

Cold 

Controls 


76 (70-85) 
70 (56-80) 
74 (55-80) 
86 (81-92) 


111 (81-144) 
78 (65-82) 
01 (70-112) 
70 (60-80) 


386 (363-421) 
463 (456-479) 
407 (386-433) 
436 (421-456) 


356 (339-374) 
407 (385-410) 
384 (362-395) 
483 (410-433) 


It is quite obvious that exposure to the various damaging agents used in this 
experimental scries led to a marked fall in the blood sugar of the normal animals, 
while in the thyroidectomized rats exposure to these same stimuli not only failed 
to produce such an effect but actually caused hyperglycaemia. This is particularly 
interesting in the case of animals exposed to cold or performing muscular 
exercise, since these stimuli call for increased combustion of carbohydrate 
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reserves. It should also be emphasized that following a 24 hr. fasting period, the 
blood sugar of thyroidectomized rats is 15 mg. per 100 ml. below that of the 
normals, a fact which we have confirmed in the course of many experiments 
performed in connexion with other problems. In spite of this lower initial value, 
the blood sugar of the damaged thyroidectomized rat is far above that of the 
normal. The blood sugar concentration was usually highest in those rats which 
appeared to be most severely damaged. The blood chlorides of the thyroidecto- 
mized rats, on the other hand, deert^ase even more markedly than those of the 
normals. A particularly interesting point in this connexion is the behaviour of 
the blood chlorides in the exercised group. Previous experiin(»nt8 have shown that 
whilst an alarm reaction produced by any damaging stimulus so far examined 
causes hypochloraemia, that elicited by excessive muscular exercise results in a 
pronounced rise in blood chlorides [Selye, 1938, 3]. It was found, however, that 
the same amount of exercise which increases the blood chlorides in the normal 
rat causes hypochloraemia in the adrenalectomized animal [Selye, 1938, 4]. A 
similar change in the response was also observed in the thyroidectomized rats of 
the present series, as will be seen from the data in Table I ; the blood chlorides 
of the normals rose while those of the thj’^roidectomized rats fell under the 
influence* of the same amount of muscular exercise. 

Since prolonged fasting also elicits typical signs of the alarm reaction (hyper- 
plasia of the adrenal cortex, loss of adrenaline from the medulla, atrophy of the 
thymus, lymph glands and spleen etc.), it seemed of interest to examine the 
effect of this stimulus on the blood sugar of thyroidectomized rats. 24 normal 
and 24 thyroidectomized rats comparable in every respect with those in the 


Fasting period 
hr. 

24 

48 

72 


Table II 

Blood sugar, mg. per 100 ml. 


Normal 

86 ( 80 - 91 ) 
76 ( 69 - 81 ) 
62 ( 46 - 69 ) 


Thyroidectomized 

70 ( 61 - 79 ) 
94 ( 83 - 112 ) 

65 ( 55 - 76 ) 


I00< 

95 

90 - 

85 

80 

75 


above-mentioned experiments were used to elucidate this point, one-third of them 
having been fasted for 24, another third for 
48 and the remainder for 72 hr. The results 
of the blood sugar determinations in these 
groups are summarized in Table II and 
Fig.l 

It will be seen, in conformity with what 
we said above, that after 24 hr, fasting, 
the blood sugar of the thyroidectomized 
animal is considerably below that of normal 
controls fasted for the same length of time. 

Yet after 48 hr. fasting, when morpho- 
logical signs of the alarm reaction become 
evident, the blood sugar rises, not only 
above that of normal controls fasted for 
the same period, but even above that of 
normal animals fasted for 24 hr. only. At 
the end of 72 hr., however, the blood sugar 
values of both groups are very low and 


M 70 - 
PQ 

65 - 

60 - 


Normals 

Thyroidectomized 


24 


48 
Hr. 
Fig. 1. 


72 


not fflgnifioantly different fix)m each other. We do not wish to speculate concerning 


132—2 
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the fundamental disturbances in the carbohydrate metabolism caused by thyroid- 
ectomy on the basis of mere blood sugar determinations, since much more detailed 
metabolic studies would be required before one could discuss this question to 
€kdvantage. Yet it seems obvious that the rise in blood sugar is elicited by the 
non-specific damage inflicted upon the animal and not by the specific action of 
any of the agents employed ; otherwise we should not have obtained the same 
result with such different agents as formaldehyde, cold, muscular exercise and 
even fasting. 

It is hardly within the scope of this communication to review the existing 
rather voluminous and contradictory literature on blood sugar changes following 
thyroidectomy. It is evident however that since a short period of fasting de- 
creases, while a longer period of fasting or exposure to any other damaging agent 
increases, the blo<^ sugar of the thyroidectomized animal, all experiments 
designed to study the specific effect of a certain agent on the blood sugar of a 
thyroidectomized animal necessarily had to be complicated by this particular 
change in the response to the non-specific harmful stimulus. 

SUMMABY 

Thyroidectomized rats respond with hyperglycaemia to non-specific damaging 
agents which decrease the blood sugar of the normal rat. 

While a 24 hr. fasting period causes more pronouncexi hypoglycaemia in 
thyroidectomized than in normal rats, 48 hr. of fasting actually increase the 
blood sugar of the thyroidectomized rat while in the normal it causes a further 
decline in blood sugar concentration. 

Thyroidectomized rats exposed to non-specific damaging agents respond 
with a more pronounced decrease in blood chloride than normal animals. They 
show hypochloraemia even under the influence of excessive muscular exercise 
which raises the blood chloride of the normal rat. 

The author is greatly indebted to Messrs K. Nielsen, H. Torunski and C. 
Rasmussen for their excellent and untiring technical assistance which was of 
great value in completing these studies. 
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The recent demonstration that nicotinic acid, or its amide, is the vitamin whose 
deficiency is re8}X)n8iblefor canine black tongue and pellagra is of great theoretical 
interest, for the pyridine ring plays a role of the first importance in cellular 
respiration. This was demonstrated by Warburg et aL [1935] who found their 
coenzyme (triphosphopyridinenucleotide designated Co II) to comprise one mol. 
of nicotinic acid amide, three of phosphoric acid, two of (probably) pentose and 
one of adenine. The nucleotide in the presence of a suitable protein is reduced by 
the substrate, then reoxidized indirectly by molecular oxygen; this cycle of 
oxidation occurs in the pyridine ring. Cozymase (diphosphopyridinenucleotide, 
Co I) differs from Co II only in possessing oik* mol. less of phosphoric acid, 
according to Warburg & Christian [1936] and Euler et aL [1936]. The mechanism 
of its cycle of oxidation is the same. 

It is almost certain that all active tissues in the human body contain Co I 
and Co II, and consequently one would expect that variation in amount of 
dietary nicotinic acid should lead directly to variation in amount of coenzyme. 
It is the object of this paper to demonstrate that the concentration of coenzyme, 
or of some closely related substance in the blood, is sensitive to the ingestion of 
nicotinic acid, both in normal individuals and pellagrins. 

The vitamin action of nicotinic acid was first reported for bacteria. Lwoff & Lwoff 1 1937) 
proved that Co I or Co II could replace the T-factor of the haemophilic bacteria. At about the same 
time nicotinic acid was shown to be a gronth factor for Staphyhcoccus by Knight [ 1937] for the 
diphtheria baoiUus by Mueller [1937], and recently for the dysentery bacillus by Koser et al, [1938]. 

Frost & Elvehjem [1937] reported that adenylic acid plus nicotinic acid (1 mg. per day of each) 
completed a basal diet on which rats did not otherwise grow, and Euler et aL [1938] obtained a 
striking response by the addition of 1 mg. per day of Co I (cozymase). However, rat dermatitis 
(and chick dermatitis) is not due to a nicotinic acid deficiency according to Dann [1937]. 

Elvehjem et al, [1937; 1938] showed that nicotinic acid or its amide is the vitamin whose 
deficiency is responsible for black tongue in dogs; this has been confirmed by Street & Cowgill 
[1937] and others, and extended to a pellagra-like condition in swine by Chick et al, [1938]. Pel- 
lagra, like black tongue, has yielded to nicotinic acid therapy according to Fonts et al, [1937], 
Smith et al, [1937], and Spies et al, [1938]. Schmidt Sydonstricker [1938] reported relapses 
following rapid improvement with nicotinic acid therapy, but neither the diet nor the activity of 
the patients was oontroUed, so that at present their results are inconclusive [vide also review by 
SebxeU, 1988]. 
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Method 

The concentration of coenzyme-like substance, which is confined to the cor- 
puscles, was determined with the aid of Haemophilus parainfluenztte, the growth 
of which under proper experimental conditions is proportional to the coenzyme 
content of the culture broth. 

Specificity of test 

Lwoff & Lwoff [1937] suggested the use of H, parainfiuenzae for the bio- 
assay of ooenzyme when they found that : 

(1) Either Co I or Co II at concentrations as low as about 2 x M can 
replace the F-factor required for growth by. all parainfiuenzae, 

(2) F-factor cannot be replaced by adenylic acid (yeast or muscle), nicotinic 
acid, nicotinamide, diethylamide, o-dihydropropylnicotinamide, or the pro- 
ducts formed when either coenzyme is kept at 100'' and pH 8*5 for 20 min. 

(3) The reaction Co I ^ Co II can he accomplished by the bacteria when either 
coenzyme enters the protoplasm, after which its identity appears to remain 
fixed. 

I have found that neither nicotinic acid nor its amide in therapeutically 
active concentrations, either alone or in the presence of all substances found in 
the blood extract used for assay, is able to act as F-factor. as the following 
examples show. (A) The addition to blood extract of 1 mg. acid or amide per ml. 
blood reduced the assay by 4 and 6% respectively. (B) Incubation of whole 
blood containing 1 mg. acid per ml. at 37-8® for 1 hr. increased the assay by 6%. 
(C) Incubation of whole blood containing 10 mg. acid per ml. rapidly produced 
methaemoglobin, haemolysis and loss of F-factor. 

Products of the mild acid hydrolysis of F-factor were found to be inactive, as 
when blood, diluted 100 times, was boiled for 20 min. in 0*8 N trichloroacetic 
acid containing 0-55 N NaOH. 

These results are in harmony with those of the Lwoffs ; they argue strongly in 
favour of the unique identity of Co I and Co II with F-factor, and prove that 
only a special and limited group of compounds containing nicotinic acid, or its 
amide, can be active. However, the terms coenzyme and F-factor will not be 
used interchangeably in the following, and the substance or substances measured 
in the bio-assay will be referred to as F-factor. 

Theory of test 

When broth is inoculated, the optical density of the resulting suspension in- 
creases owing to an increase in living and dead bacterial matter, and to changes in 
the medium itself. The increase in light adsorption is rapid at first, but reaches a 
maximum at which it tends to reniain 24-30 hr. after inoculation, declining 
slowly thereafter. To measure directly the change in light transmission of a 
culture it is most convenient to employ the Evelyn photoelectric colorimeter 
[Evelyn, 1936], which uses test tubes for absorption cells. 

Let jTft be the transmission of the blank culture, and 

Tg, the transmission of the experimental; then 

a the % change in absorption is given by (1) ; 

o*100[l-^]. (1) 

F-oontent is found by determining the amount of blood necessary to produce 
a value of a equal to that produced by a standard solution. 



NICOTINIC ACID AND BLOOD COENZYME 


2077 


Let be some set value of a used as a point of reference, 

X the concentration (ml./ml.) of blood in the unknown test whose reading 
is a,, 

S the concentration (ml./ml.) of standard F-factor in the standard test 
whose reading is , and 

H the haematocrit reading (volume of red and white cells expressed as 7o 
bhod volume ) ; then 

F the concentration (units/ml.) of F-factor in the blood cells, expressed in 
arbitrary units and multiplied by 10^ for (convenience, is given by (2) : 


F= 


ws 

HX ‘ 


( 2 ) 


F determin(id according to (2) will be used as an empirical measure of the con- 
centration of Co I and Co II, bearing in mind, however, that some unknown 
substance closely related to the coenzymes might give a positive test. No attempt 
was made to distinguish b^ctween the two eoenzymes. 


Procedure of test 

The cultures are j)repared in tubes suitable for use in the photoelectric colorimeter, each con- 
taining 7 ml. broth. To one series of tubes in duplicate there are added 0*0, 0*1, ()•!, 0*2 and 0*3 ml. 
blood extract; to a second series there are added similar amounts of standard F-factor solution. 
All tubes are inoculated except the second pair in 
each series. The tubes are checked in the photo- 
meter (using filter 520 M ) for initial differences in 
ab8oq3tion, which are noted and used as correc- 
tions. After 24 and 30 hr. of incubation at 37“ 
they are read in the photometer; the maximum 
value of a is used, and the averages for each pair 
are plotted as in Fig. 1, Usually the difference 
between the 24 and 29 hr. readings is small and 
the duplicates agree fairly well as in the following 
readings made at 24 hr. : 

Standard F. 0-1 ml., 2, 1*5; 0-2 ml., 7, 7; 

0-3 ml., 11-7, 11. 

Blood extract 0-1 ml., 3*3, 4; 0*2 ml., 11-2, 

12-2; 0-3 ml., 14, 13. 

The horizontal bar cutting the two curves in 
Fig. 1 represents a„, i.e. the value of a used in 
comparing the unknown and standard solutions. 
a^ equal to 9 has been used throughout the present 
work. In Fig. 1 we find by interpolation that 
0'16 ml. blood extract is equivalent to 0-245 ml. 

standard F-factor solution (for preparation and concentration, see below), each producing a 
change equal to a,. From these data X and S are calculated, and knowing H the value of V is 
obtained from (2). 

Blood extract. Blood obtained by venepuncture is prepared by the addition of 1-2 mg. potas- 
sium oxalate per ml. 0-1 ml. blood is added to 10ml. distilled water. Immediately 2 ml. are 
withdrawn for the haemoglobin determination [Evelyn, 1936] and are replaced by 2 ml. trichloro- 
acetic acid solution (13% acid containing 2*15% NaOH). The test tube is plugged, centrifuged 
after several minutes and stored on ice. The F-factor is contained in the supernatant liquid, which 
loses 5 % of its activity in 24 hr. Plasma prepared in this manner supports no measurable growth, 
even when 1 ml. instead of 0*1 ml. is used. 



Fig. ]. u as a function of F-factor (in ml.). 
Open circles, F-factor from blood extract; 
solid circles, ]"-factor from yeast extract 
used as a standard. The bar cutting the two 
curves at ff=9 (designated a^) facilitates 
comparison: 0-16 ml. blood extract is equiva- 
lent to 0-245 ml. veast standard. 
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Cultivation of bacteria 

The bacteria used were of the same strain as those employed by the Lwoifs, namely, H, para^ 
influenzae strain 4101 Fleming, National Collection of Type Cultures, Lister Institute, London. 
Subcultures were made at least three times a week, alternating between broth and agar. When 
first received, the bacteria showed 60-100% more growth if glucose or sucrose were added to the 
medium. After 3} months of cultivation at 37°, however, this phenomenon di8api)eared rather 
suddenly, although the ability to oxidize sugar was retained. All data reported here were obtained 
after the mutation had occurred; during this period cultivation in broth was almost continuous. 

V-farior. This is prepared by suspending 100 g. baker’s yeast in 50 ml. water, pouring the 
suspension into 150 ml. boiling water containing 6*8 g. KHsPOi, and maintaining the temperature 
at 80-85° for 20 min. The suspension is then filtered through a bacteriological paper, and sterilized 
by passing through a candle or a Seitz filter pad. Thb concentration of this solution is 5 x 10“*^, as 
0*5 g. yeast per ml. water has been used. The strength of the standard solution referred to in the 
text and used in all experiments was 6 x 10“^. 

Medium, A 2% solution of proteose-peptone (Difco) containing 0*6% NaCl is titrated with 
NaOH to pH 7*7-7*8, tubed in 6 ml. samples, and autoclaved. Sterile F-faetor is then added. The 
usual subculture receives 0*1 ml., concentration 5 x 10~*. Subcultures intended to supply inocula 
for blood tests receive 0*1 ml., 2*6 x 10“*, all of which will be used up after 24 hr. of growth. Thus 
when the test culture is inoculated with one drop, no F-factor will be carried over. For a solid 
medium, the above is used plus 3% agar ( F added when agar has cooled, but before solidification). 

Experimental results 

Figs. 2, 3 and 4 together with Table I summarize the experimental data. The 
solid black points are plotted for periods during which nicotinic acid was taken ; 
an arrow indicates when the administration of acid began or ended between two 
points; V the ordinate in each graph was calculated a(;eording to equation (2), 
H and 8 being redetermined for every point. The abscissae of all are comparable ; 
i.e. a determination made on the twentieth day of Pig. 2 would have been made 
simultaneously with that on the twentieth day of Fig. 3. This was done to provide 
a further check on the method. 

All normal siibjccts took nicotinic acid by mouth after breakfast and dinner either in tablets 
(Squibbs) or in solution (8.M.A. Corp, nicotinic acid dissolved in water). A 0*5 % solution (partially 
neutralized) has a slightly sour taste and is not unploai^ant. When 100 mg. are taken on an empty 
stomach (e.g. before breakfast) a peripheral flushing occurs, the extent of which varies in diflbrent 
individuals. Usually within 5 min. the face and neck tingle, then flush, followed by the forearms 
and probably the knuckles and knees. In some cases intravenous injection was used. 

Normal subjects 

(1) HK (Pig. 2), white male, age 28, height 179 cm., weight 66*5 kg. During first 10 days, 
average F was 19. Prom 10th to 24th day about 100 mg. nicotinic acid were taken daily, the 
change in F being as follows: 16th day, total nicotinic acid 475 mg., -f 20%; 19th day, 825 mg., 
+ 40%; 22nd day, 1500 mg., using smooth curve +60%. 

Beginning with the 24th day nicotinic acid was discontinued, and the subject was placed on a 
pellagra-producing diet (defined below). The increase in F declined: 32nd day, +10%; 40th day, 
+0%. Beginning on the 43rd day 1200 mg. nicotinic acid were taken within 24 hr. (300 mg. at 
11.30 a.m., 2 p.m., 6.15 p.m. and 10.30 a.m.): 8 hr. after first dose F rose +10%; 24 hr. (44th 
day), +40%; 48 hr. (46th day), +60%; 6 days (48th day), +80%; 9 days (62nd day), +6%. 

The pellagra diet used was similar to that of Ruffin Smith [1937], but with the following 
changes: omitted, cod liver oil, iron ammonium citrate, calcium gluconate, field (cow) peas, lard and 
fiour; deareaoed, ascorbic acid to 60 mg. per day; added per day, 1 mg. aneurin^^l; 5 drops oleum 
peroomorphum, 200 g. potfi.toes, 5 stewed prunes, 70 g. apple sauce, 20 g. butter. The modified 
diet, as compared with the original, contains less preventive substance [cf. food ratings of Sebrell, 
1934]. but is low in protein. 
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(2) RM (Fig. 3, open circles), white male, age 24, weight 70 kg. Average initial V was 17 during 
the 13th-16th days. During 16th->23rd days about 100 mg. nicotinic acid taken daily. The changes 
in V together with the total dose were: 20th day, 400 mg., +30%; 23rd day, 1 g., smooth curve 
+ 36%; thereafter nicotinic acid stopped, 34th day, -5%. Beginning on the 50th day 1*25 g. 
nicotinic acid were taken during 24 hr. The changes in V were: 50th day (after 250 mg.), +10%; 
52nd day, 4 30%; 55th day, +25%. 



Fig. 2. Fig. 3. 


Fig. 2. Variation of V in the normal subject HK. 1*5 g. nicotinic acid taken during the 10th- 
24ih days produced an increase of .50%. 1*2 g. taken within 24 hr. on the 43rd day produced a 
similar effect. Solid circles indicate periods during which nicotinic acid was taken. 

Fig. 3. Variation of V in the normal subject RM (open circles) and the pellagrin JH (crossed 
circles). Solid circles indicate the administration of nicotinic acid, which was stopped at the 
arrows. RM (left curve) received 1 g. nicotinic acid in 7 days during which V rose 36%. 
Later (right-hand curve) RM received 1*25 g. in 24 hr., and V rose .30%. JH the ]:)e]lagrin 
received 700 mg. nicotinic acid within 48 hr. ending at the arrow. Note the rapid rise in K of 
35%, and the rapid fall. 

The remaining four white male subjects, whose data are graphed together in Fig. 4C, will be 
considered as a group. Ages, weights and graph symbols are as follows: FE, 23, 66, circle; GS, 24, 
61*5, triangle; KB, 22, 79*5, square; WK, 22, 97*5, inverted triangle. The daily dose of acid was 
about 1*6 mg. per kg.; FE and GS took 100 rag. per day, KB 125 and WK 150. 

The data show an average initial V of 18 during the 13th-16th days. About 1*5 mg. nicotinic 
acid per kg. were taken daily during the 16th-20th days, and twice this dose for the 21st and 22nd 
days. The increases in V were: 20th day, 40%; 23rd day, 45%; 3.5th day, 10%. ^ 

Pelkigrins 

(1) JH, white male, age .55, weight 40 kg. The patient had suffered fnjm oesophageal ob- 
struction for 25 years. For 6 months before admission almost all food eaten had been regurgitated 
within 5-20 min. ; as a result he was quite emaciated. About 2 weeks before admission definite 
signs of pellagra had appeared. On admission, physical examination showed the dorsum of each 
hand to be red and rough, and the tibial surfat^es of the legs to be discoloured with a brownish 
pigmentation. The lips wore dry, the tongue very red and smooth, the buccal surfaces red, the 
pharynx red. Oesophageal dilatation was ijerformed with marked relief of the obstruction, and the 
patient was put on a high caloric, high vitamin diet. Valentine’s liver extract, 30 ml., t.i.d., and 
nicotinic acid, 20 mg., t.i.d., were given for 4 days, then stopjjed. On the 5th and 6th days 300 and 
400 mg. nicotinic acid were given. Eight days later acid and liver extracts were restored to the 
diet. 

Data for JH arc plotted in Fig. 3, crossed circles; the arrow marks the end of 2 days during 
which 700 mg. nicotinic acid were taken. At the time of the first test 600 mg. had been taken 
already, and V was 24*5 (49th day on graph). Note the subsequent sharp rise and fall: +35%, 
Slat day ; + 8 %, 62nd day. The true initial value of V is not known ; hence the increase (sec Table 1) 
is a minimum. The patient’s course was one of steady improvement. The signs of dermatitis 
disappeared almost entirely within 3 weeks. 

The following oases were kindly brought to my attention by Drs D. T. Smith and J . M. Ruffin ; 
they constitute port of a series studied in other respects by these workers, which will be described 
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•Isewhere. The basal diet referred to [Rufi&n & Smith, 1937] contained no vitamin fortification and 
a minimum of pp factor. 

(2) RC, white male, age 41, weight 61*9 kg., height 176 cm. Three weeks before admission, after 
exposure to sun, dermatitis developed on his hands, and was followed 1 week later by stomatitis 
and glossitis. Diet was fair, but lacking in meat. There was no history of alcoholism. On admission, 
physical examination showed the skin of the dorsa of the hands to be reddened, cracked and 
peeling. **Sand paper akin*’ was noted on both sides of the nose around the sebaceous glands. The 
gums were sore and tender, the mucous membranes, pharynx and tongue were red. Gastric analysis 
revealed no free HCl at anytime. Gastroscopy showed a reddened mucosa without ulcers or erosions. 

RC was placed on the basal diet and given graduated doses of sunlight to the right hand. After 
3 days his tongue became red and swollen, the dorsum of the hands infiamed, and a mild diarrhoea 
developed. During this period the average V (Fig. 4B, circles) was 16. Nicotinic acid administra- 
tion then began (3rd day in Fig. 4B), 90 mg. per day i.v. After the second dose an improvement 
could bo noted in the glossitis, and from then on the patient improved steadily, although the 
sebaceous glands over the nose were tardy in responding. According to Fig. 4B the increases in V 
correlated to total dose of nicotinic acid were; 6th day, 270 mg., 40%; 9th day, 540 mg., 75%; 
12th day, 810 mg., 85%. 

In Fig. 4 A there are compared the results obtained with two subjc^cts on the same hospital 
diet and with same initial value of F, one of whom received nicotinic acid. 



Fig. 4. Variation in F following the administration of nicotinic acid (indicated by solid circles and 
arrows). Fig. 4 A, triangles, pellagrin JS, 1 g, daily, F rose 250%; crossed circles, pellagrin 
LL, 60 mg. daily, F rose 30%; open circles, |>ellagrin RJ, spontaneous recovery, F rose 6%. 
Fig. 4B, circles, i)ellagrin RC, 90 mg. daily, F rose 100%; squares, pellagrin JA, received 
5-6 g. during 26 days before first determination, and a total of 8*8 g. at time of the second. 
Fig. 4C, normal subjects, circle, FE; triangle, GS; square, KB; inverted triangle, WK. 
Each took 1-1*5 g. nicotinic acid. The average rise in F was 45%. 

(3) R.T, white male, age 55, weight 61*3 kg., height 169 cm. The diagnosis was pellagra, hyper- 
tensive cardiovascular disease and arteriosclerosis. Inquiry rev ealed that ho had had an apoplectic 
seizure 17 months previously, following which his physician had ordered the elimination of meat 
from the diet. There was also a lack of fruit. Two weeks previously after exposure to the sun for 
several hours the signs of pellagra had appeared. When admitted, the dorsal skin of each hand was 
fiery red and desquamating, with oedema of the subcutaneous tissue. The bowels were costive. 
Glossitis was not present. 

The data for are plotted in Fig. 4 A, open circles. When admitted, he was placed on the 
basal diet and exposed to the sun for several days without effect. The dermatitis improved steadily, 
and he was finally discharged some 20 days later. The initial value of F was 15, and it remained at 
this level, advancing to 16, an increase of about 6%. The spontaneous recovery may have resulted 
i n part from the eating of a meal of liver following the outbreak of the dermatitis. 
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(4) JS, white male, ago 55, weight 59*9 kg., height 158 cm. The diagnoRis was pellagra, hyper- 
tensive vascular disease, generalized arteriosclerosis and fieripheral neuritis. About 2 years 
previous to admission, the patient had been treated at this hospital for pellagra with Valentine’s 
liver extract, with excellent results. Upon returning home, however, medication was stopped and 
meat was eliminated from the diet because of the high blood pressure. One month before ad- 
mission, he had strolled through the fields in the sun; shortly afterwards dermatitis, stomatitis and 
diarrhoea developed. Upon admission, dermatitis of the dorsum of the hands was noted, the 
lips were swollen and sore, the mucous membranes rt»d and dry, the tongue bright red and very 
slick and the pharynx reddened. There was no diarrhoea, but the patient complained of gastro- 
intestinal symptoms, which continued throughout his course in the hospital. Gastric analysis 
showed the presence of free HCl after histamine. The patient was put on the basal diet, and 2 days 
later the oral administration of nicotinic acid was begun, 250 mg., q.i.d. Beginning 3 days after 
admission, and continuing for 3 successive days, 100 mg. per day of aneurin-Cl were given. 

Data for JS are plotted ih Fig. 4 A, triangles. The initial value of V was 15; graph abscissa, 
14th day. Thereafter the total dose of nicotinic acid and increases in F wore: 15th day, 1 g., 75%; 
18th day, 4 g., 190%. Administration of nicotinic acid was stopped on the 25th day, total dose, 
1 1 g. On the 33rd day, the increase in F was 245%; probably the increase was even greater around 
the 27th day. 

(5) .lA, white male, ago 65, weight .56*6 kg., height 177*5 cm. Diagnosis: pellagra, generalized 
arteriosclerosis, polyneuritis due to beriberi. At time of admission this patient was critically ill. 
He was afflicted with a marked psychosis, the lesions on his hands were secondarily infected and 
the stomatis and glossitis were marked. He was put on the basal diet and given nicotinic acid, 
90 mg. i.v. daily for 10 days. At the end of this ]ieriod there was an amazing improvement in his 
entire condition. Nicotinic acid was then given oraUy, 90 mg., q.i.d., and also aneurin-Cl. 

The first value of F for JA (Fig. 4B, squares) was obtained 20 days after treatment had been 
begun, at which time the patient had received 5*6 g. nicotinic acid and 450 mg. aneurin-Cl; F was 

Table I. Effect of nicotinic acid administredion on V 

Period of F 

Total acid adminis- ' , s Duration 


Subject 

taken 

tration 

Initial 

Maximum 

Increase 

of increase 

Normals 

mg./kg. 

days 

units 

units 

o/ 

/o 

days 

HK* 

22*5 

10 

19 

28 

50 

10 


18 

1 

19 

28*5t 

50 

8 

JM 

14*5 

7 

17 

23*5 

35 

11 


18 

1 

(17) 

22t 

26*5 

30 

— 

Average of 

FE. KB, GS 
WK 

14*5 

7 

18 

45 

8 

Pellagrins 

JH 

17*5 

2 

Less than 
24*5 

33§ 

More than 
35 

2 

RCt 

4*3 

3 

14 

21 

50 

— 

8*6 

6 

— 

26 

85 

— 


13 

9 

— 

28 

100 

— 

JSt 

17 

1 

15 

26 

75 

* — 

67*5 

4 

— 

44 

190 

— 


186 

11 

— 

5211 

254 

— 

LL 

8 

6 

19 

25 

30 

— 

JA 

215 

26 

— 

26*5 


— 


250 

35 

— 

26*5 

— 

— 

* After taking first dose of nicotinic acid the subject 
diet. 

t On Baffin & Smith basal diet, 
t 24 hr. after nicotinic acid was discontinued. 

§ 86 hr. after nicotinic acid was discontinued. 

II 8 days after nicotinic acid was discontinued 

was maintained on a pellagra-produciftg 
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about 26*5; 9 days later the value was the same, the total doses being 8*8 g. nicotinic acid and 
850 mg. aneurin-CL 

(6) LL, white female, age 40, weight 46*8 kg., height 160 cm. Diagnosis: malnutrition, pellagra, 
secondary anaemia, pyorrhea alveolaris, chronic cervicitis. Three months before admission there had 
been a gradual onset of weakness, anorexia and proneness to fatigue; 3 weeks before admission 
dermatitis began. When admitted, the skin of the face was somewhat reddened, and on the hands 
and arms to just over the elbows it was rough, brownish and scaling. Similar lesions were present 
on the ankles. 

LL was put on the basal diet and exposed to sunlight, but showed no sensitivity. The data for 
V are plotted in Fig. 4 A, crossed circles. The initial value was about 19; after 6 days on a high 
caloric, high vitamin diet plus 60 mg. nicotinic acid per day (begun at arrow), V had risen 30%. 
The patient’s general condition improved and she was discharged. 


Discussion 

The results presented, which are plotted in the figures and summarized in 
Table 1, establish that F is a direct function of nicotinic acid intake. The normal 
value is about 18 ± 2, and this was increased by as much as 200 % following the 
ingestion of nicotinic acid. Within the range of dose studied (altout 20 mg. per 
kg*), the increase in V is independent of the duration of the period of administra- 
tion (1-10 days). 

It is rather surprising, however, that V should fall so rapidly to the original 
basal level when nicotinic acid is discontinued, particularly since no measurable 
quantities are detected in the plasma. Apparently some fundamental difference 
exists between the initial F-factor found in the corpuscle and the increment 
which is rapidly added. The basal level is stable and possibly is determined 
entirely at the time of haematopoiesis, whereas the increment is mobile and re- 
flects the current state of nutrition. 

Whether these levels can be used to indicate pellagrous conditions is not 
certain. It is suggestive that the duration of the increment in the pellagrin JH 
was 2 days, whereas in the normals it was about 10. The relation between the 
basal level and pellagra is certainly complicated. For example, RJ and JS 
(Pig. 4 A) had the same initial F although the symptoms of JS were very much the 
worse; RJ made a spontaneous recovery. The few cases reported taken with 
several others indicate that pellagra is to be suspected when F is not more than 
15, although the converse may not be true. 

No relation between F and haemoglobin was noted. 

If wc accept nicotinic acid as the vitamin whose deficiency causes pellagra, a 
number of consequences follow. 

(1) In pellagra the coenzyme level of the body will be reduced, leading 
directly to a reduced capacity for oxidations and reductions. The basal meta- 
bolism will not necessarily be affected, however, since a fraction of the total 
ooenzyme* should be adequate for it, but the maximum rate of work will be 
decreased. 

(2) The more active the organism, the greater will bo its nicotinic acid re- 
quirement. This conclusion is attractive because it will explain some of the 
spontaneous recoveries, and also because it partly accounts for the differential 
susceptibility of individuals on the same diet. 

The ooenzyme role of nicotinic .acid, however, does not appear capable of 
explaininj^ all of the facts relating to pellagra. As noted previously, the relation- 
ship between blood F-level and peUagra is not dear. FWihermore, since these 
experiments were completed, Daft et al. [1938] in a preliminary note have 
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reported that 50 mg. of Go I administered intravenously failed to have a thera- 
peutic effect on black tongue. Thus it seems probable that nicotinic acid enters 
the metabolism in ways as yet unknown. 

Summary 

The bio-assay of blood F-factor was accomplished by means of Hmrnophilus 
parainfluenzae, as supplied by Lwoff & Lwoff. F-factor represents the coenzyme 
moiety (di- and tri-phosphopyridine nucleotides), and, possibly, closely related 
substances which are unknown. Nicotinic acid (or amide) does not give the test. 

F-factor is confined to the corpuscles. About 20 mg. nicotinic acid per kg. 
taken in 1-10 days will increase F by 35-75% in 2-10 days in normal individuals 
and pellagrins. 

The rapid rise in F-factor is followed by a fairly rapid fall to the original 
level. Apparently, material responsible for the increment in F is to be distin- 
guished from that which constitutes the initial corpuscular content. 

It is a pleasure to thank Dr F. Bemheim for criticism and help given during 
the course of this work. 
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Because of the practical importance of the problem in agriculture, research on 
the fixation of atmospheric nitrogen through association of the root nodule 
bacteria and leguminous plants has been primarily directed towards answering 
questions of immediate agronomic significance. As a result, advances concerned 
with the more fundamental aspects of this biological process have lagged behind 
practical applications. Part of the lag, however, may be ascribed to lack of 
suitable techniques for investigation of the biochemical phases of the problem. 
In symbiotic nitrogen fixation the life processes of two organisms, plant and 
bacteria, are intimately related so that there is great difficulty in isolating the 
factors which have special significance for the fixation reaction. This difficulty 
has been overcome in part by Wilson and collaborators [Wilson, 1936 ; Wilson & 
Fred, 1937; Wilson & Umbreit, 1937] through the application of a physico- 
chemical approach to the study of the properties of the enzyme system respon- 
sible for the fixation. 

In the initial studies, which were undertaken to determine the influence of the 
pNg in the atmosphere on the fixation reaction, it was observed that the partial 
pressure of Ng could be lowered to about 0*10-0’15 atm. without decrease in the 
quantity of Ng fixed by nodulated red clover plants provided that the Ng re- 
moved was either unreplaced or replaced with helium or argon. If the Ng were 
replaced with Hg, however, the total quantity of Ng fixed decreased linearly with 
the pNa of the atmosphere throughout the range 0-06 to 0*80 atm. As such a 
finding suggests that Hg may be a specific inhibitor for the symbiotic Ng fixation 
process, detailed studies of the “hydrogen effect’’ were undertaken. 

Of primary importance is the demonstration that the effect of Hg on the 
assimilation of free Ng is quantitatively different from the effect on the uptake of 
combined forms, as NH 4 + and NOg”. A previous report [Wilson & Umbreit, 
1937] discussed the various types of experiment which might be expected to 
throw light on this question; in the same report data were summarized from 
experiments in which the total quantity of Ng feed was used as a measure of the 
effect of Hg. In this paper other data will be presented from experiments in 
which the rote of fixation is used as a criterion. 

Methods 

Twenty red clover plants (Trifeiium pratense, L.) were grown in a N-poor 
sand substrate placed in 9-1. pyrez pressure bottles. All plant nutrients except 
combined N were added to the sand. Plants of one series were inoculated with an 
effective strain of the specific organism, Bhizobium trifolii; plants of a second 
series were not inoculat^ but furnished periodically with combined forms of N. 

^ Hermaa Iraaoh PoundatioD In Agrionltiual Chemistiy, Paper Ko. 149. 

( 2084 ) 
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Under the conditions of the experiments the limiting factor for development of 
the plants was the supply of N. Each bottle was closed with a gas>tight rubber 
stopper fitted with connexions for changing the atmosphere given the plants. 
Details of the methods have been described previously [Wilson, 1936]. 

General conaideraiions of the experiments 

As was emphasized in an earlier paper [Wilson & Umbreit, 1937], rate 
experiments with plants grown in a controlled environment present technical 
difficulties associated with restriction of available space* and apparatus. In most 
experiments there were six treatments (three different partial pressures of Hg 
with two series of plants) ; at each harvest cultures from each treatment were 
harvested in duplicate. Since in this work not more than about 50 plant cultures 
could be made in any one experiment, the maximum number of harvests which 
could be taken was four. The period during which the plants were under different 
atmospheres rarely exceeded a month; at the end of this time the inoculated 
plants in air (or plants which had been given combined N) completely filled the 
plant container. As it was inadvisable to make a harvest more frequently than 
once a week, this consideration once again imposed a limitation of four harvests. 

When the quantity of free or combined N assimilated by red clover during 
the period under study is plotted against time, the resulting curves are logarith- 
mic in form ; when plotted on semi-log paper the points fall along a straight line. 
The following factors will cause minor deviations from this straight line. 

(1) Sampling errors. In spite of all efforts to maintain the plants in identical environments 
other than the composition of the atmosphere furnished them, variations between the N content 
of replicates reached 10-15 %. Statistical analysis of a large number of experiments [Wilson, 1936 ; 
Wilson & Umbreit, 1937] indicates that the mean of duplicate samples has a standard error of 
5 to 8%. In rate experiments if only duplicate samples are taken at each harvest, through chance 
these may be cultures with N content definitely lower (or higher) than the mean of all the 
samples of that particular treatment. An inaccurate sample at one harvest will affect succeeding 
samples in an ojiposite direction since the remaining samples will be higher (or lower) than the 
general mean. For this reason it is believed that the best straight line which can be drawn through 
the experimental points probably represents the true course of development of the plants. In 
calculations, points on this line are taken rather than the actual values derived from the samples. 

(2) Restriction of growth. As has been mentioned, at the end of the exj)eriment the plants in 
certain of the treatments almost fill the container. During the last week of growth it is probable that 
the development of these plants is restricted to some extent because of competition for space. This 
restriction will cause the observed value for N uptake to be less than it would have been had the com- 
petition not occurred. A partial remedy for this may be to grow fewer plants in the container, but a 
reduction in the number of plants taken for analysis will increase the sampling error so that little is 
gained. Moreover, a great deal of the restricted growth obtains because the plants have reached the 
top of the container and are more easily shaded by the stopper and other attachments on the bottle. 
Decrease in the number of plants per bottle would not correct this cause of restricted growth. 

(3) Change in environment. In spite of the fact that the experiments are relatively short-time 
in nature, during certain seasons there may be encountered great variations in the weather which 
will affect the rate of development of the plants for short time intervals. Little can be done to 
avoid the vagaries in the climate other than to perform the experiments, in so far as is convenient, 
during seasons of fairly stable weather conditions. 

If the development of the plants is logarithmic with respect to time, it is 
advantageous to use the specific constant of N assimilation, g, for comparison of 
effect of treatment [Burk, 1934]. This constant is defined by 

g a: 2*303 2*303 x slope straight line of semi-log graph 
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in which a equals N content of plants at start of treatment and y equals increase 
after time t. The value of this constant represents rate of assimilation of N per 
unit concentration of N and is therefore independent of the time. 

Rate experiments 

Two experiments have been made inwhichfour harvests were taken, and three 
others in which there were three harvests. In the latter experiments another 
aspect of the problem was under simultaneous investigation (see next section) so 
that not all the plant cultures were available for the simple rate tests. 

Eoap, 1. This was made during the early autumn months, and the natural 
illumination was supplemented by artificial light. NH4NO3 was used as the 
source of combined N. The assimilation of N is shown in Fig. 1. From these data 
it is evident that the inhibition of N fixation by H 2 does not arise from mere 
restriction of fixation during the early stagers of treatment but is an effect which 
persists throughout the experiment. In contrast to this effect of on the 
assimilation of elemental N the uptake of combined N is independent of the pHg 
in the atmosphere. 



Fig. 1. Comparison of assimilation of fm and combined N (NH4NO,) by red clover in atmospheres 
of various Figures in parentheses represent g values. 

(Ext). 1, planted 12 September; all cultures in air until harvest I, 29 September, then 
chafed to atmosphere indicated; harvest II, 14 October; harvest III, 22 October; Wvest 
IV, 30 October, 1936.) 

When log mg. N is plotted against time, the fit of the points to a straight line 
is quite satisfactory except possibly of those for the atmosphere containing a 
PH 2 of 0-4 atm. Even in this case the deviations from the line hardly exceed 
sampling errors. The points corresponding to the plants given combined N fall 
along a single line, so the g values are identical for these plants whether H 2 is 
present or not. In contrast, the g values for plants dependent pn the fixation of 
free N decrease with an increase in the pE^ of the atmosphere. 

The effect of on the % N in the plants should not be overlooked. With 
inoculated plants there is a marked decrease in the % N with increase in the jpHg 
of the atmosphere. This means that N fixation is so restricted in these plants 
when grown in the presence of Hs that carbohydrates accumulate. The appear- 
ance of the plants reflects this difference in composition; plants grown in air are 






xMECHANISM OF N FIXATION* 2087 

dark green in colour whereas those grown in an atmosphere containing Hg have 
yellow leaves and red stems. With plants given combined N there is no associa- 
tion of % N with the and the plants are indistinguishable in general ap- 
pearance. 

It is emphasized that the efTect of Hg on the N fixation process does not arise 
from the simultaneous decrease in the pNg of the atmosphere since in the range 
used the rate of fixation is independent of pNg [Wilson, 1936]. 

Exp, 2, As this was done during the summer months, light and other weather 
conditions were ideal for N fixation. Tlie roof of the greenhouse was equipped 
with a water cooling system, and the bottles Were kept in a trough of flowing 
water in order to avoid excessive temperatures. Under these conditions the 
development of the plants was most satisfactory. In Exp. 1 , through control of 
the addition of NH 4 NO 3 , the rate of assimilation of combined N was kept nearly 
equal to the rate of assimilation of free Ng by the inoculated plants. The objection 
could be raised that such a procedure might mask an inhibition by Hg of the 
uptake of combined N. If some other factor, such as supply of combined N, is 
restricting the growth of the plants, inhibition by Hg might not be obvious. In 
Exp. 2 (NH 4 )gHP 04 -N was always supplied in excess so that the rate of uptake 
was not restricted because of low concentration of available combined N. 
(NH 4 )gHP 04 was used, as other experiments had indicated that development of 
clover was less erratic with this form of N [Wilson & Umbreit, 1937]. 



Age in days Ago in days 


Fig. 2. Effect of joHg in atmosphere on assimilation of free and combined N ((NHiljHPO^) by rod 
clover. 

(Exp. 2, planted 6 July 1937; all in air until harvest I, 20 July, then changed to indicated 
atmospheres; harvest II, 2 August; harvest III, 9 August; harvest IV, 15 August.) 


The data given in Fig. 2 confirm in every way the conclusions discussed in 
connexion with Exp. 1 . The fit of the experimental points to the straight lines 
in the semi-log plotting is very satisfactory. These results point to an unmistak- 
able inhibition of the fixation of free N by Hg, an inhibition which is not evident 
in the assimilation of combined N. 

Expa. 3 and 4. These are a part of the series to be discussed in the next 
section in which the treatment was changed during the course of the tests. Only 
the semi-logarithmic plots (Fig. 3) are given since these summarize the results of 
chief interest. Data concerned with the % N were similar to those given in 
Biochem. 1938 xxxn 133 






2088 P. W. WILSON, W. W. UMBREIT AND S. B. LEE 

Kgs. 1 and 2 . It will be noted that in these experiments the plants reoeivmg 
combined N were also inoculated. Unless combined N is maintained at a high 
level, the plants will obtain part of their supply of this element through fixation. 
In these particular experiments it was desir^ to keep the rate of development of 
the plants in the combined N series close to that of the plants dependent entirely 
on Nation for their N. This was accomplished, as is shown by the g values given 
in Kg. 3, but the rate of adding NH 4 NO 8 -N did not entirely prevent fixation of 



Fig. 3. Effect of Ha on assimilation of free Nf and NH^NOg by inoculated red clover plants. 




— Inoculated 

Inoculated •f(NH 4 ),HP 04 

•— e Addition of (NH 4 ),HP 04 
pHa pNa 

o • 0*0 0-8 atm. 

□ ■ 0*4 0-4 

a A 0*6 0*2 


Fig. 4. Effect of presence of Ha in atmosphere on assimilation of free N, and (NHJaHPOg by red 
dover. 

(Exp. 7, planted 19 August 1937 ; all kept in air until harvest 1, 15 September; then changed 
to different treatments.) 


elemental N by the plants of the combined N series. At harvest, well-developed 
nodules were found on all the plants. Under such circumstances, it would be 
expected that the plants of the inoculated plus combined N series which were 
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gromi in the atmosphere containing H 2 would show some evidence of inhibition. 
As is shown in Fig. 3, such evidence was obtained; the g values for the plants 
supplied with c mbined N and kept in an atmosphere with a pHg of 0*6 atm. 
were slightly but significantly lower than those of similar plants kept in air. 

Exp, 7, In this experiment the combined N, (NH 4 ) 2 HP 04 , was added at such 
a rate that it was always in excess. As a result fixation of atmospheric N 2 by the 
plants of the inoculated plus combined N aeries was entirely suppressed, and the 
slight inhibition in the development of the plants because of presence of Hg 
observed in Exps. 3 and 4 was not obtained (Fig. 4). Plants dependent entirely 
on fixation for their N showed the “hydrogen effect *’ both in rate of fixation and 
in % N in the plants. 

The results of these five experiments concenied with the effect of Hg on the 
symbiotic N fixation process in red clover consistently support the conclusion 
that inhibition of N fixation by Hg persists throughout the growth of the plant and 
is not merely an initial effect associated with placing the plants in an atmosphere 
to which they are unaccustomed. The extents of inhibition by a pHg of 0*6 atm. 
as measured by the values of g were as follows: 57, 65, 49, 45 and 47 %. If the 
total quantity of N fixed is used as the criterion, inhibition reaches 65 to 75% 
[Wilson & Umbreit, 1937]. The maximum inhibition was observed when the rate 
of development of the plant was greatest. If environmental conditions are not 
optimum for growth, fixation is restricted by other factors, e.g. a low supply of 
carbohydrate, and the extent of inhibition by Hg is partially masked. Irrespective 
of the rate of growth of plants in air, the observed g values for plants kept in an 
atmosphere containing a pHg of 0*6 atm. were about 0*040. This means that Hg 
was restricting fixation to such an extent that other factors which decrease 
fixation were rtdatively ineffective. 

The most effective method for decreasing the growth rate of plants kept in 
air is to reduce the supply of carbohydrate, e.g. by shading. Such treatment 
would scarcely affect N fixation by plants grown in presence of Hg since inhi- 
bition of fixation by this gas favours the accumulation of carbohydrate, an effect 
which would compensate for the reduced photosynthesis. The lowest value 
of g for plants grown in air for which clear-cut inhibition could be readily 
demonstrated would therefore be in the neighbourhood of 0*05(M)*060. 

In this connexion it appears that the range of growth rates which may be 
covered in this type of work is limited. In spite of growing the cultures under 
widely differing environmental conditions, especially with respect to intensity 
and duration of light, the g values for inoculated plants kept in the air varied 
only from 0-073 to 0*115. The g value of 0-115 was observed in an experiment in 
which the environment was close to ideal for maximum fixation of N. In this 
same experiment plants supplied with an excess of (NH 4 ) 2 HP 04 assimilated 
combined N at a rate equivalent to a gr value of 0-131. It appears doubtful, then, 
whether a g value considerably higher than 0*115 could bo obtained for fixation 
of N under the experimental conditions employed. 

Change of treoitmerU experiments 

The purpose of these experiments was to show that inhibition of N fixation 
by Hj was readily reversible and was not associated with any definite stage or 
rate of growth. In order to demonstrate reversibility of the inhibition, inoculated 
red clover plants were grown in an atmosphere containing Hg imtil inhibition was 
evident. They were then either changed to an atmosphere free of Hg or were kept 
in the Hg-containing atmosphere but supplied with combined N. That the 

133—2 
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inhibition was not associated with any particular stage or rate of growth was 
shown by growing inoculated clover plants in air, then transferring to an atmo- 
sphere containing H 2 after fixation had proceeded for various periods of time. 
Occasionally, in these experiments one of the duplicate cultures of the combined 
N series would have to be discarded because of chance infection with algae. 

Exps, 3 and 4. The data from these experiments are summarized in Table 1 ; 
briefiy , they show that : 


fable 1. Effect of change in atmosphere supplied to inoculated red clover plants on 
assimilation of free N 2 and NH4NO3 (Exps, 3 and 4) 


Harvest I to II. Bata for harvest II Harvest II to III. Data for harvest III 


Total 


Atmo- 

N* 



sphere 

NH^NOa mg. 

%N 


Exp, 3t 




Air 

9*8 

2*80 

0*084 

Air 

+ 10*9 

2-67 

0*084 


Hydrogen 


4*1 

1*60 

0*043 

Hydrogen 


8*3 

1*91 

0*075 


Exp. 4: 

Air 

- 

4*1 

3*6 

2*58 

2*10 

0*073 

Air 

+ 

7*2 

6*6 

3*00 

2*46 

0*078 


Hydrogen 

- 

2*72 

2*08 0*040 



2*18 

1*58 


Hydrogen 

+ 

3*8 

2*31 0*068 



.5*1 

2*17 


Exp, 3 


Total 

Atmo- N* 


sphere 

NHaNOa 

mg. 

%N 

9 

Hydrogen! 

- 

17*9 

19*6 

1*52 

1*48 

0*031 

0*035 

Air 

- 

47*1 

45*6 

2*95 

2*54 

0*077 

0*076 

Hydrogen 


16*2 

22*9 

1*45 

1*52 

0*028 

0*044 

Air 

- 

29*8 

26*2 

2*70 

2*67 

0*087 

0*082 

Hydi*ogen 


30*0 

2*50 

0*088 

Air 

- 

30*7 

52*8 

2*59 

3*00 

0*065 

0*090 

Hydrogen 


18*8 

20*6 

1*56 

2*06 

0-041 

0*045 

Hydrogen 


19*3 

19*3 

2*07 

1*69 

0*043 

0*043 

Air 

- 

61*8 

58*8 

2*70 

2*68 

0*070 

0*074 

Hydrogen 


25*8 

26*4 

1*85 

1*80 

0*047 

0*046 

Air 


41*6 

32*2 

3*03 

2*42 

0*081 

0*073 

Hydrogen 

+ 

22*3 

2*63 

0*061 

Air 

- 

60*6 

66*5 

2*81 

2*87 

0*081 

0*083 

Hydrogen 

16*7 

Exp, 4 

1*97 

0*039 


Planted 3 March 1936 2 November 1936 

Harvest 1 8 April 20 November 

U 24 April 3 December 

III 15 May 4 January 1937 

* Per 10 plants. 

t These g values are taken from the lines of Pig. 3; they represent those for the cultures in 
which the treatments indicated in columns 1 and 2 were unchanged throughout the experiment. 
Similarly, the g values for harvest III are calculated from the points on these lines at harvest II 
rather uum the actual experimental poinite. ’ 

X Hydrogen ==pH|, 0*6 atm. ; pNf, 0*2 atm. ; ^0,, 0*2 atm. 

All <^tures were inoculated and kept in air until harvest I, then changed to treatments indicated 
in columns 1 and 2, until harvest II, and finally changed to treatments indicated in columns 6 and 7. 
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(1) If inoculated clover plants are grown in air and then transferred to an atmosphere con- 
taining 0*6 atm. the rate of N fixation decreases from the high value characteristic of plants 
kept in air to that of plants which have been continuously maintained in an atmosphere of this 
p^f 

(2) If clover plants which have been both inoculated and supplied with combined N are grown 
in air and after a period have their fixed N supply withdraw, assimilation of free N proceeds at a 
rate characteristic of plants fixing N in air during the entire experiment. The slight decrease in the 
observed value of g probably arises from a lag in the development of the nodules occasioned by the 
presence of combined N in the early stages of development. If the plants are transferred to an 
atmosphere containing a pH, of 0*6 atm. when the supply of fixed N is withdrawn, fixation of 
elemental N is inhibited so that the g value with such plants drops to one equal to, or perhaps 
slightly higher than, that characteristic of inoculated plants given no combined N and kept in the 
Hj-containing atmosphere throughout the experiment. The slightly higher values occasionally 
encountered are most likely to be ascribed to residual combined N remaining in the substrate 
when the transfer is made. 

(3) If inoculated plants which have been grown in an atmosphere containing H, on a substrate 
free of combined N are transferred to air, the rate of fixation increases from a low value to one that 
is typical of plants continuously kept in air. Moreover, if the plants are kept in the H,-contain- 
ing atmosphere but supplied with combined N, there is an immediate increase in the rate of 
assimilation to a value characteristic of plants supplied with combined N throughout the 
experiment. 

(4) If inoculated clover plants are supplied with combined N and grown in an atmosphere with 
a pH, of 0*6 atm., the rate of N assimilation is only slightly less than that of similar plants grown in 
air (see discussion of Exps. 3 and 4 in the preceding section). If the supply of combined N is 
withdrawn, and the plants are kept in the same atmosphere, the rate of assimilation of free K 
assumes a value characteristic of inoculated plants grown in the presence of this pH,. If, however, 
at the time of withdrawal of the combined N the plants are transferred to air, assimilation of free N 
proceeds at a rate typical of inoculatc*d plants grown in air. 

In all these various responses corresponding changes in the % N in the plants 
occurred coincidently with the changes in the rate of assimilation of N. It is clear 
from these results that the inhibition of N fixation by molecular Hg is inde- 
pendent of the previous growth history of the plant and that the effect is readily 
reversible, that is, transfer from a Hg-containing atmosphere to air results in an 
increase in the rate of fixation and vice versa, 

Exp, 6, In this experiment all plants wore inoculated and kept in air until N 
fixation had begun, when all were placed in an atmosphere with a pHg of 0*6 atm. 
When inhibition of fixation had proceeded to the stage where the plants turn 
yellow because of excessive carbohydrate, four series of different treatments 
were formed. Plants of Series 1 were transferred to air; those of Series 2 were 
kept in the atmosphere containing Hg, but an excess of combined N as (NH 4 ) 2 HP 04 
was added ; plants of Series 3 were treated as those of Series 2 except that the 
combined N was supplied as Ca(N 03 ) 2 ; plants of Series 4 were kept in the H 2 
atmosphere with no treatment. The essential data from this experiment which 
are shown in Rg. 5 provide additional evidenoti that the action of Hg in the 
atmosphere is definitely concerned with the N fixation process and not with the 
general growth of the plant. If plants are returned to air after inhibition of 
fixation by Hg, the rate of N fixation soon reaches a value characteristic of 
fixation in air. This demonstrates that the effect of the is reversible. It is 
unnecessary, however, to return the plants to air in order to bring about normal 
development as this also can be accomplishiHi by supplying combined N to the 
plants which are maintained in the atmosphere containing Hg. Coincidently with 
the increase in rate of fixation (or assimilation of combined N) after change in 
treatment there occurs an increase in the percentage N in the plants. 
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a—c, Inoculated + (Na4)| HPO4 
j Inoculated + Ca(N04), 
pH, pH, 

• 0-0 0-8 

A a G 0-6 0-2 


Fig. 5. Effect of change in treatment on assimilation of free and combined N by red clover. 

(Exp. 5, planted 2 February 1937; all kept in air until harvest 10 March, then placed in 
Hg-containing atmosphere; treatments changed as indicated at harvest II, 2 April; harvest 
III, 19 April; harvest IV, 24 April.) 


Table II. Effect of source of N on inoculated red clover plants in 
presents and absence of Hq (Exp. 6) 




Total N 



Addition of 

Atmosphere 

Source of N 

mg* 

%N 

9 

combined N 

p. 6: 






Air 

N. 

30*9 

3*12 

0*152 

2 Aug. — ^24*2 mg. 



30*9 

2*96 

0*162 

NH,+-N 


Ca(NO.), 

16*5 

3*62 

0*108* 

23*9 mg. 
NO,“~N 



27*6 

3*61 

0*144 


(NH4),HP0. 

42*8 

3*44 

0*176 

10 Aug. — 24*2 mg. 

NH4+-N 


32*9 

3-81 

0*167 

pH,=:0*6 atm. 

N, 

6*34 

1*73 

0*028 

23*9 mg. 
NO,“-N 

pN,~0*2 atm. 


7*18 

1*84 

0*049 


pO,-0*2 atm. 


4*91 

1*60 

0*022 



Ca(NO,). 

8*06 

2*18 

0*057* 



33*8 

3*61 

0*167 



(NH4).HP04 

26*0 

3*45 

0*140 




28*6 

3*67 

0*147 



* See text for discussion of these values. 


All cultures were inoculated and kept in air until harvest I; all changed to an atmosphere of 
pH, =0*6, pN|^0*2 and p0,=0‘2 atm. until harvest II; then to treatments indicated in columns 

1 and 2 of the table. ™ n t 1 

Planted 6 July 1037 

Harvest I 20 July (2*12) 

II 2 August (3*63) 

III 16 August 


Fibres in parentheses refer to nitrogen content of 10 plants at indicated harvest. 

. This experiment was made simultaneously with Exp. 2 (Fig. 2). The g values for cultures kept in 
air throughout experiment were: 

Inoculated, 0*116; 

Inoculated plus (NH4),HPO«, 0*131. 

Those for cultures kept in pH, 0*6 atm. were: 

Inoculated, 0*040; 

Inoculated plus (NH4),HPO«» 0*131. 
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Exp. 6. This is of chief interest as it illustrates a type of variation in response 
to change in treatment which is occasionally encountered, viz. delay in the re- 
covery of plants on addition of combined N after these have been kept under a 
rather high pHg for some time. The experiment, the general plan of which was 
identical with that of Exp. 5, was conducted during the summer under conditions 
which favoured a high rate of photosynthesis. As a result the plants which had 
been kept in the H^-containing atmosphere developed an excessive carbohydrate- 
nitrogen balance as evidenced by yellow leaves and red stems. Inoculated plants 
transferred to air responded immediately to the change in treatment, and in a 
few days the colour of the plants was changing to green. N fixation was evidently 
stimulated by the excessive carbohydrate [Wilson, 1935] since the value for gr, 
O' 152, was the highest obtained in these experiments for assimilation of free Ng 
(see Table II). The response of the plants given an excess of combined N (which 
would effectually prevent fixation of the element) was somewhat erratic. Up- 
take of the combined forms started immediately in the majority of the plants, 
but two cultures which were furnished Ca(N 03)2 did not begin assimilation for 
several days as judged by appearance of green colour in leaves and stems. After 
7--10 days, assimilation appeared to take place normally, but the initial lag 
caused the plants to contain less N at harvest than did the others so that the 
calculated values of g for these two cultures were definitely lower. 

Exp. 7. In this experiment further evidence of the occurrence of a lag in 
uptake of combined N by rod clover plants previously kept in an atmosphere 


Table III. Effect, of change in the atmosphere on assimilation of 
free and combined N (Exp. 7) 

Harvest I to II Harvest II to IV Data of harvest III Data of harvest IV 



Total 





Total 



Total 




N 



Atmo- Source 

N 



N 



Treatment 

mg. 

%N 

9* 

sphere 

ofN 

mg. 

%N 

9 

rag. 

%N 

9 

Exp. 7: 












Air 

13*1 

2*64 

0*076 

Hydrogent N. 

21*4 

1*90 

0*047 

— 

— 

— 







18*7 

1*76 

0*038 

24*3 

1*76 

0*029 

pH, =0*6 atm. 

4*63 

1*46 

0*040 

Air 

N, 

24*0 

3*03 

0*103 

— 

— 

— 

pN,=0*2 atm. 






220 

314 

0097 

38*8 

2*76 

0*076 

^O,=0*2 atm. 




Air 

NH, 






62*9 

3*66 

0*106 







30*3 

3*93 

0*118 

44*0 

3*76 

0*064 





Air 

NO, 

19*6 

2*94 

0089 

36*2 

3*00 

0*051 







31*2 

3*43 

0*120 

40*0 

3*49 

0*066 





Hydrogen 

NH, 

24*2 

3*37 

0*103 

,56*8 

3*60 

0*131 







20*8 

2*79 

0*093 

42*4 

3*52 

0*091 





Hydrogen 

NO, 

34*6 

3*94 

0*127 

— 

— 

— 







25*2 

3*29 

0*106 

46*8 

3*41 

0*064 


* These values of g are for cultures kept in atmosphere indicated in column 1 throughout 
experiment (see Fig. 4). 

t Hydrogen ssspH,, 0*6 atm.; pN„ 0-2 atm.; pO*, 0*2 atm. 


All cultures planted and inoculated — 19 August 1937. 

Harvest I Placed under atmospheres given in column 1 — lo September. 

II Changed to treatment given in columns 5 and 6 — 5 October, 

III 20 October. 

IV 27 October. 

Addition of combined N : 

Ca(NO,), (NH,),HPO, 

24*2 mg. 24*2 mg. 

24'2 mg. 24*2 mg. 

24*2 mg. 24*2 mg. 


6 October 
12 
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containing Hg was obtained. Two harvests were made following the change of 
treatment, but since the rates of fixation were not always constant, values of g 
were calculated for each harvest. The results, summarized in Table III, confirm 
those of the previous experiments. If inoculated red clover plants which have 
been grown in air until N fixation is actively under way are transferred to an 
atmosphere containing a pHg of 0*6 atm., there is an immediate decrease in the 
rate of fixation. On the other hand, if the plants are first kept in the Hg-contain- 
ing atmosphere until a carbohydrate excess accumulates, and then placed in air, 
decided acceleration in the rate of N fixation occurs. But if such plants are 
furnished with sufficient combined N to stop fixation of the free element, uptake 
of the combined forms may be delayed for several days. After a lag period of 7 to 
10 days assimilation of combined N begins, and the plants develop rapidly. They 
do not, however, succeed in overtaking those cultures which begin the assimila- 
tion of combined N immediately after its addition. 

The cause of this unexpected lag in the uptake of combined N in some of the 
plant cultures is unknown, but the following characteristics of its occurrence 
should be noted. 

(1) The lag is observed only in plants which have an excess of carbohydrate as a result of being 
placed in an atmosphere which restricts fixation of elemental Ng. In some respects its occurrence is 
the reverse of that previously noted by Fred et al. [1938] who found that soy beans high in carbo- 
hydrates began assimilation of free Nj only after addition of small quantities of combined forms of 
this element. 

(2) It is noteworthy that fixation of elemental Ng by these clover plants was unaifected by the 
previous growth in the Hg-containing atmosphere. This difference in the assimilation of free and 
combined N might be used as support for the view of Virtaneii & v. Hausen [1931] that the 
element is a superior source of N for nutrition of the clover plant. 

(3) The lag period is not a typical response since, with the majority of the cultures, uptake of 
combined N occurred almost immediately after its addition, and certainly as soon as fixation of the 
free element could be detected in the inoculated cultures transferred to air. 

(4) The delay in assimilation of combined N does not appear to be associated with the presenc^e 
of Hj since some of the plants transferred to air likewise exhibited the lag period. 

Discussion 

The experiments reported in this paper together with those previously 
discussed [Wilson & Umbreit, 1937] provide four ty|)es of evidence for the view 
that Hg is a specific inhibitor of N fixation by the symbiotic system in red clover. 
These are : 

1. The total quantity of N fixed by inoculated red clover plants is linearly 
dependent on the pHg in the atmosphere, whereas the assimilation of combined 
N is independent of the pHg within experimental error. 

2. Clover plants which have been grown in atmospheres of different partial 
pressures of Hg show significant differences in the total quantity of elemental Ng 
fixed, but similar plants supplied with combined N do not assimilate significantly 
different quantities of the combined forms. 

3. The rates of assimilation of both free and combined N are essentially 

logarithmic during the period of growth under study which allows calculation of 
the unimolecular constant of N uptake— the so-callod g value. Values of g are 
significantly different for plants grown in atmospheres of differing pHg only if the 
plants must use free Ng for their souroq of this element. ^ 

4. Inhibition by Hg is obtained at different stages of growth and is reversible. 
For example, inoculated clover plants transferred from an atmosphere containing 
Hg to air immediately show an increase in the rate of fixation. Moreover, if the 
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plants are not transferred but supplied instead with combined forms of the 
element, uptake of the combined N and development of plants proceed at rates 
which are strictly comparable with those of similar plants kept in air. 

Seventeen experiments have been made during 5 years with consequent 
fairly large variations in the environmental factors which will influence assimila- 
tion of either free or combined N, e.g. intensity and duration of light, temper- 
ature etc. The results of all the experiments consistently point to the view that the 
action of on the development of inoculated red clover plants is specifically 
associated with N fixation. All attempts to detect a significant effect on the 
general development of the plant apart from the fixation of free Ng or to correlate 
the action with any particular stage or rate of growth wen? unsuccessfdl. On the 
basis of these data, it is therefore concluded that Hg is a specific inhibitor for the 
symbiotic N-fixing system in red clover. 

Summary 

Additional evidence has been furnished which confirms the conclusion 
reached from rt^sults of pnjvious work : molecular Hg is a specific inhibitor for the 
symbiotic N fixation process in inoculated red clover plants. 

The assimilation of both free and combined N by red clover under the con- 
ditions of the reported experiments is sufficiently close to logarithmic to allow 
calculation of tht* unimolecular constants of N assimilation, the g values. These 
constants are particularly useful for detection of stimulating or inhibiting 
effects of a substance on the rate of a given reaction. Values of g for assimilation 
of free N 2 were significantly decreased through addition of Hg to the atmosphere, 
but those for assimilation of (jombined N were independent of the presence of 
Hg in the atmosphere. 

That the inlxibitory action of Hg is not associated with any particular stage or 
rate of growth was demonstrated by transferring plants to an atmosphere con- 
taining Hg after growing in air for various periods of time. It was also shown 
that the action was reversible since plants kept in the presence of Hg immediately 
increased their rate of N assimilation if transferred to air or if combined N was 
supplied to them. 
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Pabt I. Thk origin of sauvaby phosphatase 

The occurrence of a phosphatase in saliva is generally accepted. Demuth [1926] 
appears to have been the first to study the activity of this enzyme in saliva. 
Adamson [1929] and Smith [1930] made important advances in this subject. 
Both observers considered the phosphatase activity of saliva to be related to 
the formation of calculus (tartar) on the teeth. 

It is desirable to consider the origin of salivary phosphatase. Adamson [1929] 
foimd that tissue removed from the gums showed phosphatase activity and that 
saliva contained a substrate for this enzyme, since on incubating saliva and this 
tissue (or bone phosphatase) there was an increase in free phosphate. He 
definitely associated the occurrence of these two factors with the formation of 
calculus on teeth, a process he was able to imitate in vitro. Smith [1930] followed 
up Adamson’s work and found in saliva a phosphatase which he believed to 
originate from epithelial scales, because centrifuged saliva had no phosphatase 
activity. He found that this enzyme had an optimum pH of 6*5 and could 
hydrolyse the naturally occurring phosphoric estejrs of saliva as well as the Na 
glycerophosphate. He also found that if tissue were removed from the gums and 
placed in Ga glycerophosphate, a deposition of Ca phosphate occurred in the 
epithelium. 

Since phosphatases are widely distributed in living matter and are found in 
many animal tissues, organs and secretions, their presence in saliva was readily 
accepted. Umeno [1931], however, found that neither saliva nor gastric juice 
contained any phosphatase, while both salivary glands and gastric mucosa 
showed phosphatase activity, although much less than kidney and duodenal 
mucosa. It occurred to us that since saliva contains a large variety of micro- 
organisms, these might be responsible, in part at least, for the phosphatase 
activity. Evidence is gradually accumulating that phosphatases occur commonly 
and perhaps generally in micro-organisms. Their occurrence in yeast juice is 
classical knowledge. The comparison of yeast and muscle metabolisms led to the 
association of phosphatases with carbohydrate breakdown. The phosphatases 
of takadiastase from Aspergillus oryzae have been studied systematically by 
Akamatzu and his colleagues, an account of their work being given in a review 
by Polley & Kay [1936]. Gordon & Cooper [1931 ; 1932] appear to have made the 
first obi^rvations on bacterial phosphatases. Heard & W 3 mno [1933] and 
Pett & Wynne [1933] studied the occurrence and properties of several types of 
bacteria of widely different cultural characteristics. Wiggert Sc Workman [1938] 
remark that there is now considerable evidence for the importance of phos- 
phorylation in the metabolism of micrd-organisms. 

We were able to demonstrate phosphatase activity in some micro-organisms, 
which are commonly air-bome and are therefore likely to be present in the 
mouth, wd in two strains of actinomyoes which are of special interest in the 
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present work, one freshly isolated from the human mouth. The full details of 
this part of the work wiU be given later. 

To investigate the question of the origin of the salivary phosphatase, we set 
out to test the activity of ceU-free and bacteria-free saliva. The phosphatase 
activity was tested in the following way, using 15 ml. graduated tubes. 

Tubes 1 and 2. 10 ml. substrate + 5 ml. buffer pH 5*5+ 1ml. chloroform 
water+0*5ml. saliva. Mix and add 2 ml. glacial acetic acid and put on ice. 
These are controls. 

Tubes 3 and 4. As above, but incubate a suitable time before the addition of 
acid. 

The volumes were all made up to 16 ml., filtered and the free phosphate 
estimated by the method of Fiske & Subbarow [1925J. Glacial acetic acid gives 
with saliva a much clearer filtrate than the more usually employed trichloroacetic 
acid, and in this way we avoided, in part, the difficulty of turbidity encountered 
by Smith. The excess of free phosphate in tubes 3 and 4 over that in tubes 1 and 
2 gave the phosphatase activity of the saliva. 

We compared the activities of native and centrifuged saliva (centrifuged at 
2000 r.p.m. for 20 min.) and although the latter had less activity, it was by no 
means devoid of activity as Smith [1930] stated. Giri [1936] centrifuged saliva, 
in the process of purification of the phosphatase, without apparent loss of the 
enzyme. Hewasnot, however, concerned with the origin of this enzyme. Saliva, 
filtered through nos. 30 and 42 Whatman filter papers, which keep back epithelial 
scales, also possessed phosphatase activity and, as expected, showed the presence 
of micro-organisms on culture and incubation in broth at 37® for 24 hr. Three 
samples of saliva which had been put through a Seitz filter (disk EK) and one 
which had been through a Berkefeld N filter were also investigated. The Seitz- 
filtered sample proved sterile, on testing by seeding into broth and incubating at 
37®. The Berkefeld sample was not sterile. 

These results are represented in Table I. It is to be noted that salivas show 
very different degrees of phosphatase activity and occasionally no activity. This, 
in itself, may be significant. 

Table I. PhoaphcUaee activity of saliva. Hydrolysis of Na oL-glycerophosphate 

at pH 5-5 

Sample Native Centrifuged Filtered Remarks 

1 -I- + + O Seitz EK sample had no ptyalin and no 

Ca or P. Sterile 

2 + + + 0 Ditto 

3 O - - Not pooled.* Ptyalin present 

4 + + *f S Berkefeld. Not sterile 

5 4* + -f 0 Seitz as above 

6 0 - - Not pooled. Ptyalin present 

7 + 4- 

(Sssslight activity; 0~no activity; +, + + =activity of different degrees; -* =not tested.) 

In three of the experiments, the relative activities of native and centrifuged 
salivajs were calculate, with the following results ; 

Saliva sample no. 4 5 7 

Activity native , . « , 

Activity centrifuged 

The actual values obtained for sample 7 were: 

Native saliva 30*0 mg. P set free in 18 hr. per 100 ml. saliva 

Centrifuged saliva ... 9*5 mg. P set free in 18 hr. per 100 ml. saliva 
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In considering the filtered salivas, although the Seitz-filtered sterile saUva 
had no phosphatase activity and the Berkefeld-filtered non-sterile sample did 
possess activity, we cannot say, without reservation, that the activity of saliva 
is normally due to these organisms. An interesting observation was made in these 
saliva experiments. The Seitz-filtered saliva (a sample of the original had been 
shown to have all the normal constituents) contained no phosphatase and 
incidentally no ptyalin (amylase) and no inorganic P. The Berkefeld-ffltered saliva 
had all the normal constituents. 

Presuming that cannulated saliva collected under sterile conditions might be 
free from micro-organisms, two experiments were done on cats under ohloralose,^ 
The submaxillary duct was cannulated with a sterile cannula. Pilocarpine was 
injected intravenously to excite secretion; This duct secretion and the saliva 
from the mouth were tested for phosphatase activity. The results are given in 
Table II. 

Table II. Phosphatase activity of saliva 



Substrate 

A 

Di-Na-' 

Na a-glycero- phenyl 

phosphate phosphate 


Cat I: 

18 hr. 

i hr. 

Hemarks 

Duct secretion 

S 

0 

Saliva very watery. Sterility not 
tested 

Saliva from mouth 

Cat II: 

+ + + 

0 

Very viscid 

Duct secretion 

s 

0 

Very w^atery. No cells present. 
Few bacteria in tubes incu- 
bated 18 hr. 

Same duct secretion, mouth 
scrapings added 

4* + 

- 

Scrapings from roof of mouth 
added 

Saliva from mouth 

+ + + + + + 

•f + 

Viscid. Colls and many organisms 
present 


Note. The activity of saliva towards phenyl phosphate is always less than towards glyccsro- 
phosphate, probably bcjoauso at the optimum pH for salivary phosphatase, the ])honyl phosphate 
does not hydrolyse well. 

It is possible that more rigidly sterile conditions than we were able to obtain 
would give a secretion free of phosphatase. We do not think that the slight 
activity of the duct secretion was due to the presence of cells. Another possi- 
bility is that the other salivary or the buccal glands might produce the 
phosphatase. 

If the desquamated cells in the saliva are not the sole source of the phosphatase, 
and it is thought that micro-organisms contribute to the activity, then clearly 
another way of investigating this latter possibility is to compare the phos- 
phatase activity of saliva straight from the mouth, as uncontaminated with air- 
borne organisms as possible, with the activity of the same saliva incubated in a 
nutrient medium for a suitable time at 37®. 

A series of such experiments was carried out, the saliva being tested as 
described previously at pH 6 using glycine buffer and glycerophosphate. The 
details of the conditions of these experiments and tibe results are set out in 
Table III. 

The^ can be no doubt that saliva contains micro-organisms whose multi- 
plication is accompanied by an increase in phosphatase activity. It may be 
noted here that Smith [1930] found that saliva had less activity after brushing 
^ These experiments were performed at Bedford College by M. Murray. 
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Table III. Phoaphaiaae activity of saliva after iticvlxUion 



Time of 
incubation 

Phosphatase activity in mg. 
P/100 ml. saliva 

a-glycero- j3-glycero- 

Details of incubation 

in days 

phosphate 

phosphate 

Saliva and Czapek-Dox (KHjPOi omitted) 

0 

10 

10 

1 

10 

l-O 


6 

44 

34 

Saliva and sterile nutrient broth 

0 

4*6 



2 

67 

__ 

Saliva and sterile glucose broth 

0 

2-5 

— 

3 

r)8 

— 

The same in presence of 0-7 % T.C.P. 

3 

6-6 

... 


the teeth, a process which certainly diminishes the vegetative growth which 
forms part of dental '‘plaque”. The conclusion we have arrived at from the 
experiments on centrifuged saliva, submaxillary duct saliva of the cat and the 
incubated saliva is that the phosphatase of saliva could originate, partly at least, 
from the micro-organisms present. 

Part II. The relation of calculus (tartar) formation to micro- 
organisms AND SALIVARY PHOSPHATASE 

The work of Adamson [1929] and that of Smith [1930] lead to the same general 
conclusions, namely, that the deposition of Ca phosphate and hence also of 
calculus was brought about by the activity of the phosphatases in either gum 
tissue or saliva. Tenenbaum & Karshan [1937] found significantly higher Ca and 
P values in saliva from mouths where calculus formation was greater. 

Calculus formation has been correlated with the occurrence of certain 
micro-organisms, viz. Leptothrix (now called Actinomyces) by several investi- 
gators and some of these workers, i.e. Goodrich & Moseley [1916] and Siegel 
[1935] relied on histological methods. Naeslund [1926] and Bibby [1935] used 
both cultural and histological methods, while Bulleid [1925] carried out experi- 
ments both in vitro and on cats from which he deduced that calculus formation 
was related to the occurrence of Leptothrix. It may be pointed out that Henrici 
[1930] cast doubt on the value of examination and identification of this type of 
organism when carried out solely by microscopical examination of stained 
preparations. This criticism of Henrici gains weight when the results just 
mentioned are contrasted with those of Lord & Trevett [1936] who obtained 
four cultures of Actinomyces from 90 mouths and Erikson [1937] who was only 
once successful in growing Actirumyces from teeth, although a number of 
attempts were made and the investigator had grown 50 strains of Actimmiyces 
from various sources over a period of years [Erikson, 1935]. Attempts by one of 
us (P. P.) to isolate ActiTiomyces were at first unsuccessful even from a case of 
true clinical actinomycosis. Later in the progress of the work an aerobic Actino- 
myces, identical with those placed in group I by Erikson (after 0rskov), was 
isolated in pure culture from the mouth and this strain and also A. buccalis 
(Winslow), which had been maintained in a series of sub-cultures, were included 
in the study of the phosphatases of certain mouth micro-organisms. This latter 
culture was obtained from the Lister Institute (National Collection of Type 
Cultures) through the courtesy of Dr St John Brooks. It originally came from 
the American National Type Culture, having in the first place been isolated from 
the mouth. 
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Following up the line of thought that the phosphatase of saliva is possibly 
derived from micro-m'ganisms, we were led to investigate in the early part of 
this work the phosphatase activities of certain micro-organisms which were con- 
sidered to be common inhabitants of the mouth. In view of the fact that they 
are widely distributed in air, soil and food, there is no doubt that they are 
frequently present in the mouth, although they are not necessarily colonized 
there. These micro-organisms, originally obtained from a collection of extracted 
teeth and isolated in pure culture in an unorthodox manner, were first studied. 
Our attention was accidentally directed to these organisms in the process of 
separation and collection of enamel protein. Sound (non-carious) human incisor 
teeth were scraped, the roots cut off and the pulps removed. The crowns were 
exposed to 10% KOH for periods up to |'hr. and then brushed vigorously in 
order to remove the mucin. These crowns were washed well in water and then 
exposed to a large volume of 2 % HCl for about 48 hr. As decalcifioation pre- 
ceded, the enamel protein separated as small fiakes and the dentine became soft. 
The dentine remnants were then picked out, leaving the few mg. of enamel 
protein in the form of floating fragments which could be collected by centrifuging. 
Work was then suspended for about 6 weeks, during which time the protein was 
left covered in 2 % acid at room temperature. It was hoped that bacterial grow^th 
would be restricted in this way, so that work of a bacteriological nature could be 
carried out on the protein. The pH of the liquid was about 0*7, At the end of the 
period mentioned, it was noted that some “fluffy*' growth was attached to the 
protein. The sources of nitrogen available to the growth were very limited. It 
was thought at one time that the organisms were using enamel protein as the 
source of nitrogen, but although there were some indications that this may be 
true, we were not successful in showing histologically that these organisms had 
penetrated the pieces of protein. Further work on this point is in progress. 
From the “fluffy " mass three organisms wert^ isolated. They have been kept in a 
series of sub-cultures for about 6 months and are pure strains. The method of 
isolation described above has most certainly eliminated many of the mouth 
organisms. We have, however, limited our investigations to some of those 
from human mouths which could withstand exposure to 2 % HCl for 6 weeks, 
and whose nitrogen requirements were limited to the very small amount of 
extraneous nitrogen-containing compounds which had not been eliminated. 

Description of the organisms stvdied 

The three organisms were originally described as “green”, “red” and 
“white”, hut they have subsequently been classifled as far as possible. The 
“green” organism is a typical strain of Penicillmm spinvlosum (Thom.). The 
‘ ‘ red ’ * organism is a species of Rhod^ftorvla resembling Rhodotorula rubra [Harrison, 
1928]. Some difficulty has been met in identifying the “white” organism. 
It grows aerobically offiy, colonies on Czapek Dox, serum, agar and glucose-agar 
being smooth, shiny, raised, slowly spreading and very mucilaginous. In slide 
cultures the mycelium is non-septate. Spores have not been seen. It is thought 
that the “white” organism is one of the monilia. (The description of the two 
strains of Actinomyces studied has already been given.) 

The method of isolation of the organisms from extracted teeth certainly 
eliminated many of the mouth organisms, but doubt remained as to whether the 
(HTganisms studied came from the mouth. The teeth examined were at first 
ooUected in water saturated with chloroform in small jars, when some moulds 
grew on the corks. Later all corks and jars were sterilized by exposure to hot 
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air at 160"^ for 1 hr., a method which proved to be satisfactory. In some collec- 
tions of teeth made in these sterilized jars, penicillia still grew. Mould spores 
from the air might have contaminated the teeth in the interval of 2-4 hr. 
between the removal from the mouth and the placing in the jars. This possibility 
was not investigated. 

It is to be noted that the primary object of the study of these organisms was 
to learn something of their proteol 3 djic activity. Simultaneously, however, 
partly at the suggestion of Prof. F. C. Wilkinson, the possibility of the occurrence 
of phosphatase came under consideration. 

Stvdy of phosphatase activity 

Three esters were used as substrates, namely Na a- and j3-glycerophosphatcs 
(Boots) and di-Na-phenyl phosphate (B.D.H.), the latter purified to remove free 
phosphate. Each ester was tested at the characteristic pH optima of acid and 
alkaline phosphatases [Folley & Kay, 1936], i.e. at pH 3*8-4*0 and pH 9*9, 
using Sorensen’s glycine and HCl and glycine and NaOH buffers [Clark, 1928], 
and also at pH 5*5, which was shown to the optimum of salivary phosphatase 
by Smith [1930]. 

The enzyme preparations were made by scraping the growth (4-7 days old) 
off a Petri dish (10 cm. diameter) agar culture and grinding with sand and 
sufficient volume of 0*7% MgS 04 saturated with chloroform to give enough 
solution for the tests. This was filtered through cotton- wool. One ml. of such a 
solution contains the optimal concentration of Mg for phosphatase activation. 
The substrates were 0*1 % Na a- and j3-glycerophosphates and 0*109% di-Na- 
phenyl phosphate. The tests and adequate controls were carried out according 
to the following directions. Twelve tubes were set up for each growth with each 
substrate, each tube containing 10 ml. of the particular substrate, 5 ml. of one of 
the buflfer solutions and 1 ml. of the growth extract. Half of these tubes served 
as controls and were left in the refrigerator after the addition of 2 ml. 25 % 
trichloroacetic acid, to stop any enzymic action. The other tubes were incubated 
at 37° in the case of the phenyl phosphate for ^ hr. and in the case of the 
glycerophosphates for 18 hr. After this incubation time, the enzyme activity 
was stopped in the same way as the controls. 

Tubes 1 and 2. 10 ml. substrate, 5 ml. buffer pH 4 and 1 ml. extract. Incu- 
bated at 37° before the addition of acid. 

Tubes 3 and 4. 10 ml. substrate, 5 ml. buffer pH 4 and 1 ml. extract. 2 ml. 
trichloroacetic acid added and tubes put on ice. 

Tubes 5 and 6. 10 ml. substrate, 5 ml. buffer pH 5*5 and 1 ml. extract. 
Incubated before addition of acid. 

Tubes 7 and 8. 10 ml. substrate, 5 ml. buffer 5*5 and 1 ml. extract. Acid 
added as above and put on ice. 

Tubes 9 and 10. 10 ml. substrate, 5 ml. buffer pH 10, 1 ml. extract. Incu- 
bated before addition of acid. 

Tubes 11 and 12. 10 ml. substrate, 5 ml. buffer pH 10, 1 ml. extract. Acid 
added as above and put on ice. 

AU the tubes were then brought to room temperature and filtered. 10 ml. of 
each filtrate were tested for free P by the methc^ of Fiske & Subbarow [1925]. 

Successive sub-culturings were tested in this way and although the results 
(Table IV) with each of the culttires are not quantitatively comparable, the 
results obtained with any one culture at different pH in any one series are 
strictly comparable. 
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Table IV. The phosphatase activities of the micro-organisms on different 
substrates at different pH 


Substrate 

jpH 

Monilia (white growth) 
R. rubra (Harrison) (red 
growth) 

P. apintdoaum (Thom.) 

(green growth) 

Mixed white and green 
A. buccalia (Winslow) 
Actinomyces, group 1, 
Erikson 
Saliva 


Na a-glycero- 
phoBphate 

^ ^ , 

4 5-5 10 

O S + + 

0 + s 

+ + + + S to O 

o ++ o 

O O to S O 

8 + -f 4- S 

+ -f + 4- 8 


Na jS-glycero- 
phospnate 

, -A ^ 

4 5-5 10 

O 8 4- ^ 

O 4“ + + 

8 to 0 4 +4- 8 

0 + + o 


O 4 + O 


Di'Na-phenyl- 

phosphate 

/ ^ ^ 

4 5*5 10 

O + + + + 

O 8 + + + 

0 + + + + + 

o + + o 


O 8 O 


In our choice of pH values at which to test the enzyme activity, we had in 
mind the separation of the acid and alkaline phosphatases [FoUey & Kay, 1936] 
and the optimum reaction for the salivary phosphatase towards glycerophosphate 
found by Smith [1930] to be pH 5*5, by Giri [1936] pH 5*0 and by us pH 6*0. 

It can be seen from Table IV that the different growths must have different 
pH optima. We were most interested in those showing greatest activity at 
pH 5*5-6 and hence further investigations were made with the green growth. In 
spite of the fact that A. huccalis (Winslow) was tested in six separate young 
sub-cultures at pH 5*5 and pH 10, on three different substrates, we were only able 
to show very slight phosphatase activity and this not constantly. This result 
must be contrasted with the marked activity of the Actinomyces (group 1) 
freshly isolated from the human mouth. It is quite possible that A, bvccalis 
(Winslow) when first isolated, had greater activity. Henrici [1930] noted that 
A. gypsoides^ although actively proteolytic when first isolated, gradually, and 
eventually completely, lost this power after some months of subculturing. 

The tests on Actinomyces (group 1) were carried out at pH 6 only, since it had 
been shown to have a broad optimum between pH 6 and 7. 

It is concluded from these tests that certain mouth organisms, including 
Actirumyces, can exhibit phosphatase activity in the mouth. It is, of course, 
possible that many other mouth organisms also possess phosphatase activity 
[Fosdick, 1937], Incidentally, it may be noted that the caries research group of 
the North Western University, Chicago [see Hatton, 1938], are of the opinion 
that caries is possibly the result of a combined action of micro-organisms having 
phosphatase activity, possibly yeasts, together with acid-producing bacteria. 
We do not wish to comment on this idea, since we have done no work on this 
point. If, however, the occurrence of these phosphatases is significant, we con- 
sider that they should hydrolyse the ester P of blood and saliva. 

The green growth was tested on a neutralized trichloroacetic acid protein- 
free filtrate of whole blood, rat and human, in a similar manner to that of 
Byrom & Kay [1928] to show that part of the ester P of blood is hydrolysable by 
kidney phosphatase. An increase of free P resulted on incubation of the green 
growth with these blood filtrates. With the human blood, the increase amounted 
to 15 mg. P per 100 ml. blood, a degree of hydrolysis which suggests that the 
culture had several types of phosphatase in it. 

Wilkinson [1935] put forward histological evidence that calculus deposition 
could be subgingival where no breakaway of the soft tissues from the teeth had 
occurred. We remark here that these micro-organisms could use the organic 
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hydrolysable P of the blood plasma and so increase the concentration of free 
PO4 , which, together with the Ca of the plasma or saliva could conceivably lead 
to the deposition of Ca phosphate. 

It was also considered necessary to show that the saliva itself contains 
a substrate for these phosphatases. For this test, centrifuged saliva was 
steamed for 5 hr. without concentration. It became cloudy, but was used 
without further treatment as a substrate for the green mould in the following 
experiment: 

Tubes 1 and 2. 5 ml. saliva (steamed), 5 ml. buffer pH 5-5, 2 ml. glacial 
acetic acid. Placed on ice. 

Tubes 3 and 4. As tubes 1 and 2, but incubated for 18 hr. at 37"" before addi- 
tion of the acid. 

Tubes 5 and 6. 5 ml. water to replace the saliva, otherwise the same as 
tubes 1 and 2. 

Tubes 7 and 8. 5 ml. water to replace saliva, otherwise the same as tubes 
3 and 4. 

This experiment yielded a positive result. Tubes 3 and 4 had greater free 
PO4 content than tubes 1 and 2. The actual estimation of this PO4 set free from 
the saliva was 0-93 mg. h^^drolysable P per 100 ml. saliva. Smith [1930] found 
between 0*8 and 2*7 mg. organic P per 100 ml. saliva. We consider we have 
demonstrated the fact that green mould can use saliva as a substrate. Further- 
more, extracts of the green Penicillium incubated with a 1 % solution of Ca 
glycerophosphate, led to the deposition of a whiter precipitate, which was readily 
soluble in dilute acid and was found to contain both Ca and P. 

In showing that common mouth organisms, including Actinomyces^ contain 
phosphatases which can use serum or saliva as a substrate, a correlation has been 
brought about between the observations of Adamson [1929] and Smith [1930] on 
the one hand, and Naeslund [1926] and Bulleid [1925] and Bibby [1935] on the 
other, concerning the theories of calculus formation. 

Summary 

1. Human saliva exhibits variable phosphatase activity which is maximum 
towards glycerophosphate at pH 5*0 -6*0. 

2. The submaxillary duct secretion of cats had only very slight phosphatase 
activity as compared with the mouth saliva of the same animals at the same 
time. 

3. The phosphatase activity of human saliva is not entirely due to the 
epithelial scales. 

4. Certain common mouth micro-organisms exliibit marked phosphatase 
activity, 

5. The organisms studied included Penicillium spinulosum (Thom), Rhodo- 
torula rvhra (Harrison), a monilia, Actinomyces buccalis (Winslow) and Acti- 
nomyces (group 1, Erikson). 

6. The Penicillium was able to use the hydrolysable ester phosphorus of 
blood and saliva as a substrate. 

7 . Precipitation of calcium phosphate occurs when calcium glycerophosphate 
is incubated with the Penicillium, This may be analogous to calculus formation. 

8. The oorrelation of phosphatcbse activity with the presence of micro- 
organisms, especially Actinomyces, is important in relation to the theories of 
calculus formation which have been advanced previously. 
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For the identification of the PenicMlium and the Actinomyces (group 1) we 
are indebted respectively to Mr G. Smith and Miss D. Erikson, both of the 
London School of Hygiene and Tropical Medicine. We wish to thank the 
Medical Research Council for grants towards the expenses of this work and for 
personal grants to two of the workers (P. P. and G, E. G.). 
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III. HYDROLYSIS OF ASPARAGINE, ASPARAGINE 
PEPTIDES AND ANHYDROGLYCYL-ASPARAGINE 
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The experiments to be described in the present paper are complementary to 
those published in a previous communication [ Damodaran & Ananta-Narayanan, 
1938] on the formation of ammonia during th(^ enz^^mic hydrolysis of natural 
proteins. Bergell & Wulfing [1910], who seem to have been the first to study the 
deamidizing action of proteolytic enzymes on synthe^tic substrates, showed that 
di-leucinamidc is hydrolysed by pancrcatin, the /-compound being more readily 
decomposed than the d-isomeridc : negative results were recorded in the case of 
glycinamide, alaninamide and natural asparagine. According to Levene et al. 
[1926] “filtered intestinal juice” splits glycinamide as readily as alanylalanine 
though not with the saints ease as glycylglycine. Grover & Chibnall [1927] 
observed the hydrolysis of asparagine by intc^stinal erepsin as well as by a 
dipc^ptidase preparation obtained from germinating barley. The hydrolysis of 
glycinamide and leucinamide was confirmed by Waldschmidt-Leitz et al, [1927] 
using trypsin-free (jrepsin prepared by adsorption. Melvilh^ [1935] attempted to 
study the deamidizing action of proteolytic enzymes on y-glutaminyl peptides, 
but found that the subtrates were so labile that they were spontaneously decom- 
posed in aqueous solutions at the pH re(juired for enzyme action. 

Tn the present investigation W’^e have studied the actions of pepsin, 
trypsin, en^psin and papain on asparagine, glycinamide, d/-leucinamide, glycyl-/- 
asparagine, d- and Z-leucylasparagine, chloroacetyl-Z-asparagine and anhydro- 
glycylasparagine (2:5-diketopiperazine acetamide). Amide hydrolysis was 
measured by actual distillation of the ammonia and estimation of the latter by a 
sensitive micro-method. To ensure that quantitative differences in the rate of 
splitting were not interpreted to mean qualitative differences in specificity, 
enzyme action was in all cases allowed to proceed for fairly long periods. Some 
of the subtrates, particularly glycinamide, glycvl- and leucyl-asparagirie, were 
found to be hydrolysed to a slight extent at the pH employed for enzyme action, 
but rigorous controls were run to deten*mine the exact extent of such spontaneous 
decomposition. The results are summarized in Table I. 

Pepsin and purified trypsin have no action on either the peptide or amide 
bonds in any of the subtrates examined. Trypsin-free erepsin on the other hand 
has a definite, though slow, deamidizing action on asparagine, the hydrolysis of 
the amide group proceeding more rapidly in fact than in glycinamide though 
less rapidly than in leucinamide. The amide group in asparagine peptides does 
not appear to be directly hydrolysed; a small amount of ammonia is formed 
from glycylasparagine and Z-leucyl-Z-asparagine, but this must depend on the 
preliminary hydrolysis of the peptide to give free asparagine as no ammonia 
liberation takes place from d-leucylasparagine in which the peptide bond is not 
split by erepsin. Of particular interest in connexion with peptide hydrolysis is 
the finding that in chloroaoetylasparagme the peptide bond is split by ei*epsin in 
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spite of the absence of a free amino group adjacent to it; this is analogous with 
the hydrolysis by this enzyme of chloroacetylalanino observed by Abderhaldcn 
& Ehrcnwall [1930]. According to the views on enzyme specificity developed by 
Waldschmidt-Leitz, Grassmann and collaborators (suTumaries by Grassinann 
[1928, 1932, 1936]) trypsin-free erepsin consists of a mixture of aminopolypep- 
tidase and dipeptidase. The observations now recorded can be brought into line 
with the views on enzyme specificity developtnl by the Willstatter school only 
on the assumption that, in addition to di- and aminopoly-pcptidases, erepsin 
also contains asparaginase and other amidases as well as peptidases that act 
specifically on acyl peptides of the type of chloroacetylasparagine. However, 
the weight of available evidence is against the acceptance of these views of the 
mode of action of the proteases as final. On the one hand the identification of 
some of the proteolytic enzymes with crystalline proteins [Northrop, 1930; 
Northrop & Kunitz, 1934], the changes in specificity shown to take place on 
keeping of enzymes purified by adsorption [Abderhaldcn & Schmitz, 1929; 
Abderhalden & Ehrenwall, 1931] and the dependence of the range of activity of 
proteases on physical conditions [Fodor, 1930] make it highly improbable that 
the enzyme preparations with restricted activity obtainenl by Waldschmidt- 
Leitz, Grassmann and others really represent individual enzymes in the natural 
state and not merely fragments of such. Further, numerous recent studies on 
synthetic peptides, in particular by Abderhalden and by Bergmann, make it 
clear that the chemical bases of the specificity relations enunciatcMi by the Will- 
statter school for their enzyme preparations will have to be considerably 
modified. 

With papain-HCN only a slow deamidation with leucinamide and hardly 
any with other subtrates was noticed. This appears to be in contradiction with 
the results obtained previously [Damodaran & Ananta-Narayanan, 1938] which 
showed that papain digestion led to the formation of considerable amounts of 
ammonia. It has, however, been recently shown by Bermann et al. [1935] that 
the amide group in peptide amides in which there is no tree amino group in the 
proximity of the amide group is attacked by papain. 

The observation that anhydroglycylasparagme is not hydrolysed either at the 
peptide or the amide bond by any of the enzymes tried is contrary to the claims 
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of Japanese workers [cf. Shibata, 1934] who claim to have demonstrated the 
enzymic hydrolysis of diketopiperazines, and provides further confirmation of 
the findings of Waldschmidt-Leitz & Gartner [1936] with diketopiix^razine acetic 
and propionic acids and of Greenstein [1936] with lysylglutamic acid anhydride. 

With reference to the problem in protein structure which primarily prompted 
this investigation, the results obtained, takem in conjunction with previous 
findings [Damodaran, 1932; Damodaran et aL 1932; Melville, 1935; Damodaran 
& Ananta-Narayanan, 1938], agree with the assumption that the amide groups 
attached to the dicarboxylic amino-acids are the only important precursors of 
the ammonia formed in the acid hydrolysis of proteins. In the last paper cited 
above it was concluded that the ammonia liberated during tlus digestion of 
protc'ins by pepsin, trypsin and erepsin in succcission was not primarily connected 
with enzyme action. If asparagine and glutamine are the only ammonia- 
yielding complexes in proteins this is readily understandable for the following 
reasons. Peptides of glutamine formed through its free (y) carboxyl group are, 
unlike those formed through the amino group studied by Thierfelder & Cramm 
[1919], as unstable as glutamine and spontaneously decompose in aqueous 
solution [Melville, 1935] giving rise to ammonia. This non-enzymic ammonia 
formation could commence practically at the very beginning of peptic digestion 
and would increase progressively with the amount of glutamine- containing 
polypeptides sot free. Asparagine peptides on the other hand are quite stable in 
aqu(^ous solution and also, as shown in this pap(T, not acted upon by either 
I)epsin, trypsin or erepsin. The deamidizing action wdiich erepsin has been shown 
to have on free asparagine can come into play only when digestion is practically 
complete and is at the same time too slow to cause any appreciable liberation of 
ammonia. When it is further considered that the proportion of aspartic acid in 
proteins is invariably much lower than that of glutamic acid it is obvious that 
practically the whole* of the ammonia formed during digestion has its origin in 
the seconelary non-enzymic decomposition of glutamine ])eq)tide8 and of glutamine. 

Experimental 

Substrates 

Glycinawide hydrochloride and dl4eucinamide hydro bromide were prepared 
according to Bergell & Wulfing [1910]. 

GlycylA-asparagine, The purified peptide prepared by the method of Fischer & 
Koenigs [1904] browned at 215° and gave the reactions described by these 
atithors. N found 22*07%; calc, for CeHiiN304, 22*22%. Amino-N (Van Slyke) 
was 124 % of the theoretical, in keeping with the observed abnormality of glycine 
and glycyi polypeptides in general [V’^an Slyke, 1911 ; Fischer & Koelker, 1910]. 

LemyUhasparagine [Fischer & Kotmigs, 1907]. Asparagine was coupled with 
bromoi^ohexoylbromide and the resulting compound treated with 75 % 
ammonia at room temperature for 6 days. Owing to the difference in solubility 
between the two isomeric bromowocapronylasparagines noted by Fischer & 
Koenigs, two products were finally obtained, viz. pure (/-leucyl-Z-asparagine and 
a mixture of d- and Meucyl-Z-asparagines in which the compound contain- 
ing the non-natural d-leucyl residue predominated. Attempts to obtain the 
pure i-leucylpeptide in pure condition by fractional crystallization were not 
successful. C10H19N3O4, 2H2O requires N, 14-95 % ; N, found, 15-2 % (for the 
d form) and 16*12% (for the mixture of d- and Z-). 

AriJiydroglycykisparagine. This was prepared according to Fischer & Koenigs 
[1904]. 
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Enzymes 

Erepsin-free trypsin [Waldschmidt-Leitz & Harteneck, 1925], trypsin-free 
erepsin [Waldschmidt-Leitz & SohaflFner, 1926] and B.D.H. pepsin were used. 
Papain was prepared as previously described [Damodaran & Ananta-Narayanan, 
1938]. 

Buffer solutions 

For erepsin studies M/Q phosphate buffer at 7-8, for trypsin Jlf/5 veronal 
buffer at pH 8-4 and for papain M/IO citrate buffer at pH 5 were employed. As 
the usual NH4OH/NH4CI buffer for tryptic studies could not be used on account 
of the necessity of making ammonia determinations, experiments were con- 
ducted to ascertain the suitability of veronal buffer. It was found that veronal 
could effectively replace phosphate as well as NH4OH/NH4CI in erepsin and 
trypsin digests. It has the advantage over the former of not interfering with 
titrations in alcohol or formalin. 

Methods 

Weighed amounts of the analytically pure siibtrates were dissolved in water, 
neutralized with a few drops of NaOH and, after the addition of buffer solution 
and enzyme, made up to give usually Af/10 solutions. A few drops of toluene 
were added as antiseptic. 

Peptide hydrolysis was determined by the usual alcoholic titration and 
ammonia liberation according to Parnas & Heller [1924] with the modification 
that when the ammonia to be determined was small titration was carried out by 
the iodimetric method of Henriques & Christiansen [1916] using A7280 acid. 

(1) Asparagine 

Table IT. Exp, 1, Trypsin-free erepsin on X-asparagine 

Digest: Jlf/10 asparagine containing 10 ml. of erepsin solution in total volume 25 ml. at 
pE. 7*8 in phosphate buffer. 

Ammonia as ml. A7280 acid in 2 ml. 


Time 

f 

Digest 

Substrate 

control 

Enzyme 

control 

Digest 

(corrected) 

Amide 

hydrolysis 

0 / 

/o 

0 

0-04 

Nil 

004 

Nil 

Nil 

6 hr. 

0-20 

Nil 

003 

017 

0-32 

18 hr. 

0-79 

Nil 

003 

0-76 

1-36 

42 hr. 

1-92 

002 

0(M) 

1*85 

3-30 

4 days 

4-00 

009 

0-08 

3-82 

6-80 

10 days 

8-78 

018 

0-08 

8-52 

15-20 

19 days 

1216 

0-34 

013 

11-65 

20-80 


Exp, 2, Erepsin-free trypsin on \-CLsparagine, Digest: Jf/10 asparagine 
containing 5 ml. of trypsin solution in total volume 25 ml. at pH 8*4 (veronal 
buffer). 

Amide hydrolysis in 7 days, 0*37 %. 

Exp, 3, B,D.H. pepsin on \-asparagine. Digest: 10 ml. of Mf^ asparagine 
+5 ml. pepsin solution in N/20 HCl containing 1/20 the weight of dry pepsin 
calculated on the weight of the subtrate-f 5 ml. N 15 HCl. Total volume 26 ml. 

Amide hydrolysis in 6 days, 0*43 %. 

Exp. 4. Papain-HCN on 1-a^paragine. Digest: 10ml. J!f/4 asparagine. 
6 ml. papain solution 10 ml, citrate buffer pH 5 in total volume 25 ml. No 
NH3 in substrate control. 

Amide hydrolysis in 9 days, 0'33 %. 
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(2) Olycinamide. 

Table III. Exp. 5. Trypsin-free erepsin on glyciruimide 

Digest: MjVl glycinamide containing 10 ml. erepsin solution in total volume 25 ml. at pH 7*8 
in phosphate buffer. 

Ammonia as ml. A"/280 acid in 1 ml. 


Time 

Digest 

Substrata* 

control 

Enzyme 

(‘ontrol 

l)ig(*st 

(corrected) 

Amide 

hydrolysis 

0/ 

/o 

0 

016 

012 

004 

0 

0 

5 hr. 

0'20 

0*12 

0*04 

010 

0*43 

21 hr. 

0*55 

0*25 

0-03 

0*27 

M6 

46 hr. 

0-93 

0*35 

O-OH 

OoU 

2*15 

4 days 

1*65 

0*59 

0*06 

100 

4-29 

10 days 

311 

U-70 

008 

2-33 

lOfK) 

19 days 

4*48 

1-69 

Oil 

2*68 

11*50 


Exp. 6, Erepsin-free trypsin on glycinaynide. Digest: 0*3467 g. glycinamide 
HCl dissolved in wat(‘r, neutralized with NaOH and made up to 25 ml. 10 ml. 
of this solution 4* 5 ml. veronal buffer at pH 8*4 + 5 ml. trypsin solution + water 
to 25 ml. 

Amide hydrolysis in 7 days, nil. 

Exp. 7. Pepsin on glycinamide. Digest: 0*1906 g. glycinamide HCl dissolved 
in sufficient HCl so that the final concentration of the HCl was Nj2{). 5 ml. of 
this solution removed and made up to 6*5 ml. for substrate control. To the 
residual 20 ml. 5 ml. pepsin solution in iV/20 HCl added. 

Amide hydrolysis, 1*1 % in 2 days, 1*9% in 9 days. 

Exp. 8. HCN -activated papain on glycinamide. Digest: 0*2241 g. glycinamide 
flCl + lOml, citrate buffer, pH 5, to total volume 25 ml. 5 ml. removed for 
substrate control. Residual 20 ml. + 5 ml. enzyme formed the digest. 

Amide hydrolysis, 0*85% in 65 hr., 1*45% in 8 days. 


(3) d\-Leuchiamide 

Table IV. Exp. 9. Trypsin-free erepsin on d\-leuclnamide 

Digest: 0*3517 g. dZ-leucinamide HBr made up to 25 ml. after neutralization and addition of 
Mjb phosphate buffer pH 7*8. 10 ml. of this solution + 5 ml. erepsin made up to 25 ml. with w ater. 


Ammonia as ml. AT . 280 add in 2 ml. 


Time 

Digest 

... V 

Substrate 

control 

Enzyme 

control 

Digest 

(corrected) 

Amide 

hydrolysis 

% 

6 hr. 

0*41 

0*19 

0 

0*22 

1*47 

2*05 

— 

0 

1-86 

12*45 

7 hr. 

2*14 

— 

0 

1*95 

13*05 

14 hr. 

3*74 

— 

0 

3*55 

23*75 

24 hr. 

5*54 

— 

0 

5*35 

35*81 

40 hr. 

6*05 

0*11 

0 

5*94 

39*76 

10 days 

8*05 

0*14 

0 

7*91 

52*94 

19 days 

7*99 

0*17 

0 

7*84 

52*34 


Exp. 10. Erepsin-free trypsin on dX-leucinamide. Digest: 0*175 g, dWeucin- 
amide HBr dissolved in water, neutralized and made up to 25 ml. with veronal 
buffer pH 8*4. 6 ml. of this removed for substrate control. The residual 

20 ml. +6 ml. trypsin formed the digest. 

Amide hydrolysis in 7 days, 0*70%. 
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Exp. 11. Pepsin on dhleucinamide. Digest: 0*236 g. rfZ-lencinaimde HBr 
dissolved in 25 ml. 5 ml. removed for substrate control. Residual 20 ml. 4* 5 ml. 
pepsin formed the digest. 

Amide hydrolysis in 8 days, nil. 

Table V. Exp. 12. Papain-HCN on dl4encinamide 
Digest: 0*1902 g. (22-leucinamide HBr at 5 containing 5 ml. papain in total volume 25 ml. 




Ammonia as ml. A7280 acid in 

2 ml. 

Amide 

hydrolysis 

% 

Time 

Digest 

Substrate 

control 

Enzyme 

control 

Digest 

(corrected) 

0 

2*04 

0 

2*04 

0 

0 

4 hr. 

1*94 

0 

— 

0 

— 

16 hr. 

2*02 

0 

- - 

0 

— 

25 hr. 

2*23 

0 

— - 

0*19 

0*94 

51 hr. 

2*71 

0 

— 

0*67 

3*30 

4 days 

4*01 

0 

— 

1*97 

9*70 

7 days 

4*25 

0 

— 

2*21 

10*90 


{4) Olycyhhaspara^gine 

Table VI. Exp. 13. Trypsin-free erepsin on glycyJA-asparagine 

Digest: 0*6906 g. glycyl 4- asparagine neutralized and made uj> tf) 25 ml. with phos}>hate buffer 
of pH 7*8; 5 ml. of this solution removed for substrate control. Besidual solution treat4*d wdth 
6 ml. of erepsin. The control showed no ammonia. 

Ammonia in 
1 ml. of 


Time 

digestion as 
ml. A7280 
acid 

% amide 
split 

ml. A7'10 K()H 
for 2 ml. of 
digest 

Increase 
in titrt! 

% pf*ptide 
split 

0 

018 

0 

3*68 

0 

0 

4 hr. 

0*22 

0*14 

4*38 

0*7 

35*2 

13 hr. 

0*64 

1*64 

4*99 

1*31 

65*6 

18i hr. 

24 hr. 

0*64 

1*64 

5*18 

1*50 

75*2 

0*78 

2*14 

5*28 

1*60 

80*0 

48 hr. 

0*90 

2;>7 

5*38 

1*70 

84*6 

96 hr. 

0*90 

2*57 

5*60 

1*92 

95*9 

10 days 

1*05 

3*11 

5*63 

1*95 

97*5 

26 days 

2*37 

7*82 

— 

— 

•— 


Exp. 14. Erepsin-free trypsin on glycyl-l-asparagine . Digest: 0*5900 g. of the 
substrate made up to 25 ml. with veronal buffer pH 8*4. 5 ml. removed for 
substrate control. Residual 20 ml. 4*5 ml. trypsin formed the digest. 

No peptide or amide hydrolysis at the end of 5 days. 

Exp. 15. Pepsin on glycyl-hasparagine. Digest: 0*5906 g. of glycyl-Z- 
asparagine dissolved in 5 ml. M/5 HCl and made up to 25 ml. 5 ml. of this 
removed for substrate control and diluted to 6*5 ml. with iV^/20 HCl. Residual 
20 ml. of the solution + 5 ml. pepsin formed the digest. No ammonia in enzyme 
controls. 

No amide or peptide hydrolysis in 7 days. 

Exp. 16. Papain-HCN on glycyld-CLsparagine.. Digest: 0*463 g. substrate at 
pH 5 in citrate buffer containing 5 ml. papain-HCN solution in total volume 
25 ml. No substrate control. 

No amide or peptide hydrolysis in 9 days. 
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(5) d- arid l-Lettcyl-l-asparagims 

Table VII. Exp, 17, Trypsin-free erepsin on d- and l-leucyhl-asparagines 

Digest: 1*405 g. of the substrate dissolved in water and neutralized. 10 ml. of erepsin made up 
to 25 ml. with phosphate buffer pH 7*8. Controls showed no change and arc not included in the 
table. Ammonia as ml. iV/10 KOH 


Time 

ml. A7280acid 
in 1 ml. digest 

% amide 
split 

for 2 ml. 
digest 

Increase in 
titre value 

% peptide 
split 

0 

0*5 

0 

3*61 

— 



6 hr. 

— 

0 

4*09 

0*48 

12*0 

12 hr. 

0*56 

0*10 

4*16 

0*55 

13*75 

24 hr. 

0*54 

0*10 

4*21 

0*60 

15*0 

36 hr. 

0*70 

0*36 

4*23 

0*62 

1.5*5 

54 hr. 

0*88 

0*68 

4*27 

0*66 

16*5 

5 days 

1*21 

1*26 

4*28 

0*67 

16*75 

10 days 

1*70 

2*14 

— 

— 

— 


Exp, 18, Erepsin-free trypsin on d- and \4eucylA-asparagines, Digest: 
0*620 g. of the substrate dissolved in water neutralized and made up to 25 ml. 
with 10 ml. veronal buffer 8*4 and 5 ml. trypsin. No controls. 

No amide or |Kptide hydrolysis in 6 days. 

Exp, 19, Pepsin on d- and VleucyUl-asparaqines, Digest : 0*878 g. of substrate 
dissolved in 25 ml. of water and sufficient A^/20 HCl to bring to pH 1*8. 5 ml. 
removed for substrate control. Residual solutioii-f 5 ml. pepsin formed the 
digest. Enzyme control showed no change. 

No amide or ficptide. hydrolysis in 8 days. 

Exp, 20, Papain-HCS on d- and l-leucyl-l-asparagines. Digest: 0*502 g. of 
the peptide dissolved in water and mad<» up to 25 ml. with 5 ml. papain solution 
and 10 ml, citrate buffer pH 5. No substrate control. 

No amide or peptide hydrolysis at the end of 7 days. 

(0) d-Lemyl4-a^^paragine 

Exp, 21, Trypsin-free erepsin on d-leucylA-asparagine, Digest: 1*00 g. of 
substrate dissolved in water, neutralized, and made up to 25 ml. with sufficient 
phosphate buffer at pH 7*8. 5 ml. r(‘moved for substrate control. To the residual 
20 ml., 5 ml. erepsin added. 

No peptide hydrolysis in 12 days: amide split 0*21 %. 

Exp, 22, Erepsin-free trypsin on d-hucyl-l-asparagine . Digest: 0*6342 g. of 
peptide dissolved in water, neutralized and made up to 25 ml. with 5 ml. 
enzyme and 10 ml. veronal buffer of pH 8*4. 

In 7 days, amide split 0*25%, peptide split nil. 

(7) CJiloroaceiylA-asparaginr, 

Table VIII. Exp, 23, Trypsin-free erepsin on chloroaeetyl-hasparagine 

Digest: 1*264 g. ehluroacctyl-Z-aspanigine neutralized and made up 2.') mi. with phosphate 
buffer at pH 7*8. 10 ml. of this + 10 ml. erepsin diluted to 25 ml. formed the digest. Substrate and 
enzyme controls showeel no change. 


Time 

Ammonia as ml. 
A/280 acid in 

2 ml. digest 

% amide 
split 

ml. A710 KOH 
for 2 ml. digest 

% peptide 
split 

0 

0*09 

— 

1*43 


6 hr. 

0*15 

0*22 

165 

11*3 

18 hr. 

0*18 

0*33 

2*01 

29*9 

24 hr. 

0*24 

0*55 

2*04 

31*5 

48 hr. 

0*73 

2*69 

2*07 

33*0 

96 hr. 

1*40 

5*15 

— 

— 

6 days 

— 

— 

2*92 

76*8 

10 days 

2*76 

10*20 

— 

— 
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Exp, 24, Erepsin-free trypsin on chhroaxetyUhasparcigine, Digest: 0*6616 g. 
substrate neutralized and m^e up to 25 ml. with veronal buffer pH 8*4. 5 ml. 
removed for substrate control. Residual 20 ml. 4* 5 ml. trypsin formed the 
digest. 

In 7 days, amide split 0-2%, peptide split nil. 

(8) Anhydroglycylasparagine 

Exp, 25, Trypsin-free, erepsin on anhydroglycylasparagine. Digest: 0*7944 g. 
dissolved in 10 ml. phosphato buffer pH 7*8. 2 ml. removed for substrate control. 
Residue made up to 26 ml. with 10 ml. erepsin -f water. 

No amide or peptide split at the end of 6 days. 

Exp, 26, Erepsin-free trypsin on anhydroglycylasparagine. Digest: 0*3086 g. 
substrate in 10 ml. water. 2 ml. removed for substrate control and the residue 
made up to 25 ml. with 6 ml. trypsin and 10 ml. buffer. 

No amide or peptide split at the end of 7 days. 

Exp, 27, Pepsin on anhydroglycylasparagine. Digest : the solution in Exp. 25 
was used after inactivation of erepsin, adjustment of pH to 1*8 and addition of 
pepsin. The final strength of the solution was 0*041 N, 

No amide or peptide split in 4 days. 

Exp, 28. Papain-HCN on anhydroglycylasparagine. Digest: 0*2856 g. 
anhydroglycylasparagine dissolved in 10 ml. 2 ml. removed for substrate control 
and the residue diluted to 25 ml. after addition of 10 ml. citrate buffer pH 6 and 
5 ml. papain solution. 

No amide or peptide split at the end of 7 days. 

Summary 

1. The amide group in leucinamide, asparagine and glycinamide is hydro- 
lysed by trypsin-free erepsin, the rate of hydrolysis decreasing with the three 
substrates in the order given. 

2. Trypsin-free erepsin also hydrolyses the peptide group in chloroacetyl- 
asparagine, but not the amide group in either this or other asparagine peptides 
examined. 

3. Pepsin, erepsin-free trypsin and papain are without action upon the 
amide or peptide groups in glycinamide, leucinamide, asparagine, glycylasparagine 
or leucylasparagine. 

4. Anhydroglycylasparagine (2:5-diketopiperazine acetamide) is not affected 
by any of the animal proteases or by papain. 

6. The bearing of these results on (i) the specificity of the proteolytic enzymes, 
and (ii) the ‘'amide” nitrogen of proteins is briefly discussed. 
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CCLXXII. PREPARATION OF SOME PROTEIN 
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PLANTS AND THE SULPHUR DISTRIBUTIONS 
OF THE PREPARATIONS 
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From the Biochemistry Department^ Imperial College of Science and 
Technology y Londony 8.W, 7 

(Received 20 October 1938) 

Both from a general standpoint and from the particular one of nutrition, the 
compositions of the proteins which are present in the leaves of plants are of very 
considerable interest. In the present article, mi'thods for determining sulphur- 
distributions, particularly in their bewaring upon the estimations of cystine, 
C3rsteine and methionine, are examined and applied to several leaf protein 
preparations. 

The leaf protein preparations numbered 1, 2, 3, 5, 6, 7, 8 and 10 in Table I 
were made during 1935 at Adelaide, South Australia, from fresh leaf material 
grown on plots which had not been manured for several months. The leaves 
were macerated directly [cf. Osborne & Wakt^man, 1920; (Jhibnall & Schryver, 
1921; Osborne et at. 1921; Chibnall, 1922] in a hand-driven corn mill at room 
temperature (about 20”) with the solvent intended to carry the protein. Ether- 
water was normally used as solvent [Chibnall & Schryver, 1921] as it was thought 
that plasmolysis by the ether might assist the dispersion of the protoplasm. The 
green juice was squeezed through a cloth, filtered through layers of filter paper 
(which did not retain the chloroplast material very well), and the protein was 
flocculated with acid at the apparent isoelectric point (about pH 4-5) and 
coagulated by heating the mixture to about 90” as described by Chibnall et ah 
[1933]. The coagulum was filtered off, washed with 0*0005 N HOI and, further 
to remove impurities, extracted successively with boiling alcohol, boiling 
0*006 M citric acid (which usually reduces the ultimate ash content but removes 
only a negligible amount of nitrogenous substance), twice with boiling alcohol 
(or until extract was almost free from chlorophyll) and finally with warm 
ether. 

In cases 3 and 6, some of the leaf material was ground with 10 % aqueous 
NaCl saturated with ether, instead of with ether- water as were the corresponding 
preparations, 2 and 5 respectively. Prep. 8 was made by extracting, but not 
grinding, with this solvent the leaf residues after extraction of 7. The object of 
using NaCl solution was to provide a satisfactory solvent for globulins in case 
they happened to be present. Microscopical examination of all the leaf residues 
revealed that large numbers of the cells had not been ruptured. 

Prep. 9 had been made some years ago in this laboratory by the “used ether- 
water” method of Chibnall et ah [1933]. Prep. 4 was made by the same method 
from leaf material growing on a well-manured plot. The leaf material was first 
plasmolysed with ether-water which had already been used once for this purpose, 

^ Leverhulme FeUow. On leave from the Australian Commonwealth Council for Scientific and 
Industrial Research. 
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the readily dififusible constituents were removed by alternate imbibition of water 
and expression in a Buchner press, and the residue was then macerated with 
water in a motor-driven mincer. After squeezing the juice through cloth and 
filtering through a thick pad of paper pulp the protein was flocculated at about 
pH 4*5 and coagulated by heat. Impurities were removed from the coagulum 
by extracting with boiling water, alcohol, acetone and ether. The filtered leaf- 
juice was almost devoid of green colour, suggesting removal of most of the 
chloroplast material. Many of the leaf cells were not ruptured by the grinding. 

Tlie proteins were all denatured in the course of preparation. As regards the 
proteins properly associated with the plastids and the nuclei, it is improbable 
that they are adccpiately represented in preparations obtained by either of these 
procedures. 

In Table I are shown, in the order of the columns; the number distinguishing 
the preparation : the plant species and date of extraction : the % dry wt. of the 
leaf material: the % total N (/), “albuminoid” N (a) and coagulable N (c) in the 


Table I 


No. 

1 


•> 


(> 

7 

8 
9 

10 


Source and date 

Daciylis glonierata (cockHfool 
grass) 


P/mlans tuherosa (Toowoom- 
ba canary-grass) 

Medicago mttm (hicenic) 


Atriplnx uiimmularium 
man Bult-huah) 


o/ 





dry 

% N in 

dry leaf 




wt. 

{Ut 

1 , c) 

8 . 

vi. 

H.") 

17-9 

2-98 {/), 

2*80 (a) 

7 . 

XI. 

35 

190 

3 * 20 ( 0 , 

2-82 (a) 

7 . 

.\i. 

35 

190 

3*20 ( 0 , 

2*82 (ff) 

29 . 

ix. 

30 

12-5 

0*81 (/), 

— 

20 . 

viu 

. 35 

204 

3*08 (/), 

2*72 (a) 

20 . 

Yiii 

i. 35 

204 

3*08 (f). 

2*72 («) 

18 . 

vii. 

35 

201 

rvl (/), 

44 (tf) 

18 . 

vii, 

. 35 

201 

5-1 ( 0 . 

44 (tf ) 

29 . 

vi. 

33 

21-0 

3*25 (/), 

2*8 (r) 

6 . 

xii, 

35 

15 *C 

3*48 ( 0 , 

2-54 (a) 


Extraction ; 


% 

I’rotcin-N aa % 

%N 

ash 

of Icaf-N ((, a, e) 

protein protein 

24-0 (/), 25-5 (a) 

13*1 

34 

24-4 ( 0 . 27-7 (a) 

13*0 

lO 

17 ' 5 ((). 19 - 9 ( 0 ) 

13*1 

1*0 

2 (i -0 ( 0 , - 

14*1 

M 

13-4 ((). lA- 2 (a) 

154 

0*7 

8 * 1 ( 0 . 9*2 (a) 

15-.35 

0*8 

27 * 2 ( 0 . 31*0 (fl) 

13*85 

14 

0 * 95 ( 0 , 1*1 (a) 

13*85 

1*7 

10 * 9 ( 0 , 12*0 (r) 

14*2 

1*2 

13*1 ( 0 . 17*9 (a) 

12*1 

4*5 


dry-leaf mati^rial : the extracted protein-N as a percentage of the leaf-N (/, a, c) : 
the % N in the protein preparation and finally the % of ash in the protein by 
ignition in air at about 600'’. Materials dried in air at 85° were normally used 
in the analyses. (IJompletc drying (for dr}^ wt.) was done by heating at 105° 
followed by vacuum desiccation over cone. H 2 SO 4 . N estimations were made by 
the Kjeldahl method. The coagulable N was that which was not extracted from 
the finely-ground dried material at about pH 4*5 by two 10 min. extractions 
each with 100 times the weight of dilute hydrochloric or acetic acid at 100 °, and 
the albuminoid N was that remaining after extraction under the Stutzer con- 
ditions (Cu(OH )2 reagent). 


Methods of determining the sulphur distribution 

Assuming provisionally that the only S-containing amino-acids in the protein 
are cystine (and/or cysteine) and methionine, the distribution may be written : 
cystine-S + cysteine-S-fmetWnine-S-f other S= total S, and if “other S” is 
present entirely as SO4 (as inorganic contaminant or attached to —NHg groups) 
and ethereal 804 (e.g, of prosthetic groups, if any), it should appear as inorganic 
SO 4 on prolonged acid hydrolysis at high temperature. In the absence of 
systematic errors it should thus be possible to check the provisional assumptions 
to within the limits imposed by the magnitudes pf the random errors. The 
systematic errors, however, may be very large and they are, as yet, so uncertain 
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in some respects as to make a proper check of the above assumptions impossible. 
The sources of these errors have been classified roughly elsewhere [Lugg, 1933, 2 ; 
1938] chiefly in relation to specific procedures such as hydrolysis, but it must be 
realized that sources associated with an assumed extensibility of knowledge of 
the behaviour of, say, a free amino-acid to the case of the corresponding amino- 
acid residue in the protein molecule, have an existence independent of procedure. 
In the following discussions they will be considered in their particular relation- 
ships to the estimations concerned. 

The most specific methods of estimating cystine and cysteine present in 
solution appear to be the colorimetric ones. Employed in conjunction with 
acid (HCl, H 2 SO 4 ) hydrolysis of “pure” proteins they have yielded valuable 
data, but it is known that errors may be associated with the hydrolysis of 
impure proteins. Bailey [1937] has shown that the losses resulting from HCl 
hydrolysis of edestin with arabinose are enormously greater than would be 
anticipated from hydrolysis tests of free cystine with arabinose and other 
carbohydrates [Lugg, 1933, 2], but the causes remain obscure. They may be 
connected with the formation, even temporarily, of sulphydryl groups by 
hydrolytic cleavage of disulphide bonds in edestin [Mirsky & Anson, 1934-5; 
Astbury et ah 1936; Mirsky, 1935-6], for in the presence of carbohydrates and 
their decomposition products the resulting mercaptal and mercaptole formation 
could effect large losses [Lugg, 1933, 2]. The procedure might be expecte^d to lead 
to serious underestimation with the impure leaf proteins whicjh normally contain 
substances of carbohydrate nature. It was found that the losses of cystine could 
not be averted by hydrolysing with the HCl-H.COOH reagent of Miller & du 
Vigneaud [1937] in place of HCl. Hydrolysis with alkali-stannite reagents could 
not be exploited, for whilst free cystine is almost quantitatively reduced to 
cysteine, edestin yields little more than half the cysteine to cori’espond with the 
cystine content of HCl hydrolysates. 

Blumenthal & Clarke [ 1 935] , in a valuable contribution , estimated the following 
S-fractions in some protein preparations: sulphate-S after acid hydrolysis, 
labile S (i.e. appearing as PbS after reduction and digestion with alkali -plumbite), 
SO4-S after oxidation with bromine-water, SO4-S after oxidation with HNO3 
and non-S 04 -S after HNO 3 oxidation (i.e. by difference bt^tween total S and the 
preceding value). They tested the procedures, which do not permit discrimina- 
tion between cystine and cysteine, with mixtures of cystine and methionine, and 
adjusted conditions so that the labile S and SO4-S due to HNO3 oxidation would 
correspond with the cystine present, and the non-S 04 -S after HNO3 oxidation 
with the methionine, for whilst cystine-S is readily oxidized to SO4 by HNO3 
methionino-S is only slowly oxidized beyond sulphoxide, sulphone or possibly 
methanesulphonic acid. Neither cystine nor methionine yield much SO 4 when 
treated with bromine water. As the estimated S-fractions in the proteins were 
not in complete conformity with the cystine and methionine contents estimated 
by fairly specific methods and did not show the same interrelationships as 
mixtures of cystine and methionine would have shown, and were often unaffected 
by working with HCl hydrolysates of the proteins instead of the proteins them- 
selves, they attributed the discrepancies to the presence of small quantities of 
other S-containing amino-acids apart from cysteine. Such amino-acids may 
indeed occur in proteins, but the claim is based upon the assumption that the 
amino-acid residues behaved in the various procedures precisely as do the free 
amino-acids, and there is therefore the distinct possibility that unavoidable 
deficiencies of method suggested the presence of substances that did not exist 
in the proteins. 
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SO4-S after HCl hydrolysis, SO4-S after HNO3 oxidation and total S estima- 
tions, which may bo regarded as comprising “diflFerential oxidation” data, were 
all made with the leaf proteins. The other S-fractions studied by Blumonthal & 
Clarke could not have been estimated satisfactorily in such preparations. 

A further contribution to the study of the S-distribution in proteins was made 
by Baernstein [1936, 1, 2] who had earlier [1932; 1934] exploited Barger & 
Coyne’s [1928] adai)tation of the Zeisel procedure for the estimation of 
methionine. Baernstein found that in the course of digestion with cone. HI 
cystine was mainly reduced to cysteine and methionine was largely converted 
into methyl iodide and the thiolactone of homocysteine. Having established 
that the thiolactone ring would open and reduce tetrathionate to thiosulphate at 
mild alkalinity, he was able to devise iodine titrations for the thiolactone as well 
as for the cysteine. The scheme does not permit any discrimination between 
cystine and cysteine. He found also that SO4 was reduced to HgS and SOg by 
digestion with the HI. On this basis he claimed that almost all the S in a 
variety of proteins occurred in cystine, cysteine, methionine and SO4, a claim 
since disputed by Bailey [1937]. From tests with mixtures of cystine, methionine, 
other amino-acids and small amounts of glucose, Baernstein believed that the 
procedure would be applicabh^ without error to impure proteins. 

It was found that Baernstein’s [ 1936, 1] methods required modification before 
they could be applied at all satisfactorily to the impure leaf proteins, particularly 
in regard to the digestion with HI. His earlier (volatile iodide) method for the 
estimation of methionine csimot be considered in any way reliable with prepara- 
tions containing polysaccharide impurity of unknown composition. 


Details of procedures aivi tests 

Hydrolysis tvith HCL 2 g. samplers of preps. 1 and 10 were heated with 15 ml. 
of 5iV HCl at 100'" for 24 hr. The mixtures were adjusted to pH 2*5 with NaOH, 
the insoluble humin was removed and the hydrolysates were adjusted to volume. 
The iifSSJB [Lugg, 1932] and cystine [Lugg, 1933, 1] contents of the hydrolysates 
were estimated. The JiSSR estimations were performed without the aid of a 
compensating colorimeter to correct for the pronounced adventitious colorations, 
simply by making enough trials with the HgClg and f(?rrous salt and then com- 
paring the appropriate “ferrous salt standard” with a cystine standard colour 
solution. A compensating colorimeter was employed in the single cystine esti- 
mation. No i2SH could be detected with certainty in the hydrolysates, but then 
no steps had been taken to prevent oxidation to ii?SS/^, and in any case the 
impurities would have left very little J?SH free. 

Digestion with HI, Baernstein’s [1936, 1] digestion procedure is to heat for 
8 hr. at the boiling })oint in a current of nitrogen about 0*5 g. of the protein with 
10 ml. of fresh, cone. HI (57% HI, sp. gr. 1-7) from which the slight reddish 
coloration has first been removed by wanning with 0*1 g. of KHgPOg. The pro- 
cedure was tested with mixtures of cystine and methionine, the cystine titrations 
being about 2% and the methionine about 10% short of stoichiometrical 
requirements. Similar findings have recently been reported by Kassell & Brand 
[1938]. With recrystallized edestin the cystine plus cysteine and methionine 
contents, corrected for the above losses, checked fairly well with the /2SSi? and 
methionine contents obtained by Bailey [1937] for a different sample of edestin. 
In the presence of 20 % by weight of arabinose, however, the coloration due to 
iodine was not permanently discharged and there were losses of about 9 % of 
the cystine plus cysteine and about 8% of the methionine; these losses were 
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increased to about 13 and 19 % respectively (neglecting any effects of modifica- 
tion in the absence of arabinose) by increasing the amount of KHaP 02 employed 
from 0*1 to 0-5 g., which was more than sufficient to prevent the appearance of 
iodine. Complete elimination of hypophosphite during the 8 hr. digestion period 
proved to be entirely unsatisfactory, as also was the substitution of red phos- 
phorus for KHgPOg. 

The most satisfactory variation was to reduce the coloration of the HI to a 
deep straw-yellow by heating with the minimum amount of KHgPOg necessary, 
and to commence the digestion of the protein with the addition of 0*02 g. of 
KHgPOg, adding like amounts as digestion proceeded and with intervals of not 
less than 2 min. between additions, so long as the iodine coloration continued to 
develop. As a rule the intervals are found to b<5 of several hours’ duration after 
the first few additions. It is desirable to avoid an excess of more than 0*02 g. of 
KHgPOg at any time, and the coloration due to iodine should never be much 
more than noticeable. With impure leaf proteins the digest can be dark for 
reasons other than the presence of iodine and care must be exercised in adding 
KHaPOg. The volume of digest is most satisfactorily reduced later to about 
3 ml. by evaporation under reduced pressure in a current of nitrogen with a 
final 0*02 g. of KHgPOg, and if, on subsequent dilution to 25 ml., the solution is 
not clear, it should be filtered in a nitrogen atmosphere. A small amount of 
tarry “humin” develops during the digestion of impure leaf proteins and of 
arabinose or pectin (especially if protein is pre8(»nt), and an orange coloured 
flocculum appears when the evaporated digest is diluted. Incidentally, more 
satisfactory end-points with starch as indicat-or are obtained in the titration of 
the cysteine, by adding a slight excess of the iodate solution and instead of back- 
titrating witli the thiosulphate solution, adding a slight excess thereof and back- 
titrating with the iodate. 

Under these modifications mixtures of cystine and methionine showed 
deficiencies to titration of about 2% of the cystine and about 5% of the? 
methionine, as judged by stoichiometrical requirements. Superimposed upon 
the loss of 2 % of the cystine by titration, some 4 or 5 % of the reduced cystine 
(cysteine) was modified in such a way (deaminated, decarboxylated?) that it 
would not react with the highly specific Sullivan reagent. Baernstein [1936, 1] 
states that the reaction, as used by Sullivan & Hess [1930], may be applied to the 
cysteine in the diluted HI digests though not very satisfactorily. The reaction 
was found to be affected by the presence of iodides and the appropriate substances 
must therefore be introduced in preparing the standard used for colorimetric 
comparison. Plain HI-KHgPOg digests and HI-KHgPOg digests of gelatin plus 
tyrosine were used for this purpose, in conjunction with Lugg’s [1933, 1] method^ 
based upon the Sullivan reaction, and due allowance was made for the minute 
cystine content of the gelatin. The digests of gelatin plus tyrosine were used 
when estimating the cysteine contents of protein diigests, but were not entirely 
satisfactory, colour-matching being imperfect. 

The effects of the presence of 20% of arabinose upon the estimations of 
cystine plus cysteine and methionine in edestin were only slightly reduced by 
introducing the new digestion procedure (see Table II). The effects of 20% by 
weight of “Collier” pectin were about half as great as those of arabinose. There 
were substantial increases in the values obtained with the impure leaf proteins, 
however. Blanks with arabinose and pectin were virtually zero. 

1 Strangely enough it has not been recognized by some [e.g. Sullivan & Hess, 1936] that in thi» 
method equimolecular amounts of cystine and cysteine yield substantially the same coloration, in 
contrast to the erratic xeiationships obtaining in the Sullivan [1926] and Sullivan [1929] methods. 
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Differential oxidation 

8O4-S after HGl hydrolysis (i.e. without oxidation). 0*5 g. of the preparation 
was heated at 100° with 6 ml. of 5iV HCl for 20 hr and the mixture was adjusted 
to jpH 2*5 with NaOH. After filtering, the filtrate and washings (with 0*01 N 
HCl) were treated with 0*3 ml. of 10 HCl and evaporated to 30 ml. on the 
water bath. 1*0 ml. of 0*5 J/ BaClg solution was added and the solution was kept 
hot for 1 hr. and then allowed to cool and to stand for 12-15 hr. The BaS04 
collected by filtration and washed free from contaminants as judged by a 
negative chloride test with AgNOg. It was ignited and weighed in the usual way. 

804-8 after HNO3 oxidation. 0*3 g. of the preparation was boiled with 8 ml. 
of “fuming” HNO3 (sp. gr. 1*5, 95% HNO3) for 36 hr. in a 100 ml. round- 
bottomed flask fittc‘d with a ‘ ‘ finger ” condenser, and containing a small glass bead 
to promote even ebullition. The mixture was evaporated with 50 mg. of KNO3 
to dryness on the water bath, and twice re-evaporated to dryness after the 
addition of 2 ml. of bN HCl each time. It was then taken up in water containing 
0*3 ml. of 10-iV HCl and, after filtering, the filtrate and washings were evaporated 
to 30 ml. and BaS04 was precipitated and weighed as before. 

Total-8 {8O4-8 after peroxide fusion). 0*2 g. of the preparation was treated 
with 5 ml. of 1*5 NaOH in a nickel crucible and the mixture was evaporated to 
dryness at 105°, the drying surface being pricked occasionally to assist evapora- 
tion. It was then fused gradually under a mixture of 2 g. each of NagOg and 
NagCOg to a dull red heat, and a further 0*1 g. of NagOg was added before 
cooling. The melt was dissolved in waim water, treated with 0*1 g. of NagOg 
and acidified slightly by adding ION HCl. AftcT warming to expel free chlorine 
NaOH was added in slight excess (indicated by the persistence of precipitated 
nickel hydroxide) and then ION HCl in 0*5 ml. excess over that required to 
dissolve the nickel hydroxide. The solution was filtered, filtrate and washings 
were evaporated to 50 ml. and BaS04 was precipitated and weighed as 
before. 

All operations were made to conform as far as possible with standard plans, 
and blanks were determined by putting varying known quantities of Na2S04 
through the standardized operations (simple ‘'reagent blanks” can be most mis- 
leading).^ A few checks of the data quoted by Blumenthal & Clarke [1935] for 
the oxidation of cystine and methionine by HNO3 proved satisfactory. Addition 
of 20 % by weight of arabinose to edestin was without effect upon the values 
obtained with the protein itself. The presena^ of finely divided silica in HNO3 
digests of the impure leaf proteins may have been responsible for their occasional 
tendency not to boil smoothly. 

Results and discussion 

The protein portions proper of preparations which contain non-nitrogenous 
impurity are most readily compared in amino-acid composition by referring the 
analyses to a nitrogen basis. It is believed that none of the preparations 
contained more than a trace of nitrogenous impurity. The work was done with 
air-dried materials containing several % of moisture as a rule, but drying at 
105° for 18 hr., contrary to Baomstein’s [1936, 1] findings, did not affect the 
estimations detectably. 

^ Iron and aluminium, if present in appreciable quantity, must be removed from solution by 
the usual methods before precipitating the BaS04. 

Bioohem. 1938 xxxn 
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The results of analyses of the leaf protein preparations are shown in Table II, 
and are prefaced by those of edestin (A) and edestin plus 20 % by weight of 
arabinose (B). Some of the values are from single, others from duplicate 
and triplicate estimations. The random errors, as % of the values reported, 

Table II 


HCl hydrolysis HI digestion Diflffrential oxidation 


No. 

%N 

% 

cyat.-N 

{R&HN) 

% 

cyst.-N 

(sp.) 

% 

cyflt.-N 

(sp.) 

0 / 

/o 

cyst.-N 

(titr.) 

0 / 

/o 

meth.-N 

(titr.) 

% 

cy8t.-N 

0 / 

/o 

meth.-N 

% cyst.- 
Nf% 
meth.-N 

S 04 -S X 
100/N 

A 

18-6 

0-88* 

0-82* 

0-87 

0-90 

1-18 

0-94 

1-24 

2-18 

0-07 

B 

(154) 

0-59t 

0-59t 

— 

0-84 

1-09 

0-94 

1-24 

2-18 

0*07 

1 

131 

0-14 

— 

— 

1-38 

1-21 

1-51 

1-44 

2-95 

0-33 

2 

13-0 





— 

1-28 

1-20 

1-47 

1-.35 

2-82 

0-27 

3 

131 





— 

1-28 

M9 

1-53 

1-47 

3-00 

0-19 

4 

141 



— 

14 

1-50 

1-30 

1-68 

1-49 

3-17 

0*40 

5 

154 





1-5 

1-50 

1-45 

1-63 

1-48 

3-11 

0-52 

6 

15-35 

— 



14 

1-40 

1-36 

1-58 

1-44 

3-02 

0-89 

7 

13-85 

— 


M 

Ml 

1-22 

1-19 

1-23 

2-42 

0-29 

8 

13-85 

— 



— 

- 

— 

1-31 

1-23 

2-54 

0-34 

9 

14-2 

— 

— 

— 

1-21 

1-31 

1-29 

1*35 

2-64 

0-41 

10 

12-1 

0-74 

0-52 

1-15 

1-30 

1-55 

144 

1-53 

2-97 

1-92 


Note. Quantities marked * are recalculated, with corrections for losses of the free amino-acids, from 
Bailey's [1937] data for a different sample of edestin containing 184% N but prepart'd from the same batch oi* 
hemp seed by the same method, and those marked f for edestin to which 10% by weight of arabinose had been 
added. Bailey found 20% loss of methionine after hydrolysing the edestin-arabinose mixture with HCl and 
removing the humin, and no loss in absence of arabinose, the % methionine-N by Baernstein’s [1934] ** volatile 
iodide” procedure being 1*23 (recalculated with correction). Baemstein [1936, 2J reports values by titration of 
HI digests for two samples of edestin, the values for one of the samples agreeing fairly well with those shown 
above in the table. 

are believed not to exceed those indicated below in the description of the 
contents of the table. In the order of the columns are shown: the number or 
letter distinguishing the preparation (see Table I) : the % N in it (error 0-5 % , 
affecting all the other errors) ; and then a series of estimated cystine plus cysteine 
and methionine contents expressed as % of the total N appearing as these amino- 
acids and a few quantities incidental thereto. The series is : cystine plus cysfrnne 
from B8SE content (error 2% for A, 5% for the others), and by specific colori- 
metric estimation (error 3% for A, 5% for the others) of HCl hydrolysates; 
cystine plus cysteine by specific colorimetric estimation (error 4 or 5% for A, 

8% for the others), cystine plus cysteine from titration (error 1 or 2% for A 
and B, 3% for the others), And methionine from titration (error 2% for A 
and B, 4 % for the others) of HI digests; cystine plus cysteine (error 2 % for A 
and B, 4% for the others) and methionine (error 3% for A and B, 5% for 
the others) from differential oxidation on the assumption that these are the 
only S-containing amino-acids and that their S appropriately appears as 
SO4 in the successive stages of oxidation; the sum of the last two values (error 
2 %) ; and finally the SO4-S as % of the weight of N in the material taken (error 
from 2% for the larger to 20% for the smaller values). All values have been 
corrected only for the losses to which the free amino-acids are subject in the 
procedures involved, and even these corrections, though small, are not rigorously 
applicable. 

In the first place it will be noticed that the various procedures all lead to 
substantially the same values in the case of edestin (A), and in the second place 
that the values obtained with the impure leaf proteins vary with procedure in a 
manner reminiscent of the effects of adding arabinose to edestin (B). The 
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extremely low JRSST? content of the HCl hydrolysate of 1 recalls similar low 
cystine contents of cocksfoot leaf protein HCl hydrolysates reported by Pollard & 
Chibnall [1934]. From various considerations (extensive amino-acid analyses, 
the amounts of humin produced on acid hydrolysis etc.) it seems that the cocks- 
foot preparations, and probably those from other species of leaf too, should 
contain rather more than 16*5% N if they were ‘‘pure”, as against an earlier 
computation by Miller [1936] of 16-0 %, and that the usual organic impurity may 
be a pentosan, a pectin or a mucilage with the evidence mostly in favour of the 
last. There can be little doubt therefore that the major variations of the values 
with procedure, as shown in Table II, are due to the presence of organic 
impurities. 

A great(*r amount of impurity may be exx)ected to have a greater effect upon 
an estimation, and the degrees of vitiation may well depend upon the precise 
nature of the protein as well as that of the impurity. In the case of edestin itself 
(A), however, there are definite, small variations with procedure, and these may 
be attributed either to the presence of very small amounts of other S-containing 
amino-acids or to the deficiencies of methods of estimation which still involve 
the unwarrantable assumption that an amino-acid residue in protein behaves 
precisely as does the corresponding free amino-acid. Moreover, although the 
disparities between the values obtained by HI digestion and differential oxida- 
tion of the impure leaf proteins are generally greater than they arc with edestin 
plus arabinosc, it is justifiable to assume that the impurities would cause some 
loss in the former procedure. The differential oxidation procedure therefore, 
though less specific, may yield the more appropriate values both with edestin 
and with the impure leaf proteins. Complete acceptance of these values would 
imply an acceptance of the provisional assumptions as to the nature of the S 
fractions, recognition that the sum of the fractions thus estimated necessarily 
equals the estimated total vS and a denial of the existence of systematic errors. 
At all events it seems extremely unlikely that the real cystine plus cysteine 
contents could have Iwen appreciabl3’' lower than those obtained b^’ HI digestion, 
because titration and colorimetric estimations check well. 

Any doubt concerning the Sf)ecificity of the differential oxidation procedure 
notwithstanding, the values obtained by it are of use in deciding w'hether one 
protein differs from another in amino-acid composition. The individual cystine 
plus cysteine and methionine values lack the precision which their sums possess, 
but these too may be used for the purpose, and it can l)e stated that the prepara- 
tions made from one species of leaf w'orc not all identical in composition, even 
when prepared from the same batch of leaf material. 

The three preparations from lucerne leaves were of slightly' lower cj^stine plus 
cysteine and metliionine contents than the other leaf protein preparations were, 
but by the usual standards of animal nutritional requirements none could be 
adjudged deficient in its contents of these amino-acids. 

Summary 

The preparation of some samples of protein from the fresh leaves of cocksfoot 
grass, Toowoomba canary-grass, lucerne and Oldman salt-bush, is described. 

Methods of determining the S-distributions of the samples are discussed and 
described and the results of analyses are recorded. 

It is pointed out that as the cystine (and/or cysteine) contents appear to lie 
within the range and the methionine within the range of 

the protein-N, none of the preparations can be regarded as deficient in these 
amino-acids by the usual standards of the nutritional requirements of animals. 
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It is the purpose of this article to record partial amino>acid and amide analyses 
of protein preparations made here and elsewhere from time to time from the fresh 
leaves of various plants at different stages of growth and growing under different 
climatic and manurial conditions, and to compare the preparations with one 
another. Some work done with a few other protein preparations is included from 
general interest. 

The preparations 

The leaf protein preparations are listed in Table I , which shows in the order 
of the columns: the characteristic number or letter; the species of leaf material 
and date of extraction; the % dry wt. of the leaf material; the % total N {i), 
“albuminoid’* N (a), eoagulable N (c) and proteiii-N (p) in the dry leaf material; 
abbreviations indicating the method of extraction: the degree of extraction, 
usually represented by the extracted protein-N as % of the leaf-N {t, a, c or p, 
preferably the last, if known), but in some cases where these data are missing, 
by the weight of extracted dry protein as % of the leaf dry wt. {wt) ; the % N in 
the protein preparation; and finally, the % of ash in it. The methods of esti- 
mating most of the quantities referred to above have been described briefly in an 
earlier publication [Lugg, 1938, 2]. The “ protein ”-N in the leaf material was 
that left in the residue containing the eoagulable N after further extraction with 
alcohol, dilute citric acid, alcohol and ether, os described for the purification of 
most of the protein preparations mentioned in the earlier article. 

Of the abbreviations, “d” means direct maceration of the leaves [see Lugg, 
1938, 2], and “u»l” and “w’2'’ mean maceration after washing the readily 
diffusible solutes from the leaf ctdls, “1” signifying that ether, and “2” that 
“used” ether-water, was used to plasmolyse the cells [Chibnall, 1923; Chibnall 
et al,, 1933]. Following these abbreviations, “w” means that water, that 
ether-water, that ether-saturated NaCl solution, or “pH 7 (or 9, 10 or 11) ” 
that a dilute buffer solution of the indicated pH value,® was the protein solvent 
with which the leaves were macerated; finally “/” and “c” respectively signify 

‘ Leverhulme Fellow. On leave from the Australian Commonwealth Council for Scientific and 
InduBtrial Research. 

• The pH values of the juices obtained were hot estimated but were certainly lower than those 
of the buffeni employed, juices obtained with water as solvent being of about pH 6. It is con- 
sidered unlikely Uiat the proteins were irreversibly dissociated. 
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Table I 





/o 

dry 

% N in dry loaf 

Method 

Extent 

%N 

ash 

Prep. 

Source and date 

wt. 

(/, a, e, p) 

of extr. 

of extr. 

prep. 

prep. 

A 

(Edestin) 





— 


18*6 

0*2 

B 

(Casein) 



— 


— 

15*05 

2*0 

C 

{Braasica campestris) 
(Swede turnip) 


" 

— 



13*0 

16*4 

3*4 

1 

Dactylk glomerata 
(cocksfoot grass) 

3. vi. 35 

17-9 

2-98 (t), 2-HO (a) 

d, eu\f 

25*5 (a) 

27*7 (a) 

13*1 

13*0 

1*0 

2 


7. xi. 35 

19*0 

3'20 (t), 2-82 («) 

dy m\f 

3 

9 9 

7. xi. 35 

190 

3-20 V). 2-82(0) 

dy eaj 

19*9 (a) 

13*1 

1*0 

4 


29, ix. 36 

12*5 

8-81 (0, 4-50 (/<) 

m»2, v\f 

39*4 ip) 

14*1 

1*1 

5 


27. v. 37 

12*4 

4-ir. (J), 3-41 ip) 

(K u\ f 

3M (p) 

11*8 

4*8 

6 


27. V. 37 

12*4 

4-15 (1), 3-41 (/)) 

d.pH7./ 

37*6 (p) 

12*05 

3*6 

7 

99 

27. V. 37 

12*4 

4-ir. («), 3-41 (p) 

dypHQyf 

37*3 (p) 

12*7 

2*7 

8 

99 

27. V. 37 

12*4 

4-lf. (0. 3-41 (;,) 

dy pH 11,/ 

41*2 (p) 

12*7 

2*2 

9 

99 

20. ix. 37 

16*6 

5-57 (/), 4-33 (p) 

</, «*, c 
, pH 10, c 

30*3 (p) 

13*1 

13*2 

1*0 

10 


20. ix. 37 

16*6 

5-57 (/), 4-33 (p) 

0*7 (p) 

4*8 

11 

Pfutlark tuberosa (Too- 

20. ix. 37 

16*6 

5-57 (0, 4-33 (p) 

dy pH 10, r 

36*7 (p) 

13*1 

1*2 

12 

20. viii. 35 

20*4 

3-08 (1), 2-72 (rt) 

dy cu\f 

15*2 {a) 

15*4 

0*7 


woomba canary -grass) 





9-2 (a) 

15*35 

0*8 

13 

99 

20. viii. 35 

20*4 

3-08 (/}, 2-72 {«) 

ds ea^ f 

14 

Lolium perenne (peren- 

6. xi. 33 

18*1 

3-8 (r) 

ir2, u\f 

21*8 (r) 

12*85 

M 

15 

nial rye-grass) 

Lolium italicum (Italian 

12. vi. 33 

16*0 

. 

)r2, M',/ 

4*8 [U't) 

14*2 

1*1 


lye-grass) 





20*5 ((-) 

13*5 

M 

16 

99 

26. vi. 33 

15*0 

5-9(/), 3-2(0 

«’2, M\/ 

17 

Poa trividlis (rough- 
stalked meadow-grass) 

12, vi. 33 

22*0 


w2y tr,/ 

2*3 [wf) 

12*7 

1*5 

18 


27. vi. 33 

14*0 

«-2(f), 5-3(0 

w2, u\f 

13*7 iO 

14*0 

0*8 

19 

Fesiuca rubra v. fallax 

26. ix. 32 

- 

- 

?r2, ii\f 

17*8 (c) 

14*25 

0*8 


(Chewing’s fescue-grass) 





2*0 

20 

ft 

9. vi. 33 

26*0 

_ . . 

u\f 

1*3 {wt) 

14*4 

21 

ft 

29. vi. 33 

15-0 


m*2, v\ f 

0*9 iwt) 

14*2 

1*7 

22 

Cynoaurus cristatua 
(crested dog’s tail grass) 

12. vi. 33 

24*0 

- 

tt’2, n\f 

6*6 (wt) 

141 

1*3 

23 

M&licagoaativalhimJik') 18. vii. 35 

20*1 

5-1(0, 4-4(0) 

dy fU\f 

31*6 (ft) 

13*8.5 

14 

24 


18. vii. 35 

20*1 

5-1(0, 4-4(0) 


M («) 

13*85 

1*7 

25 

ft 

29. vi. 33 

210 

3-25 (0, 2-8 (r) 

IV 2y U\f 

12*6 (c) 

1*1*2 

1*2 

26 

Trifolium repena (wild 
white clover) 

18. X. 33 

13*6 

3-09(0, 4-3(0 

tt’2, irj 

28*0 (f) 

13*1 

1*5 

27 

Trifolium pratenae (red 
clover 

Phaaeolua vulgaria 

23. X. 33 

23*7 

2-71 (0. 2-4(0 

m;2, w’,/ 

24-3 (c) 

12-75 

1*6 

28 

7. X. 36 

— 

_ 

w’2, u\f 



13*3 

3*2 


(runner bean) 








29 

AtripUx nummvlarium 
(old-man salt-bush) 

6. vi. 35 

15-6 

3-48 (0, 2-64 (o) 

dy eu'J 

17-9 (0) 

12*1 

4*5 

30 

Spinacia okracea 

1923 

— 

— — 

1 J 

ca.2(p) 

15*5 

1-3 

31 

(spinach) 

99 

99 



_ - 

w 1 , w 

11*7 

14*8 

— 

32 

99 



— 

wl,u\f 

ca.20(p) 

1.5*1 

2*1 


that the leaf juice, after squeezing through cloth, was cither filtered through 
filter paper, or centrifuged for 30 min. in a field of 600 x gravity, before floc- 
culating the protein. Whereas most of the chloroplast and nuclear material was 
removed with the cell debris by filtration, much of the chloroplast material was 
not removed by centrifuging. In one instana;, 30, protein was flocculated from 
the solution carrying the readily diffusible cell constituents; in another, 31, 
protein was flocculated from juice which had not been centrifuged or filtered 
through filter papr ; in two other instances, 10 and 24, residues of leaf material 
from the extraction of 9 mid 23 respectively, were extracted with other solvents 
but without further maceration. 
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The preparations were made from leaves ranging in age from very young to 
quite old, and in general, as regards a single species, a high % dry wt. connotes 
old age and relative toughness and a high % total N (ages bcjing similar) connotes 
good manuring. The proteins were extracted at room temperature (10-25°). 
With materials of much the same degree of toughness the macerating machinery 
(a mincing machine or a corn mill) permitted much the same degree of macera- 
tion. Even with the tenderest leaves, however, many of the cells were not 
ruptured. Preps. 14-22 and 30-32 were drawn from supplies made by Prof. A. C. 
Chibnall and co-workers in the past. Preps. 1, 2, 3, 4, 12, 13, 23, 24, 25 and 29 
have been described in an earlier article fLugg, 1938, 2] wherein their charac- 
teristic numbers wen* 1-10 in succession. 

Prep. A was the sample of edestin used in earlier work [Lugg, 1938, 1, 2] ; 
B was a sample of casein used by Vickery & White [1933] and was kindly supplied 
by Dr H. B. Vickery; and 0, a protein obtained from the juice of macerated 
turnips (see Williams [1917]) and believed to have a high S content, was kindly 
supplied by Mr F. W. Foreman. 

Methods of analysis 

Amide. The general scheme behind the procedure for estimating this 
quantity (acid hydrolysis of amide linkages and estimation of the liberated 
NH3) is to insure virtually complete amide hydrolysis with minimum deamina- 
tion of jieptides and amino acids (notably arginine). The problem has been 
studied with special care by Shore et al. [1936], and whilst the most appropriate 
estimate appears to re(|uire many estimations with increasing periods of 
hydrolysis and an approximate elimination (by extrapolation) of the contribution 
of NH3 by the deamination reactions, rt^asonably representative values can be 
obtained by a standard period hydrolysis. The procedure adopted was to heat 
0*1 g. of the preparation with 5 ml. of iN HCl at 1CX)° for 3 hr. and to distill the 
NH3 off at 10*0 (borate buffer), by boiling under reduced pressure at 45°, 
into standard acid, the excess of which was back-titrated with alkali. 

The procedure was checked with edestin and edestin plus 20% by weight of 
arabinose, the carbohydrate Iwiiig entirely without effect and therefore, pre- 
sumably, introducing no new systematic errors. In comparison with values 
obtained by hydrolysing the leaf protein preparations for the standard (3 hr.) 
period, those obtained in a 2 hr. hydrolysis period were generally a few % lower, 
and in a 5 hr. peri(xi a few % higher; and by hydrolysing with oN HCl at the 
boiling point for 20 hr. they were generally increased by some 20 % . 

Tyrosim and tryptophan. 0*2 g. of the preparation was hydrolysed with 
alkali stannitc reagent as described by Lugg [1938, 1] and tyrosine and trypto- 
phan were estimated in the hydrolysate by Lugg's [1937] methods. Dii^o- 
tyrosine could not be detected in a few preparations by comparing with values 
obtained by plain alkali hydrolysis, and was assumed to be absent in all cases. 
Most of the leaf protein preparations yielded small amounts of extraneous phenol 
during hydrolysis and the legume preparations 23, 24, 25, 26 and 28 yielded some 
extraneous indole as well. These substances presumably had their origin in the 
impurities which appear almost always to contaminate such preparations, and 
the legume preparations therefore must have contained some nitrogenous 
impurity. This non-protein-N (presumably very smaU in amount) has been 
ignored in aU calculations. Whereas the phenol was readily removed by the 
ether extraction advocated, the indole was not adequately removed either by 
the ether or the toluene extraction. It slightly affected both the tint and the 
fading rate in the tryptophan colour reaction and so, to an unknown but 
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apparently small degree, vitiated the tryptophan estimations in these cases. 
Correction had to be made for adventitious coloration, which was more marked 
in the tryptophan than in the tyrosine estimations. The tyrosine and tryptophan 
contents of A have already been reported [Lugg, 1938, 1]. 

S-distribidion (cyslim plus cysteine and methionine). The S-distributions of 
A, 1, 2, 3, 4, 12, 13, 23, 24, 25 and 29 and the methods employed have been dis- 
cussed in an earlier article [Lugg, 1938, 2], Estimations were made with the 
other preparations by the digestion (titration) and dififerential oxidation 
procedures, there described. 

Results and discussion 

The results are recorded in Table II. The amide and amino-acid contents are 
all reported on a “nitrogen basis’’, namely, the N contained in the chemical 
species as % of the N in the protein preparation. This scheme facilitates com- 
parison of the protein moieties of impure preparations if the nitrogenous im- 
purities are negligibly small, and they are believed to have been so here. The 

Table II 









% 

7 o 

/o 

CVBt. + 

SO4-S X 

% 

% 



% 

% 

% 

cyat.-N 

meth.-N 

m"eth.-N 

100/N 

cyst.-N 

meth.-N 

Prep. 

%N 

amide N 

tyr,-N 

try.-N 

(d.o.) 

(d.o.) 

(d.o.) 

(d.o.) 

(Hit.) 

(HI t.) 

A 

18-5 

9*63 

1*80 

1*09 

0-94 

1-24 

2*18 

0*07 

0*90 

1*18 

B 

1605 

— 

3*14 

1*17 

— 

— 

— 

— 

0*18 

1*77 

C 

130 

— 

— 

— 

1*36 

1*65 

3*01 

0*35 

1*24 

1*62 

1 

131 

6*05 

2*37 

1*83 

1*51 

1*44 

2*95 

0*33 

1*38 

1*21 

2 

130 

6*11 

2*32 

1*82 

1*47 

1*35 

2*82 

0*27 

1*28 

1*20 

3 

131 

5*06 

2*36 

1*86 

1*53 

1*47 

3*00 

0*19 

1*28 

1*19 

4 

14-1 

6*26 

2*34 

1*82 

1*68 

1*49 

3*17 

0*40 

1*60 

1*30 

5 

1U8 

6*05 

2*39 

1*81 

— 

— 

— 



— 

— 

6 

12*05 

5*35 

2*40 

1*86 

— 



. 







7 

12*7 

5*16 

2*38 

1*87 



— 





— 

8 

12*7 

5*38 

2*38 

1*86 

— 

— 









0 

13*1 

4*94 

2*38 

1*89 

— 

— 




1*52 

1*24 

10 

13*2 

4*48 

2*09 

1*66 

— 

, — 

— 







11 

13*1 

5*09 

2*29 

1*81 

— 

— 


— 

1*43 

1*31 

12 

16*4 

4*85 

2*48 

1*86 

1*63 

1*48 

3*11 

0*52 

1*50 

1*45 

13 

15*36 

5*13 

2*34 

1*58 

1*58 

1*44 

3*02 

0*89 

1*40 

1*36 

14 

12*85 

5*02 

2*26 

1*74 

1*65 

1*60 

3*25 

0*37 

1*26 

1*16 

16 

14*2 

4*72 

2*34 

1*80 

1*68 

1*67 

3*15 

0*33 

1*31 

1*43 

16 

13*6 

4*70 

2*33 

1*74 

1*70 

1*69 

3*39 

0*68 

1*42 

1*50 

17 

12*7 

6*28 

2*33 

1*74 

1*66 

1*63 

3*28 

0*36 

i*:u 

1*33 

18 

14*0 

6*13 

2*31 

1*80 

1*52 

1*66 

3*18 

0*33 

1*36 

1*50 

19 

14*25 

4*64 

2*34 

1*87 

— 

— 





1*41 

1*36 

20 

14*4 

612 

2*36 

1*88 

1*64 

1*58 

3*12 

0*79 

1*31 

1*41 

21 

14*2 

4*95 

2*38 

1*93 

1*66 

1*62 

3*28 

0*26 

1*37 

1*46 

22 

14*1 

4*73 

2*36 

1*96 

1*66 

1*65 

3*20 

0*26 

1*50 

1*41 

23 

13*85 

6*29 

2*70 

<1*98 

1*19 

1*23 

2*42 

0*29 

1*11 

1*22 

24 

13*85 

5*65 

2*72 

<1*88 

1*31 

1*23 

2*54 

0*34 


25 

14*2 

5*16 

2*74 

<2*00 

1*29 

1*35 

2*64 

0*41 

1*25 

1*31 

26 

13*1 

5*68 

2*49 

<1*88 

1*23 

1*33 

2*56 

0*30 

0*99 

1*23 

27 

12*76 

6*40 

2*60 

1*70 

1*25 

1*29 

2*64 

0*27 

M9 

1*22 

28 

13*3 

5*08 

2*36 

<1*56 

1*30 

1*26 

2*56 

1*22 

1*05 

1*01 

29 

12*1 

5*98 

2*55 

1*74 

1*44 

1*63 

2*97 

1*92 

1-.30 

1*65 

30 

16*5 

5*76 

2*67 

1*43 

— 

— 




1*43 

1*09 

31 

11*7 

5*36 

2*63 

1*72 

— 

— 





1*22 

1*27 

32 

15*1 

6*64 

2*71 

1*69 

— • 

— 

— 

--- 

1*37 

1*30 


results have been corrected for the-losses undergone by the pure, free 
in the procedures concerned. The random errors of estimation are believed to lie 
within the limits indicated in the following description of the table’s contents, 
Li tile order of the columns are shown: the characteristic niiiriVM.r or letter; 
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the % N in the preparation (error 0-5 %, affecting all the others) ; the amide 
content (error 1 % for A, 1‘5% for the others); the tyrosine content (error 1 % 
for A and B, 2 % for the others) ; the tryptophan content (error 1*5 % for A and 
B, 3 % for the others, excepting what were almost certainly over-estimations 
at least several % in the case of 23, 24, 25, 26 and 28) ; the cystine plus cysteine 
content by differential oxidation (error 2% for A, 4% for the others); the 
methionine content by diflFerential oxidation (error 3 % for A, 5 % for the others) ; 
the sum of these last two quantities (error 2 %) ; the SO4-S as % of the weight of 
N in the preparation (error from 2 % for the larger to 20 % for the smaller values) ; 
the cystine plus cysteine content by titration of HI digests (error 1*5% for A, 
3 % for the others) ; and finally the methionine content by titration of HI digests 
(error 2 % for A and B, 4% for the others). 

The differences between the cystine plus cysteine and methionine contents 
estimated by titration of HI digests and by differential oxidation, have already 
been discussed in relation to some of the preparations [Lugg, 1938, 2]. The 
disparities are again apparent with the rest of the preparations and the same 
uncertainty as to their significance remains. Again it may be pointed out that 
while the estimations by titration of HI digests are much the more specific they 
art^ likely to be low, and that the values obtained by differential oxidation must 
be used when comparing compositions. SO4-S values are regarded here simply as 
measures of some impurity. 

Whereas significant differences in composition, even in respect of only one 
chemical species, prove the non-identity of the protein moieties of two prepara- 
tions, their absence^ leaves only an indeterminate degree of probability (in- 
creasing with the number of chemical species considered) that they are identical. 

Of the preparations from cocksfoot grass, 5, 6, 7 and 8 show that slightly 
increased extraction may result when the pH of the extracting liquid is increased 
iK^yond that of the mixed cell contents. 5 is of slightly lower amide c?ontent. 
Incidentally, when leaves of the Gramineae are macerated alone or with water 
the resulting juice is usually found to be of about pH 6. Prep. 10, made by ex- 
tracting the leaf residue from 9 with a pH 10 buffer, is of materially lower amide, 
tyrosine and trjT)tophan contents than any of the other cocksfoot preparations 
which, except for small differences, are remarkably uniform in composition. In 
fact, except for 10, all the preparations from leaves of the Gramineae (1-22) 
show relatively small variations in composition, the greatest being in the S- 
distributions and the amide contents. 

In comparison with these, the preparations from leaves of the Leguminosae 
(23-28) are rather less uniform in composition, but in general, their tyrosine 
contents are a little higher and their cystine plus cysteine and methionine contents 
are lower; and the preparations from leaves of the Chenopodiaceae (29-32) are 
generally of higher amide and tyrosine contents. 

No definite variations in cx)mpo8ition of extracted protein can be associated 
with the age of the leaves or with the climatic and maniirial conditions during 
growth. It is to be noted too, that preps. 9, 11 and 30, which presumably con- 
tained more representative amounts of the proteins associated with the chloro- 
plasts, do not differ markedly in composition from the others. 

Taken as a group for comparison with preparations like A and B, the leaf 
protein preparations from monocotyledons (1-22) and dicotyledons (23-32) 
appear from these analyses to be of fairly uniform composition, and judged 
by the usual standards of animal nutritional requirements are by no means 
deficient in their contents of tyrosine, tryptophan, cystine plus cysteine and 
methionine. 
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The analyses of A and B are in reasonable agreement with the more recently 
published work of others on edestin and casein preparations. There appears to be 
nothing remarkable about the S distribution of C (from Swede turnips), but then, 
contrary to expectation, its S content was not abnormally high. 

Summary 

Estimated amide, tyrosine, tryptophan, cystine (and/or cysteine) and 
methionine contents of protein preparations made from the fresh leaves of 
various mono- and di-cotyledonous plants, are recorded, together with those of a 
few other protein preparations. 

The lerf protein preparations were miwle from Ddctylis glomerata, Phalaris 
tuberosa, Lolium perenne^ L. italicuniy Poa trividlta, Featvm rubra var. fallax 
(Hack) and Cynomrus criataiuSy of the Gramineae; Medic/ougo sativa^ Trifolium 
repensy T, praienae and Phaaeolua rndgaris, of the Leguminosae; and AtripUx 
nummularium and Spinacia oleraceay of the Chcnopodiaceae. For the most part 
they represented some 10-40% of the leaf protein, but were probably rather 
deficient in the proteins associated with the plastids and nuclei of the leaf cells. 

In comparison with preparations from the first plant order, those from the 
second and third were generally a little higher in tyrosine contents, those from 
the second a little lower in cystine (and/or cysteine) and methionine contents, 
and those from the third a little higher in amide contents. The ranges over all 
the leaf protein preparations were : 4*70~5*98 % amide-N, 2-09-2*74 % tyrosine- 
N, 143-1*98% tryptophan-N, 0-99-l‘70% cystine (plus cysteine)-N, and 
1*01-1 *69% methionine-N, the lower limits in the last two cases probably being 
underestimations, and the upper limits being possibly too high owing to lack of 
specificity in estimation in these same cases. 

In regard to their contents of the amino-acids here estimated, the lefirf 
protein preparations compare favourably vdth many other proteins which enter 
into the dietary of animals. 

It is a pleasure to record my indebtedness to Prof. A, C. Chibnall for his 
continued interest and co-operation, to Mr G. A. Stroud for valuable assistance, 
and to the Agricultural Research Council for a grant. 
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CCLXXIV. ON CERTAIN SIMPLE PEPTIDES 
OCCURRING IN MARINE ALGAE 

By PAUL HAAS, THOMAS GEORGE HILL 
AND BARBARA RUSSELL- WELLS 

From the Botanical Dejtartynent of University College, London 
{Received 27 Ock>her 1938) 

Some time ago Haas & Hill [1931 ; 1933, 1] described the isolation of water-soluble 
peptides from the brown alga Pelvetia canaliculata forma libera S. M. Baker and 
the red alga CoralUna officinalis Linn. It was then suggested that the presence of 
peptides in algae was due to a lack of metabolic balance determined either by 
desiccation or by low illumination. To obtain furthc'r evidence in support of this 
it was decided to examine as many algae as possible and preferably calcareous 
forms, as these, owing to their incrustation, would naturally be exposed to a 
much reduc(‘(l illumination. Accordingly the following were selected: CoralUna 
sqnamata Ellis, Lithophyllum incriislans Foslie, Amphiora capensis Aresch and 
Oalaxavra s^ibverticillata Kjell. A number of unencrusted algae were also 
examined, but, so far, the only two found to contain peptides were Pelvelia. 
canaliculata forma libera and Oriffithsia fioscidosa . 

The peptides contained in the above calcareous algae and that of Pelvetia 
are desoribt'd in the present eommiinication with special reference to the number 
and nature of their constituent amino-aeids, but an account of the observations 
made on Oriffithsia flosculosa will be the subject of a future paper. 

Methods 

The general procedure for the isolation of the peptides was as follows. The 
air-drit*d material was digested three times in water over a boiling water bath for 
about 30 min. The resulting extract was poun*d off and the residual plant 
material freed from adherent liquid in a tincture press. The combined extracts 
were next precipitated with basic lead acetate, and the filtrate, after freeing 
from Pb with H 2 SO 4 , was treated with Ba(OH )2 to remove SO 4 and was con- 
centrated under reduced pressure ; the solution was then precipitated by mercuric 
acetate, and the Hg salt, after washing, decomposed with HgS, filtered from 
HgS and evaporated to dryness in a vacuum. 

Nature and properties of the peptides 

The peptides prepared as above are all amorphous, more or less viscous 
substances, varying in colour from a light lemon-yellow to a dark brown. They 
all give a green colour with Bial’s reagent for pentose, but the intensity of the 
reaction varies, being least for Pelvetia and highest for Lithophyllum, .^though 
detectable by means of the above colour reaction, the actual amount of carbo- 
hydrate was too small to estimate in the material available. 

The peptides all give the biuret reaction, the colour varying from a reddish 
mauve to a blue-violet colour, but as the tint varies somewhat with dilution the 
reaction is of no value for characterization. 

With the object of obtaining some information on the number of amino-acid 
molecules forming the peptide chain, the ratio of amino-N before and after 

( 2129 ) 
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hydrolysis was determined. In order to eliminate the disturbing influence of 
NHg in the determination of amino-N, the following procedure was adopted. 

A given amount of peptide was made up to a known volume, and two equal 
aliquots were measured out. One was then placed in a flask with dilute aqueous 
NagCOg and heated at 60° while a rapid current of air was drawn through. After 
all ammonia had been removed, the contents of the flask were carefully washed 
out, neutralized with acetic acid, evaporated and finally washed into a graduated 
flask and made up to 25 ml. The amount of amino-N in tliis solution was then 
determined by the Van Slyke method. 

The other aliquot was heated with twice its volume of cone. HCl in an auto- 
clave at 105° for 4 hr. After evaporating the HCl the residue was dissolved in 
water, made alkaline with NagCOg and heated over a water bath until no more 
NHg was evolved ; it was then acidified with acetic acid, made up to 25 ml. and 
the amino-N determined. 

From these two determinations the number of amino-acid groups in the 
peptide chain was obtained. 


Products of hydrolysis of the peptides 

The hydrolyses were carried out as described above and the dark brown 
solutions obtained were evaporated to dryness over a water bath to remove 
excess of acid, taken up with water and filtered from humic matter. As the 
quantity of material available was relatively small, the ordinary large scale 
methods for isolating and identifying the various acids were impracticable, and 
for this reason the tests employed are given in detail. 

Pelvetia c an alicv lata forma libera. This alga was collected at Blakeney 
Point, Norfolk, during the month of April. 

The crude peptide obtained was a light lemon-yellow syrup; the yield, 
calculated on the air-dried alga, was 0-728 %. 

After hydrolysis and removal of excess acid by evaporation the solution was 
tested for phenylalanine (Kapeller- Adler test) and tyrosine (Morner’s test), in 
both cases with negative result. 

After removal of ammonia, a portion of the resulting solution was tested with 
phosphotungstic acid and, as no precipitate resulted, the remaining solution was 
concentrated to small bulk and saturated with HCl to remove glutamic acid, 
whose presence among the products of hydrolysis had already been established 
on an earlier occasion [1931]. 

In order to determine whether any other amino-acid remained after complete 
removal of the glutamic acid, the filtrate was concentrated, again saturated 
with HCl and once more filtered from a small quantity of precipitated glutamic 
acid hydrochloride; it was then boiled to drive off* the acid, diluted and heated 
with excess of ZnO. After 40 hr. the solution was filtered and found still to give a 
strong ninhydrin reaction. A control experiment on authentic glutamic acid 
treated in the same way gave no ninhydrin reaction, showing that glutamic acid 
can be completely removed by this method. It was therefore concluded that a 
second amino-acid must be present. The solution was accordingly concentrated, 
freed from NHg and treated with a few crystals of phenol and an excess of NaOCl ; 
an immediate deep blue colour resulted, suggesting glycine, alanine or leucine. 
To distinguish between these a little of the concentrated solution was treated 
with a few drops of saturated copper acetate; as no precipitate resulted, glycine 
and leucine were excluded, and it only remained to establidi the presence of 
alanine. To this end the solution was deaminated with HNOg and tested for the 
presence of lactic acid, after treating with cone. HgS 04 , by Hopkins’ test with 
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copper sulphate and thiophene. A positive result was obtained^ thereby 
establishing the presence of alanine.^ 

The ratio of amino-N before and after hydrolysis was found to be 11. In the 
earlier communication [1931] this ratio was given as 8 and the only acid detected 
was glutamic acid. Whether this discrepancy is due to seasonal variation or not 
is now under investigation. , 

The five following algae are all encrusted forms, but, as will be seen from the 
results described below, there is considerable variation in the composition of their 
constituent peptides. 

CoRALhiSA SQVAMATA. The material used for extraction of the peptide was 
a composite sample, collected at diflFerent times of the year, from Dancing Ledge, 
Dorset. 

The peptide was a dark amber-coloured substance of a resinous consistency, 
which however readily melted, on warming, to a viscous liquid. The yield of 
crude peptide calculated on the dry weight of the alga was 0-1 %. 

After hydrolysis, the solution was treated with phosphotungstic acid; the 
heavy precipitate produced was washed and suspended in acetone-water and 
treated with excess of barjrta solution : a rapid current of air was drawn through 
until all NHg had betm removed; excess of baryta was removed with COg, and 
the resulting solution was shown to contain arginine by both the Sakaguchi test 
and Harden’s diacetyl test. 

The filtrate from the phosphotungstic acid precipitate was then treated with 
baryta to remove excess phosphotungstic acid and the precipitate, consisting of 
Ba phosphotungstate and BaS 04 , was filtered off. The filtrate gave only a feeble 
ninhydrin reaction, which suggested adsorption on the precipitate; the latter 
was therefore boiled with a strong solution of NagCOa, and filtered ; the filtrate 
now gave a strong positive reaction. After neutralization it was tested for 
aspartic and glutamic acids, but with negative results. On the otlier hand it gave 
a blue colour with phenol, followed by NaOCl, indicating glycine, leucine or 
alanine. Since it gave no precipitate with copper acetate the two former acids 
were excluded. The presence of alanine was, however, established by deamina- 
tion with IiN02, followed by Hopkins’ thiophene test for lactic acid. 

The test for phenylalanine (Kapeller-Adler) was negative. 

The failure to find aspartic acid, after repeated trials, among the products of 
hydrolysis of this alga is significant in view of the fact that aspartic acid was 
definitely established in the other species, namely Corallim officinalis, as reported 
on an earlier occasion [Haas & Hill, 1933, 2]. 

The ratio of amino-N before and after hydrolysis of the peptide of C. 
officinalis w^as 4. 

Lythophyllum INCRV8TASS, The material used for this investigation was 
collected at Studland Bay, Dorset, in May, by chipping off the mauve superficial 
layer covering the chalk which is exposed only at low spring tide. 

The thickness of the actual algcd covering was only a few mm. and the main 
bulk of the sample was composed of the rock substratum. The material was 
crushed into small fragments and extracted three times with hot water, the 
aqueous extract being worked up in the usual manner. The weight of crude 
peptide obtained from diflFerent samples varied considerably from 0-055 to 
0-185%. These figures are only approximate and depend entirely upon the 
amount of chalk or limestone adhering to the weed. 

^ A separate experiment showed that authentic phenylalanine when ti^ated as above likewise 
gives a positive reaction. Since however the solution obtained from the hydrolysed peptide failed 
to give the Kapeller-Adler reaction for phenylalanine it was concluded that the presence of alanine 
was established. 
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The crude peptide was a dark brown substance of a gummy consistency. 
After hydrolysis it gave a precipitate with phosphotungstic acid, which after the 
usual treatment yielded a residue which gave good positive tests for arginine by 
the Sakaguchi test and by Harden’s test with diacetyl. The filtrate after the 
usual treatment for the removal of Ba gave a positive reaction for phenylalanine 
(Kapeller- Adler) . 

The ratio of amino-N before and after liydrolysis was 4. 

Amphiora CAPENSJ8. This alga is a South African species allied to Coralliiia, 

The air-dried material, extracted in the usual manner, yielded just under 
0-3 % of crude peptide, in the form of a dark brown semi-solid residue with a 
peculiarly unpleasant smell. 

The amount of material available was, unfortunately, not sufficient to allow 
of a detailed examination, and the only amino-acid which could be definitely 
established was arginine. The filtrate remaining after removal of the arginine 
gave a blue colour with phenol and NaOCl, suggesting glycine, alanine or leucine. 
The addition of saturated copper acetate to thfi concentrated solution gave a 
turbidity on standing, much as leucine does, but it was not found possible to 
establish the presence of this amino-acid conclusively. Lack of material rendered 
it impossible definitely to exclude glycine or alanine, or to make a determination 
of the ratio of amino groups before and after hydrolysis. 

Oalaxaura sUBVERTiciLLATA. Thisis anencrusted green algafrom Florida. 

Extraction by the usual method gave a yield of about 0*2 % of a dark brown 
semi-solid peptide. The amount of material available was small, and only one 
amino-acid, namely phenylalanine, was definitely established. The hydrolysed 
product was precipitated with phosphotungstic acid without previous removal 
of ammonia; the resulting precipitate gave a negative test with ninhydrin, and 
as it gave no positive test for proline it was rejected. 

The filtrate from the phosphotungstic acid precipitate was treated with 
baryta to remove excess of phosphotungstic acid and filtered. The filtrate w'as 
freed from Ba and precipitated with mercuric acetate. The resulting precipitate 
was decomposed with HgS and filtered. This filtrate gave an amorphous 
precipitate with copper acetate, which w'as not further characterized owing to 
lack of material. The filtrate from the mercuric acetate precipitate, however, gave 
positive tests for phenylalanine. It may therefore be concluded that Oalaxaura 
peptide contains at least two amino-acids of which one is phenylalanine. 

The ratio of amino-N before and after hydrolysis was 2. 

In addition, a further calcareous alga of South African origin, namely 
Cheilosporium corymbosum, was examined, but the amount of material available 
was too small for detailed examination. All that was established was that the 
weed yielded about 0*1 % of crude peptide in the form of a dark brown resinous 
material in which the ratio of amino groups before and after hydrolysis was 2. 

For convenience of reference the results obtained arc summarized in the 


following table : 



Aspartic 

Glutamic 

Phenyl- 


Alanine 

Arginine 

acid 

acid 

alanine 

Amphiora capensia 

+ 

+ 

, 


. 

CoraUina aqmmata 

+ 

+ 




CoraUirta officinalis 



+ 



Galaxaura subverticitUUa 





+ 

LithophyUam incriistana 

• -f 

+ 




Pdvetia carialwulaia forma libera 

+ 

. 

. 


, 


Although various other amino-acids were tested for, only those which gave 
positive results are recorded in the above table. 
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Summary 

1. The occurrence of peptides is reported in marine algae: Pelvetia cayiali- 
ciUata forma libera (Phaeophyceae), CoralUna offwinalis, CoralKna sqtmmata, 
Amphiora capensis, Cheilosporum corymbosum., the two latter from South Africa, 
Lithophyllum incritstans and Oalaxaura subverticillata from Florida. Of these 
algae all except the first are encrusted forms. 

2. The amount of crude peptide occurring in the algae varies from 0*05 to 
0-29 % of the dry weight ; in Pelvetia, however, the amount is as high as 0*728 % . 

3. The j>eptide8 are all water-soluble and diffusible substances; they all 
contain a small proportion of jxmtose sugar. 

4. The following amino-acids have been shown to occur in these compounds : 
alanine, arginine, aspartic acid, glutamic acid and phenylalanine. 

5. In one genus, namely CoralUna, a difference in composition of the peptide* 
has been noted in different species, C, officinalis containing aspartic acid, while 
C. squarmta does not, but contains instead alanine. 

fi. The number of peptide Imkages as expressed by the ratio of amino groups 
Ixifore and after hydrolysis varies in the different peptides. 

In conclusion we take this op}K)rtunity of acknowledging our indebtedness to 
Ih*of. T. A. St<*phen8on and Dr Janet Maclagan for supplying the South African 
algae, and to Dr F. C. Steward for the specimen of Oalaxaura from Florida. 
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CCLXXV. VITAMIN E DEFICIENCY 
IN THE RAT 

III. FERTILITY IN THE FEMALE 

By MARY MARGARET OGILVY BARRIE 

From the Phyaidogical Laboratories of The British Drag Houses, Ltd., 

London, N. 1 

(Be^ceived 28 October 1938) 

The consumption of a diet free from vitamin E produces sterility both in the 
male and in the female rat. In the male the sperms become non-motile and this 
is followed by degeneration of the testes. The condition in the male is not 
reversible and cannot be cured by administration of vitamin E once the degenera- 
tive phase has been reached [Evans, 1925: Mason, 1926; Evans & Burr, 1927]. 
In the female it has generally been accepted that ovulation, fertilization and 
implantation remain normal, but pregnancy cannot be carried to term unless 
the animal is given an adequate dose of vitamin E on mating. 

Bacharach el al. [1937] and Bacharach & Allchome [1938] observed that the 
incidence of fertile matings among vitamin E-deficient rats was very much lower 
in those which had undergone a resorption-gestation than in virgin animals; they 
concluded that the process of resorption left some permanent damage to the 
reproductive system but made no histological examination. Martin k Moore 
[1936] reported the brown appearance of the uterus of rats fed on a vitamin 
E-deficient diet. Evans [1928] found that the incidence of spontaneous dcciduo- 
mata of the uterus was much higher in vitamin E-doficient than in normal 
females. 

In this laboratory it has been foimd that when vitamin E-deficient rats are 
mated with normal males and a vaginal plug is formed, this mating is almost 
invariably followed by implantation . I have found no apparent difference between 
virgin and resorbed animals in thi» respect. I do, however, find that among 
vitamin E-free animals, whether virgin or resorbed, more than half do not mate 
or else no plug is formed. It has also been found, in agreement with Bacharach, 
that animals which have once resorbed require a larger dose of vitamin E to 
prevent resorption in the next gestation than their litter-mato virgin sisters of the 
same age. 

A post-mortem examination jbas been made of rats which have been used for 
vitamin E experimental work and it has been found, without exception, that 
every rat which has undergone a resorption-gestation has a brown or yellow- 
brown uterus and ovaries containing large corpora lutea. Histological examina- 
tion of the uterus reveals occasioned patches of fatty degeneration in both the 
longitudinal and circular muscle coats. Deposits of r^-brown pigment are 
found riirougbout the muscle layers.^ Many fibres are degenerated and packed 
with granules of pigment. These findings account for the discoloration of the 
uterus. There is often some fibrous tissue in the muscle layers, particularly in the 
older rats. 

1 Since the completion of this paper Martin & Moore have described the SwHiTig of granules 
of pigment in the uterine muscle of their vitamin E-deiioient rats (Chtm. & Ini. 15 Oct. 1938). 
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A number of virgin animals which had been fed on the vitamin E-free diet 
for different periods of time have been killed and examined post mortem. From 
these examinations it has been found that similar changes take place in virgin, 
vitamin E-free rats, but that resorption greatly accelerates their onset. Table I 


No. 

of 

Months on 
vitamin K- 


Table I 

Microscopic examination 

rats 

freo diet 

Historj^ 

Ap|)earance of uterus 

of uterus 

5 

4 

1 resorption 

Pale yellow; 1 animal had 
small fibroid 

Some pigment in muscle 
layers 

4 

4 

V^irgin 

Thread-like, very pale yel- 
low ; 1 brownish-yellow 
and infected 

Traces of pigment 

5 

o 

1 resorption 

Yellow-brown; 1 showed 
some thickening 

Considerable amount of pig- 
ment 

3 

5 

Virgin 

Yellow-brown; 2 had fi- 
broids and were bleeding 

Considerable amount of pig- 
ment 

7 

7 

1 or morii re- 
sorptions 

Y'ellow-brown to dark 
orange-brown, 1 infected 

Large amount of pigment 

0 

7 

Virgin 

Yellow-brown 

ixiss pigment than rcsorbed 
animals, no fibrosis 

9 

8 

] or more re- 
sorptions 

Brown to dark brown; 1 
bleeding from fibroid, 2 
infectefl, 3 fibrosis; all en- 
larged 

Large amount of pigment, 
extensive muscle degenera- 
tion 

rt 

8 

Virgin 

Pale orange- brown; 1 very 
distended 

Pigmented, a number of 
pigmented and degenerated 
mu.scle fibres present; some 
fat and in one case mucosa 


oeciematous 


illustrates these points; it is composed from the records of 44 consecutive post- 
mortem examinations. After 4 months on the diet there is a slight increase in the 
size of the ut(*rus and dt»finite. although slight, discoloration; aftt^r 5 months the 
discoloration and eiJargement are more marked and the condition is severe 
after (1 months of vitamin E deficiency. The uterus of a rat which has been on 
the diet for 5 montlis and undergone a resorption-gestation shows more dis- 
coloration than that of a similar virgin animal. The amount of discoloration 
present was in each case comparable wdth the amount of pigment found on 
microscopic examuiation. The enlarged condition is not due to infection, 
although this may somc^times occur. Where there is no infection the enlargement 
is usually associated with fibrosis and thickening of the uterine wall. The infec- 
tions which quite frequently occur are possibly due to the frequent vaginal 
examinations which are made, although every reasonable precaution is taken to 
avoid infecting the animal. 

In view of the clianges in the uterine muscle it is not surprising that vitamin 
E-deficient animals which have undergone a i^sorption-gestation require more 
vitamin E to enable them to produce a litter than similar animals which have 
not resorbed, and it can also be understood that if the uterine degeneration has 
proceeded far enough, pregnancy will be impossible. Table II illustrates these 
points. It will be seen that 0*35 ml. of a (diluted) vitamin E preparation was an 
inadequate dose for a virgin animal which had been on the vitamin E-free diet 
for 9 months, but 0*6 ml. produced a litter of 6 in a simUar animal. 0-5 ml. was 
inadequate for animals of almost the same age which had undergone one or two 
resorptions respectively, yet 0*76 ml, produced a litter of 1 in an animal which 
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Table II 


Bat 

no. 

Bose of 
vitamin E 
preparation 
mi. 

Result 

No. months 
on vitamin 
K-free 
diet 

No. 

resorption 

gestations 

Appearance of uterus 

1272 

0-35 

Litter of 5 

5 

1 

Slightly yellow 

Not kiUecl 

1136 

0*35 

Litter of 2 

8 

0 

1096 

0-35 

Litter of 8 

9 

0 

8 full-term dead foetuses removed 

1022 

0-50 

(dead in uterus) 
Litter of 6 

9 

0 

SmaU and brown 

794 

0-50 

Resorption 

10 

1 

Brown; signs of resorption of large 

1033 

0-50 

Resorption 

10 

2 

foetus 

Large and very brown 

698 

0*50 

Resorption 

11 

1 

Large and very brown 

1051 

0-75 

Litter of 1 

10 

2 

Normal colour, very small 

1032 

0-75 

Resorption 

10 

2 

Bark orange-brown 


had had two resorption-gestations and been on the diet for 10 months, but failed 
to prevent resorption in an exactly similar animal. Since the 0*35 ml. dose was 
adequate for the 3- and 4-months animals then 0-75 ml. is a relatively enormous 
dose and the fact that it failed to produce a litter in an animal which had 
received the vitamin E-deficient diet for 10 months and gave only a litter of one 
in another animal which had been on the diet for the same length of time, shows 
that after about 10 months of vitamin E deficiency female rats have reached or 
are very near the stage of irreversible sterility. On a normal diet a female rat is 
capable of producing living young until she is at least 18 months old. The normal 
colour of the uterus of the rat which had a litter of 1 following a dose of 0*76 ml. 
remains unexplained unless the large amount of the vitamin given exerted a 
curative effect on the degeneration. Investigation of this point is at present in 
progress. 

The fact that fibrosis of the uterus often occurs in connexion with the dis- 
coloration has already been mentioned, but more advanced stages than this are 
regularly met with in this stock of vitamin E-deficient rats. Non-pregnant 
animals have occasionally been found bleeding from the vagina, the amount of 
blood lost being quite large in some cases. 30 cases of such bleeding have been 
observed in the last year and reference to Table I will give some idea of its 
incidence. These animals have been killed and the uterus has been found to have 
a series of rounded whitish enlargements separated by discoloured muscle. 
These masses are hard to cut and their inner surfaces are pearly white. On 
microscopic examination they are seen to consist of a mass of fibrous tissue and 
are typical fibromyomata. 

It is, of course, quite possible that fibromyomata occur in rats fed on a normal 
diet, but the incidence among oi;r stock must be very much less than among the 
vitamin E-deficient rats in this laboratory, because a post-mortem examination 
is made of all the stock animals which die or which are of no further use for 
breeding, and no tumour of this type has been found on microscopic ex- 
amination. Similarly, these stock animals never develop uterine discoloration 
and even among those animals which are too old to bear litters no pigmentation 
or fatty degeneration of the uterus has been found. These observations are 
based on the records of our breeding stock for the last 2 years. This stock has 
been maintained at a level of approximately 150 females, 100 of which have been 
killed in the interval. 

These observations raise several points. It is clearly important in assaying a 
substance for its vitamin E activity to make sure that the animals used have been 
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fed on the vitamin E-deficient diet long enough to be sterile but not long enough 
to have developed uterine changes, and the onset of these degenerative changes 
must obviously vary between different stocks and depend to a great extent on 
the degree to which the diet is free from vitamin E. 

The statement that vitamin E deficiency is reversible in the female but not 
in the male is only partly true, because the deficiency is curable in both male and 
female rats if vitamin E is given early enough, but if the deficiency is allowed to 
proceed to te^icular or advanced uterine degeneration, absolute sterility is 
produced in both sexes. 

A more detailed study is being made of the incidence of the fibromyomata 
but this pK‘liminary work indicates that in the rat they are associated with 
vitamin E deficiency. 

Summary 

The discoloration of the uterus described by Martin & Moore in vitamin 
E-deficient rats has been confirmed. 

This discoloration is caused by the deposition of a pigment in the muscle 
layers associated with degeneration of the muscle. 

Prolonged vitamin E deficiency caused fibrosis of the uterine muscle: a 
certain numi>er of the animals developed fibromyomata of the uterus. 

I wish to express my thanks to Dr S. W. P. Underhill and Dr F. H. Carr for 
their helpful advice and to the Directors of The British Drug Houses Ltd. for 
permission to publish this work* 
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CCLXXVI. THE CHLORINE-SODIUM SULPHITE 
COLOUR REACTION OF WOODY TISSUES 

IL THE BEARING OF THE COLOUR REACTION ON 
THE CONSTITUTION OF HARDWOOD LIGNIN 

By william GEORGE CAMPBELL, JOHN CARSWELL McGOWAN 
AND STEPHEN ARNOLD BRYANT 

From the Section of Chemistry, Forest Products Research Laboratory, 
Princes Risboroagh, Aylesbury, Bucks 

(Received 8 October 1938) 

In a previous communication from this Laboratory [Campbell et ah 1937] it was 
shown that the well known colour reaction given by woody tissues with sodium 
sulphite following chlorination was not characteristic of lignin only but could also 
be given by certain tannins. It was concluded that the reaction was probably 
specific for phenolic compounds containing the l:2:3-trihydroxybenzene nucleus 
but, although such a nucleus is known to occur in the gallotannins, there is no 
evidence that it occurs as such in native lignin. Great interest is therefore 
attached to the isolation by Freudenberg [1938] of substances containing a 
modified l:2:3-trihydroxy benzene nucleus such as sjTingic acid and also to the 
identification by Leger & Hibbert [1938] of pyrogallol l:3-dimethyl ether among 
the degradation products of lignin. It was considered that, if any of these sub- 
stances could be shown to give the characteristic colour reaction with chlorine 
and sodium sulphite, additional proof would be forthcoming for the occurrence 
in native lignin of a modified trihydroxybenzene nucleus as a recurring unit for 
the reason that, during the delignification of hardwoods by the Cross and Bevan 
procedure, the coloration persists until the last traces of lignin have been r(‘- 
moved. This would, of course, involve the assumption that lignin is composed 
for the most part of aromatic units. Until the publication of the results of 
Harris et at, [1938] such an assumption could not maintained with any 
certainty. In their study of the products of the hydrogenation and hydrogenolysis 
of hardwood lignin these authors have confirmexl and extended the work of 
Moldavskil and Vainshtein [1935] and proved beyond doubt that the greattu* 
part of lignin is aromatic in character. In the present study chlorine and sodium 
sulphite have been applied to a further range of substances, particular attention 
being paid to products obtained by Freudenterg [1938] in view of their importance 
as likely building imits in lignin. 

Experimental 

. The following substances were exposed to gaseous chlorine followed by 
sodium sulphite in the manner previously described [Campliell et al 1937] with 
the results shown in Table I. 

The faint reaction of pure L2i3-trimethoxybenzene is probably associated 
with the low solubility of this compound in water and the consequent difficulty 
in securing its optimal reaction with chlorine. It was observed that of all the 
substances so far tested gallic, trimethylgallic and syringic acids gave colorations 
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Table I. Colour reactions of various phenols and their derivatives 
with chlorine and sodium sulphite 


Substance 

Guaiacol 
Vanillin 
Veratrole 
Kugenol 
Gallic acid 

1 :2:3-Trimethoxy benzene 
Triinetbylgallic acid 
Syringic acid 


Colour reaction 
Nil 

Reddish brown 
Nil 

Very faintly positive 
Strongly positive 
Faintly positive 
Strongly positive 
St rongly positi ve 


which were most reminiscent of the deep magenta colour given by hardwoods 
and isolated hardwood lignin. 

In certain oases it was found that a magenta coloration could be produced by 
reagents other than chlorine and sodium sulphite*. For instance it was given by 
gallic and syringic acids on adding a trace of FoCl;, in the presence of either 
NagSOs or NaHCOg. Gallic acid solutions also give the coloration (1) when 
ac*rated in the pres(»nce of NaHCOg and NagSOg , (2) with a trace of K2Cr04 and 
NagSOg , (3) with a trace of CU8O4 and NagSOg . 

In contradistinction to gallic acid, in which the three OH groups are free, and 
to syringic acid, which has one free OH group, it was found that trimethylgallic 
acid, which has no free OH groups, could only give the colour reaction with 
Na2803 aftcT prt'vious chlorination. The same has been found to be true of 
hardwood lignin and, in view of the possible significance of this analogy, the 
lx*havioiir of pure tiimethylgallic acid on chlorination was investigated in detail 
as follows. 

10 g. of the a(*id were dispersed in 15 ml. of warm water and exposed to a 
slow stream of chlorine for 30 min. The mixture was cooled and the solid matter 
(11 g.) was separated by filtration and extracted with light petroleum (b.p. 40- 
fiO'). The crystalline substance which settled out from the petrol and was 
recrystallized from CC34 consisted of colourl(*ss needles (m.p. 120°) and was 
soluble in EtOH, McgCO, GHClg, C^H^ and CCI4. The substance dissolved in 
NaHCOg with the evolution of COg and its equiv. by titration was 270. 
(CgCi2(OCH3)3.COOH requires equiv, wt. 281; CeHC^OCHglg.COOH requires 
equiv. wt. 247’5.) No coloration was given by either FeClg or FeFe(CN)3, in- 
dicating that the substance contained no phenolic OH groups. It therefore 
probably consisted of a mixture of mono- and di-chlorotrimethylgallic acids. 
Contrary to expectation this chlorinated compound, which represented by far 
the greater part, of the original trimethylgallic acid, gave no coloration with 
sodium sulphite. It was found, however, that the clear aqueous filtrate obtained 
after the original chlorination did give the coloration. A test for phenols in this 
filtrate gave a positive result. Repeated chlorination of the already chlorinated 
triraethylgallio acid gave rise to further small amounts of a phenol which gave an 
intense magenta coloration with sodium sulphite. 


Discussion 

It is now realized that the chlorine : sodium sulphite colour reaction is not 
specific for compounds containing the l:2:3-trihydroxy benzene nucleus itself 
since it can also be given by substances in which this nucleus has been modified 
by substitution. It is worthy of note, however, that so long as at least one OH 
group remains unsubstituted the colour reaction can be produced by oxidizing 
agents other than chlorine and weak alkalis other than s^itim sulphite. When, 
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on the other hand, all three OH groups are alkylated chlorination is a necess^ 
antecedent to the production of the magenta coloration with sodium sulphite. 
In this latter case the major reaction pr^uct is a chlorinated derivative of the 
starting material, but the colour reaction is given by traces of a phenolic com- 
pound which is also produced during chlorination. In the case of trimethylgallic 
acid it must be concluded that chlorine has acted as a demethylating, as well as 
an oxidizing agent. So far as is known chlorination must always be applied to 
hardwood lignin before the characteristic coloration is given in the presence of 
sodium sulphite. By analogy it is therefore strongly suggested that lignin 
contains a modified pyrogallol nucleus as a recurring unit. This unit may be 
given the general formula (I). 



A magenta colour reaction in the presence of sodium sulphite could be given by 
such a unit if it were transformed into syringic acid (formula II) or gallic acid 
(formula III). 

COOH COOH 



/ 



Ho/\ 


OH 


Formula II 
syringic acid 


Formula 111 
gallic acid 


In the light of the degradation studies of EVoudenberg [1938], Leger &, 
Hibbert [1938] and suggestions in the literature by Klason [1930], Wacek [1930] 
and others, it is reasonable to assume that and R^ in formula (I) are OCH 3 
groups and that side chains occur at positions 1 and 4. These side chains could 
form linkages between essentially similar methylated pyrogallol nuclei. 


SOMMABY 

1 . Continuaticm of previous work [Campbell et al. 1937] indicates the 
chlorine : sodium sulphite colour reaction of hardwoods is not specific for com- 
pounds containing the l;2:3-trihydxoxyl)enzene nucleus itself, since it can also 
be given by substances in which this nucleus is modified by certain substituents. 

2. Provided that at least one OH group of a pyrogallol derivative is free the 
colour reacticm is given by oxidizing agents other than chlorine in conjunction 
with weak alkalis other than X%,SO,. 

3. If all three OH groups are methylated chlorination is a necessary 
antecedent to the production of the coloraticm in the presence of todium 
su}|diite. 
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4. The major product of the chlorination of trimethylgallic acid is a crystal- 
line chlorinated derivative of the starting material which gives no coloration 
with Na 2 S 03 . The coloration is given by a secondary product of chlorination 
which is shown to be a phenol. 

5. The analogy with respect to this colour reaction between certain gallic 
acid derivatives and hardwood lignin is discussed, and it is suggested that 
hardwood lignin contains a recurring unit of formula 


OCH, 



The authors are indebted to the Director of Forest Products Research for 
permission to communicate these results. 
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(Received 11 October 1938) 

In earlier papers [e.g. Lovern, 1937] the writer has discussed specific features in 
fats which are largely independent of the diet of the animal, and Hilditch & 
Lovern [1936] have considered the relationship between species and fat composi- 
tion. The broad schemes suggested in this second paper are not, however, free 
from exceptions, e.g. the whales of the Balaenidae family have fats closely 
resembling those of fish to which they are not, of course, zoologically related. 
Without, for the present, considering the matter in detail, it is evident that the 
diet of marine organisms is ultimately responsible for the fat of these whales 
having such a composition. 

Sea-birds, living exclusively on fish, should be of interest in this respect. The 
fats of comparatively few birds have been examined, and those of only one (the 
hen) quantitatively analysed [Hilditch et al, 1934]. The hen is particularly 
interesting in that its fat contains about 7 % of hexadecenoic acid, until recently 
considered characteristic of aquatic life. However, hen fat is not closely similar 
to that of fish, since it contains only traces of Cgo and acids. Koyama [ 1928] 
has examined the fats of a numl)er of birds qualitatively, and shown that somt^ 
(the carnivorous ones) give small yields of ether-insoluble polybromides. In the 
present paper the results of the quantitative analyses of the body fats of four 
species of sea-bird are given. 

Experimental 

The birds were obtained in Shetland waters where it is almost certain that 
their diet would consist wholly of fish or other aquatic life. The percentages of 
fat recorded are on the plucked, eviscerated and decapitated birds. Small 
quantities of accompanying phosphatides (order 10 % of total) were removed by 
means of acetone. In Table I are given the particulars of the fats and in Table II 
the compositions. 

Table I. Particulars of fats 


Species 

Herring gull 
(Lams argentcUus) 

No. of 
Hpecimens 

7 

Fat 

content 

0/ 

/o 

9-7 

I.V. 

107*9 

Uneaponi 

liable 

/o 

3*0 

Skua gull 

{MegdUslria catarrhactea) 

7 

7-0 

95*8 

6*6 

Gaxmet 
(Sula hasaam) 

2 

0-7 

123*9 

8*1 

Fulmar petrel 
(FuJmama glacialia) 

6 

{ 2142 ) 

15-2 

130*2 

7*8 
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Table II. Composition of fats (vA. °jo) 
Saturated 


Speniea 


Cio 

Cx 4 

C.. ( 

1 

^18 

<- 20 


L. argmtatvs 


Nil 

3*3 

18*5 6*2 

0*2 


M, cfUarrhactes 


Nil 

1*9 

16*4 5*7 

0*2 


JS. hassmm 


Trace 

3*2 

17*1 3*6 

Nil 


F. glaciulis 


0*3 

20 

13*9 3*2 

Nil 





Unsat urated 




Species 



^^8 

Ujjo 

<'22 


C24 

L. argentatys 

0-5 

4*0 

30*5 

20*3 

16*.”) 


Trace? 


( -2*3 H)( 

-2-8H) 

(-4-1H) ( 

-4*9 H) 



M, catarrhade^ 

0-4 

4*6 

.32*6 

19*7 

18*5 


Trace 



(-2*1H)( 

-2*6 H) 

(-3-3 H) ( 

-3-8H) 



S. basmna 

10 

5*2 

28*3 

24*2 

174 






(- 20 H) ( 

- 2*8 H) 

(-4-0H) ( 

-6*0 H) 



F. glacial is 

0*9 

3-9 

26*9 

26*8 

22*1 


Trace ? 


(-20H) (-2-8H) (-4 0H) ( - G-eH) 

The small quantity of acid lower than C14 in two of the fats was only examined 
in the case of the fulmar petrel. It appeared to consist of n-decoic acid, no lauric 
acid being present. 

Discussion 

It can be seen at once from Table II that all four fats are of the “ aquatic 
type. By comparison with the frequency curves for marine fish fats [Lovern, 
1937] it can be seen that these bird fats are also closely similar to the average 
marine fish fat. Total and ^22 acid percentages roiighl^?^ coincide with the 

maxima on the curves. Total ^18 is rather high, but on the whole it is obvious 
that the fats of these birds cannot be very different (as regards the proportions 
of the various acid groups) from the fat which they ingest. 

At the same time the fats have been considerably altered in unsaturation. 
The stearic acid content is higher than in fish fats, wdiilst in two cases arachidic 
acid (which can hardly have been ingested) appears. Concurrently the degrees 
of average unsaturation of the ^20 and C22 acids are reduced bcdow the average 
for fish fats. Apparently all the birds have hydrogenated the ingested fat, the 
process having gone further in the two gulls than in the other two birds. The 
reason for such hydrogenation may be found in the higher temperature of birds 
than fish. In the case of fish themselves the author has shown [Lovern, 1938] 
that a difference of 9° has a slight effect of the type expected. 

These birds thus form another exception to the broad rule that fat types can 
be correlated with phylogenetic relationships. The position may perhaps be 
summarized thus. Many animals, such as the fish discussed by the writer 
[Lovern, 1937], produce characteristic depot fats considerably different from the 
fat which they ingest. The differences are specific and can be correlated wrth the 
phylogenetic relationships of the animal in question. Certain other animals 
(including many fish, such as the cod) deposit fht closely n^sembling that which 
they habitually ingest. This may mean one of at least two things: (a) that they 
have no specific requirements and any type of depot fat will serve equally well, 
or (6) that in the coarse of evolution their specific requirements have been 
produced or modified to suit the normal diet. To decide between these two ideas 
it would be necessary to make many feeding experiments with different fats and 
with fat-free diets. Possibly theory (a) would apply to some animals and theory 
(b) to others. 
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Summary 

The fats of four species of sea-bird have been quantitatively analysed. They 
markedly resemble the fats of marine fish in the proportions of the various acid 
groups, ^though some hydrogenation has occurred. 

These birds form another exception to the broad rule that fat types can 
be correlated with phylogenetic relationships. Two possible explanations are 
advanced. 
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(Received 28 October 1938) 

In connexion with some other investigations we had occasion to prepare 
oestrone P-naphthoate and oestrone diethylaminoethyl ether. Neither of these 
substances appears to have been previously described and we have had them 
tested for oestrogenic activity. Qiestrone a-naphthoate has been prepared by 
MacCorquodale et at. [1930], but no record was made of its oestrogenic activity. 
Oestrone jS-naphthoate resembles the corresponding benzoate [Butenandt, 1930] 
in that it produces in rats a prolonged period of oestrus although the onset of 
oestrus is delayed longer than with oestrone itself. The diethylaminoethyl ether 
of oestrone is of interest as it yields water-soluble salts, but when tested in rats 
it showed little or no oestrogenic activity. 


Experimental 

Oestrone p-naphthoate. A solution of oestrone (0*5 g.) and jS-naphthoyl 
chloride (0*6 g.) in pjTidine (2-5 ml.) was kept at room temperature for 12 hr. 
and then heated to 70® for 1 hr. On pouring into a mixture of crushed ice and 
H2SO4 a white solid separated which was collected, washed with aqueous NaaCOg, 
then with water and dried. Extraction with amyl ether gave a small amount of 
j3-naphthoic anhydride and the residue was practically insoluble in diethyl ether. 
The crude product (0*6 g.) was insoluble in water and glacial acetic acid and 
very sparingly soluble in alcohol, ethyl acetate and ligroin. Recrystallized from 
dioxane it had m.p. 262-264®. (Found: C, 8L8; H, 6-4%. CggHggOa requires 
C,82-1;H, 6-6 %.) 

Biological test. In rats doses of 600 and lOOy produced oestrus after 100 hr. 
lasting for 10 days; 24, 12, 6y produced oestrus after 100 hr. lasting for 4 days. 
The threshold dose appeared to be between 1 and 2*5y. 

Oestrone diethylaminoethyl ether. A mixture of oestrone (50 mg.) diethyl- 
aminoethyl chloride (120 mg.) and aqueous KOH (25 ml. of 30 %) was heated on 
the water bath for 2 hr., during which time the oestrone slowly dissolved. After 
cooling and diluting with water the mixture was filtered. The filtrate acidified 
with HCl gave a precipitate of oestrone (11 mg.) which was collected, and the 
mother liquor combined with the solution obtained by dissolving the initial 
filter residue in dilute HQ. The combined acid solutions were again made 
alkaline and the solid precipitate collected and recrystallized from dilute alcohol. 
The diethylaminoethyl ether of oestrone (42 mg.) formed glittering leaflets. 
M.P. 76-77®. (Found: N, 4-0%. requires N, 3-8 %.) In biological tests 

it showed no oestrogenic activity in doses of 6, 100 and lOUOy. The base dissolved 

( 2145 ) 
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in alcohol and treated with ethereal HCl gave the hydrochloride, which, crystal- 
lized from a mixture of absolute alcohol and ethyl acetate, had m.p. 190-191®. 

The biological tests were carried out by Messrs Hoffman-La Roche and Co., 
Basle, to whom we express our thanks. 


REFERENCES 

Butenandt (1930). Hoppe^SeyL Z, 191, 140. 

MacCorquodale, Thayer & Doisy (1936). J, hiol. Chem. 116, 435. 



CCLXXIX. THE ORIGIN OF THE PHOSPHORUS 
COMPOUNDS IN THE EMBRYO 
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\ 
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(Received 31 August 1938) 

SfiVEBAL of the numerous compounds containing phosphorus present in the 
embryo of the chicken^ occur in the yolk and the white of the egg. Those which 
do are chiefly phosphatides and nucleoproteins but, as Table I shows, other 
phosphorus compounds also occur in those parts of the egg. 

Table I fPlimmer & Scott, HK)9]. Percentage of the total P (94 mg.) at the 
beginning and the end of incubation of a hen's egg 



Beginning 

End 

Inorganic P 

Traee 

60 

Water-soluble P 

(1-2 

8*6 

Kther-soJuble P 

64-8 

19-3 

Vitellin-P 

27- 1 

0 

Xucleoprotein-P 

1-9 

12 


Kugler [1936] has lately found that, on the twentieth day of incubation, i.e. 
the last day but one, only 25 mg. of the 65 mg. of lipoid P originally present in 
the yolk remained thenv, 8 mg. were found in the embryo, and the remainder 
hod been hydrolysed yielding inorganic P. About two-thirds of the phosphatides 
present were found to be lecithin and one-third kephalin. In view of the large 
store of phosphatides present in the yolk even shortly bt'fore the egg is hatched, 
we should expect the embryo to avail itself of this store when it needs phos- 
phatides to build up its nervous system and other organs containing these sub- 
stances. We can test this point by introducing lal)elled (radioactive) sodium 
phosphate into the egg before incubation and investigating if and to what 
extent the phosphatide of the yolk and of the embryo become labelled. If none 
becomes labelled, we can conclude that the phosphatide molecules in the 
embryo arc not newly synthesized from inorganic phosphate present there ; if, 
however, the yolk phosphatide remains unlabelled wliile that of embryo becomes 
radioactive, we can conclude that the phosphatide molecules present in the 
embryo have not come from the yolk but have been built up in the embryo with 
the participation of labelled inorganic P. Similar considerations apply to certain 
other compounds occurring in the embryo. 

Methods 

The phosphorus content of a series of solutions is usually determined 
oolorimetricaily. For example, the inorganic P present in one sample of an acid- 
soluble fraction can be determined in thk way, and then in another sample the 

^ A detailed investigation of the acid-soluble phosphorus compounds present in the embryo of 
the chicken was recently carried out by Needham et ol. [1937]. 

( 2147 ) 
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phosphagen-P present can be converted into inorganic P, so that colorimetric 
determination now supplies the value for the inorganic P4" phosphagen-P. In 
our experiments this was inadequate. We had to measure not only the P content 
but also the activity of the various fractions, so we had to obtain precipitates in 
each case. To obtain sufficient precipitate when dealing with eggs only incubated 
for a few days, it was necessary to work with several eggs simultaneously. 

We precipiteted the phosphorus, after bringing it into the inorganic state, as 
ammonium magnesium phosphate. The precipitate was then dissolved in 0-1 iV 
HCl and an aliquot part was sucked into a glass cuvette. This was placed below 
the Geiger counter used to determine the activity of the preparations, while 
another aliquot part was utilized for the colorimetric determination of the 
phosphorus content. The glass cuvettes were covered with a thin mica window 
(6-^ mg. per cm.®) which only absorbed to a negligible extent the j8-rays emitted 
by the raffioactive phosphorus; the area of the mica window was 1*1 cm.® and 
the liquid content of the cuvette amounted to about 0*5 ml. If we attempt to 
pi*ecipitate ammonium magnesium phosphate from the same solution several 
times, both before and after hydrolysis, large amounts of salts accumulate in the 
solution and hinder quantitative precipitation. 

We were interested in the determination of the activity of 1 mg. P prepared 
from different phosphorus compounds present in the embryo or in the remains. 
Accordingly we were not concerned with the quantitative amounts of the P com- 
poimds present and so concentrated our efforts on obtaining the various fractions 
in a pure state — ^to avoid, for example, traces of inorganic phosphate* remaining 
in the phosphatides extracted from the yolk. As the phosphatides of the yolk 
were found to be but slightly active, while the inorganic P was strongly active, 
even a small contamination of the former by the latter was to be avoided. The 
white, the yolk, the embryo and, in some cases, the amniotic and allantoic 
liquids were worked up simultaneously. 

As regards the white we were only interested in the total activity present after 
incubation. The white was ignited (reduced to ash) and the phosphorus in it pre- 
cipitated as ammonium magnesium phosphate. 

The yolk was dried with acetone and the phosphatides extracted three times 
from the dry product with a 3 : 1 alcohol-ether mixture. The alcohol and ether 
were then evaporated off at about 50® in vacuo and the residue was taken up 
with light petroleum and filtered. The filtrate was evaporated in vacuo^ the 
residue ignited, and the phosphorus precipitated as ammonium magnesium 
phosphate. 

.Mother part of the yolk was treated as follows. The acid-soluble compounds 
were extracted, then the phosphatides were removed as described above, and the 
residual part containing mainly vitellin-P and nucleoprotein-P was ignited ; the 
P content of this last part was' determined as ammonium magnesium phosphate. 

The embryos were dropped, immediately after being removed from their 
eggs, into liquid air and were subsequently pulverized. The embryo powder was 
then extract^ several times with cold trichloroacetic acid — ^in the first two ex- 
tractions a 10 % solution was used, and later one of 6 %. The extract was filtered 
into cold concentrated NaOH solution and divided into three parts, (a), (b) and (c). 
From (a) a sample of the average acid-soluble P of the embryo was secured, 
(b) was precipitated with 25% barium acetate solution at pH 6-6. The cold 
precipitate was washed with a dilute barium acetate solution, centrifuged and 
dissolved in a few drops of cold HNO3. The inorganic P present was then 
precipitated by adding Piske’s reagent. The remaining filtrate was hydrolysed 
with N HCl at 100® for 7 min. to split the two labile phosphate radicals of 
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adenosinetriphosphoric acid. The phosphorus set free was finally precipitated as 
ammonium magnesium phosphate. Barium hydroxide was added to the filtrate 
from the barium precipitation to remove any inorganic P, the precipitate was 
separated by centrifuging and ethyl alcohol was added to the remaining liquid 
until an alcohol concentration of nearly 60% was reached. The precipitate 
obtained after addition of alcohol [Ostern et ah, 1936] contained the hexosemono- 
phosphate. Its P content was determined in the usual way. The third part, (c), 
was hydrolysed with N HCl and 0*1 Af ammonium molybdate for 30 min. at 40°. 
In the course of 30 min. most of the phosphagen present decomposed, so that the 
inorganic P originally present as such, and that obtained by the decomposition 
of the phosphagen,' were secured together in this fraction. 

After removal of the acid-soluble P the embryo was thoroughly treated with 
an alcohol-ether mixture, as described above, to remove the phosphatides. The 
residue, containing mainly nucleoprotein-P, was ignited with concentrated 
sulphuric and nitric acids and the P precipitated in the usual way. 

Results 

Eggs iincxibaied for 6-18 days. The results of the determination of the specific 
activities (activities per mg. P) of the different fractions extracted from seven 
embryos and from the remaining parts of eggs incubated for 11 days are shown 
in Table II, while Tables III-V" give the results obtained with eggs incubated 
for 18, 16 and 6 days. In addition to the specific activity (activity per mg. P, 
with that of the P extracted from the white of the egg taken as 100), we have 
also recorded in Tables II and III the activity (in kicks per minute or in % of 
amount injected) and the P content of the fraction — this last quantity being 
determined, in all oases, by the method of Fiske & Subbarow. 


Table II. Specific activity of P extracteA from different fractions of an egg 


incubat^A for 11 days. {Specific activity of P extracted from the 

white taken 

as 100) 


Kicks 

Specific 

Fraction 

mg. P* 

per min. 

activity 

Embryo: Average acid-aoluble P 

0 074 

3-5 

59 

Inorganic P 

0077 

3-1 

51 

Adenosine-P + inorganic P 

0121 

6-0 

63 

Creatine- P 

0171 

8-1 

60 

Pho8i)hatide-P 

0-501 

29-6 

67 

Residual (“nucleoprotoin”) P 

1-49 

85-6 

72 

Y oik : Phospha tide-P 

10-4 

0-55 

0-067 

* Indicator mg. P in the sample measured. 


Table III. Specific activity of P extracted from different fractions of an egg 

incubated for 18 days. (Specific activity of P eodracted from the white taken 

as 100) 


% of amount 

Specific 

Fraction 

mg. P 

injected 

activity 

Embryo: Average acid-soluble P 

19-7 

53-5 

19 

Inorganic (without skeleton) P 

10-91 

27-2 

17 

Tibia and femur-P 

4-50 

7-6 

11 

Adenosine- P 

0-048 

0-14 

20 

Phosnhatide-P 

1-08 

1-7 

11 

Residual (**naoleoprotein'') P 

0-204 

0-3 

10 

Yolk: Acid-soluble P 

0-828 

1-3 

11 

Phosphatide-P 

17-50 

0-28 

Oil 

Residual P 

2-16 

0-12 

0-40 


' On tli6 phosphagen content of the emhryo of the chicken, op. Lehmann & Needham [1037]. 
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The figures for the specific activities (activities per mg. P) of different frac 
tions extracted from an embryo and from the remaining parts of an egg incubated 
for 18 days are shown in Table III. The P content in mg., the percentage of the 
injected activity present in the fraction and the relative specific activity are 
recorded; the specific activity of the P extracted from the white of the egg is 
taken as 100. 

The specific activities obtained when the eggs were incubated for 16 and 
6 days respectively are seen in Tables IV and V. 

Table IV. Specific activity of P extracted frmn different fractions of an egg 
inevhaied for 16 days, {2^he specific activity of P extracted from the white 


taken as 100) 

Fraction activity 

Embryo: Average acici>8o1uble 1* 14 

Inorganic (without ekeleton) P 14 

Tibia and femur-P 15 

Creatine-P 14 

Hexosemonophosphate-P 19 

PhoHphatide-P 12 

Residual (“nueleoprotein**) P 16 

Yolk: Acid-aoluble P 12 

Phosphatide-P 014 

Residual P 1*22 


Table V. Specific activity of P extracted from differefU fractions of 10 eggs 
incubated for 6 days, {Specific activity of embryo phosphatide P taken 

^ Spcoitic 

Fraction activity 


Embryo: Phosphatide P 

Average (phosphatide) P 


100 

113 


Yolk: Inorganic P 60 

Acid-Holuble minus inorganic P 34 

Phosphatide P 0-032 

Residual P 1-3 


As the figures show, the phosphatides extracted from the yolk are only 
slightly active, while those extracted from the embryo show strong activity; 
1 mg. of embryo phosphatide-P is at least 1(X) times as active as 1 mg. yolk 
phosphatide P. Furthermore, the specific activity of the embryo phosphatide-P 
is about as high as that of the embry^o inorganic P, showing that an inorganic P 
atom reaching the embryo has about the same chance of entering the skeleton as 
of being incorporated in a phosphatide molecule by an enzymic process — ^whicli 
of the two systems it enters is governed solely by probability considerations. 
From this it follows that the phosphatide molecules in the embryo are not 
identical with those derived from the yolk, but are synthesized in the embryo. 

The formation of labelled phosphatides in growing eggs was investigated by 
Hevesy & Hahn [1938]. It was found that the phosphatides present in the yolk 
are taken up from the plasma by the ovary and incorporated into the latter; as 
soon as the yolk leaves the ovary no more change occurs in the content or com- 
position of its phosphatides. When labelled phosphate is administered to a hen 
after the yolk has left the ovary and is located in the oviduct, the egg takes up 
active phosphate but no active phosphatide is formed. In experiments in vitro 
as well, eggs placed in radioactive sodium phosphate solution take up active 
phosphate but no active phosphatides are formed. The slight activity of the 
phosphatides present in the yolk of incubated eggs is presumably due to the 
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influx into the yolk of small amounts of active* phosphatides synthesized in the 
embryo. This view is supported by the fact that the ratio of the specific activities 
of the embryo phosphatide-P and yolk phosphatide- P was much larger (3000) in 
the 6 days experiment than in the 18 days experiment (100). The activity of the 
residual P of the yolk, which is mainly composed of vitellin and nucleoprotein, 
was larger than that of the phosphatides; this can be understood if we admit the 
possibility that the extraction of the strongly active, non -protein constituent of 
the yolk is not quantitative, for in this case th(* specific activity of the residual P 
would be increased. 

The embryonic residue obtained after extraction of the acid -soluble and ether- 
soluble constituents is eomposcid chiefly of nucleoproteins. That the specific 
activity of the nueleoprottun-P is the same as that of the inorganic P extracted 
from the embryo is not surprising, because* much less nucleoprotein is present in 
the yolk than in the embryo (Table I). The greater part of the nucleoproteins 
present in the embryo must therefore have liticn built up in the course of incuba- 
tion ; during this process lal>elled phosphate* has an opportunity of entering the 
nucleoprotein molecuk*s. 

The radioactive sodium phosphate of lu^gligible weight injected into the white 
of th(j egg lalK‘ls the inorganic P presemt in the latter. The labelled inorganic P is 
transported from place to place, along with the other water-soluble phosphorus 
compounds present in the white and the yolk, and f>ecoine8 partly incorporated 
in the embryo. The inorganic P so removed is replaced by some formed by hydro- 
lysis, mainly of phosphatides and vitellin. Tn this way the radioactive inorganic 
P injected into the egg Ix^comes more and more diluted with inactive inorganic P 
and its sp(*cific activity (activity per mg. P) diminishes accordingly. Whereas 
at the start of the exfMu iment only traces of inorganic P are present in the egg, 
at the end of the incubation about 00 mg. are found, mostly in the skeletal part 
of the embryo. As the inorganic P used in the synthesis of the different P com- 
pounris present in the embryo be»comes less and less active in the course of 
incubation, we should expt*ct to find the phosphorus compounds synthesized at 
a lat<*r date much less active than those built up at an early stage in the incuba- 
tion. This does not, however, seem to lie the case. Actually, we have not yet 
compared the activity of, for example, the phosphatides extracted from the 
nervous system, which is built up at an early stage, with that of the phosphatides 
extracted from the skeleton, which is synthesized at a late stage of development. 
But the fa(jt that the specific activities of the inorganic P, the phosphatide-P and 
the nucleoprotein-P were found to he equal to within the errors of the experiment 
suggests that no large differences in the specific activities of phosphorus com- 
pounds formed at different dates can he expt*cted, though minor differences 
could possibly be found. This must be interju'eted as being due to the ceaseless 
breaking-up and the rebuilding of the molecuk‘s in the embryo under enzymic 
action, a process which leads to equipartition of the activity between the 
different phosphorus molecules. 

We should most expect to find phosphate layers of different specific activity 
in the skeleton. The rate of phosphorus exchange in the hone tissue is a com- 
paratively slow process, though the atoms of the embryonic bone tissue may be 
comparatively easily replaceable. A difference in the specific activities of in- 
organic P extracted from bone tissue (tibia -f femur) and from the other organs 
of the embryo is shown in Tables III and IV, which is, however, to be 
interpreted cautiously. 


Biodbem, 1^8 xxxn 
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Distribution of radioactive phosphate in the egg 

The greater part of the sodium phosphate injected into the white is still found 
at the end of the experiment in that part of the egg. The distribution of the 
activity between white, yolk, connecting fluids (which were not, however, free 
from white and yolk) and embryo is seen in Table VI. 

Table VI. Distribution of injected active phosphite between different 


parts of the egg 


Time of 
incubation 

Fraction 

% activity 

0 days 

White 

(51*6 

Yolk 

J()-3 


Ijiquifls 

2(>0 


Embryo 

1-7 

18 days 

White 

14-9 

Yolk 

1-7 


Liquids 

19-8 


Embryo 

630 


The low activity of the yolk might possibly b(^ du(‘ to a slow rate of penetra- 
tion of the vitellin membrane by the phosphate ions; this point is under investi- 
gation. Another possible explanation is that the inorganic P content of the yolk 
is lower than that of the white. If a distribution equilibrium is reached, the 
activity should be proportional to the amount of inorganic phosphate present in 
the phase in question, since the inorganic P, among all the P comf)Ounds present 
in the yolk and white, is practically the only source of activity; in the 6 days 
experiment, for example, 10% of the 10*3% activity found in the yolk was 
present as inorganic P. Finally we hav^e to envisage the possibility that a part of 
the inorganic phosphate injected is not freely movable in the white — it might bi' 
precipitated as calcium phosphate or attached to proteins, its mobility being 
lowered thereby. 

We have also carried out experiments in which 0-1 ml. physiological NaCl 
solution containing a negligible amount of lalx?lled sodium phosphate was 
injected into eggs which were not incubated. After the lapse of 5 days the 
distribution of the activity in different parts of the egg was determined ; 97 % 
was found in the white and 3 % in the yolk. As was of course to l)e expc^cted, a 
still greater preference for the white was shown by the active phosphorus in this 
experiment; the duration of the experiment was shortCT than that of those dis- 
cussed above, and transport of phosphorus from the white to the c^mbryo was 
absent. 

To test whether the water injected encountered any hindrance in its propaga- 
tion through the egg, we inject^ 0-2 ml. heavy water into the white of the egg; 
after the lapse of 5 days water was distilled separately from the white and from 
the yolk and the densities determined. We are much indebted to Mr O. Jacobson 
for carrying out the density determinations using Linderatrom-Lang’s float 
method. He found that the water prepared from the white had a density 
exceeding that of normal water by 484 parts per million, while the corresponding 
figure for the water obtained from the yolk was 437. The deuterium content of 
the water distilled ofiF from the yolk was thus found to be only about 10 % lower 
than that of the water from the white, showing that in the course of 5 days the 
water injected was very nearly evenly distributed throughout the egg, in contrast 
to the injected active phosphate. The anomalous behaviour of the latter, while 
of interest in the study of the circulation of phosphate ions in white and yolk, in 



EMBRYONIC P METABOLISM 


215;i 


no way influences the investigation of the main problem discussed in this paper — 
namely, if and to what extent the molecules of the diJfferent phosphorus com- 
pounds present in the embryo are built up there or drawn, ready made, from the 
yolk. 


Introduction of labelled' JiexosemoriophosjdiaU'. into the egg to be incubated 

In one set of experiments, instead of following up the fate of labelled 
inorganic P in incubated eggs, we introduced radioactive hexosemonophosphate. 
Prof. Parnas very kindly presented us with this radical (prepared by l>r Ostern) 
in the form of barium hexosemonophosphato, from which, by treatment with 
sodium sulphate in the cold, the sodium compound of the ester was obtained. 
<>•2 ml., containing about 0*2 mg. P as hexosemonophosphate salt and about 3 mg. 
sodium sulphate*, was injected into the white of each of the eggs to Ik^ incubated ; 
to avoid decomposition of the esttT, the solution w^as kept ice-cooled until it was 
injected into the (»gg. Of the 10 eggs reetdving this treatment, only two supplied 
living embry os. After a lapse of 14 days, 7*7 % of the activity injected was found 
to have lH*en incorporated in the embryo (5-S % in the yolk) and a large fraction 
was also to be found in the white and in the connecting liquids. If, of the various 
fractions extracU^d from the embryo, we had only found activity in the fraction 
(containing hf‘xo.semonophosphate, we should have had to conclude that the 
hexosemonophosphate does not decompose in the egg but enters the embryo as 
such. In view’ of the results obtained in the exjx*rimcnts carried out with labelled 
inorganic phosphate, however, such bcdiaviour was hardly to be ex|x^ct6d. 
Fui*thermore, Kay 1 11I20J found that in the embryo the phosphatase activity of 
th(i developing bone w^as extremely high, the phosphatase decomposing the 
hex(»8cmonophosphate. We isolakxi the hexosemonophosphate from the embryo, 
asdescribe*d on p. 2148, and compared the specific activity of this fraction with 
that of the inorganic jdiosphate ( -f creatine*- P). We also isolated the phosphatide 
fraction and the residual phospliorus fraction containing mainly nuclcoprotein-P. 
As Table \T1 show’s, no conspicuous difference can be seen bc^tween the specific 
activities of the different fractions of the embryo, with the possible exception of 
the residual P. In these exjM*riments small activities had to be measured and the 
differences found between the first three fractions lie within the errors of the 
exjx^riment. The results obtain^'d suggest the explanation that active inorgcnic 
P splits off from the labelled hexos<?monophosphate injected and is incorporated 
in the different phosphorus compounds of the embryo, while the hexosemono- 
phosphate molecules extracted from the embryo are not those synthesized by 
l)r Ostem but are molecules built up by the chicken’s embryo. 


Table Vli. Specific activity of Pfrofn different fractions extracted from two eggs 
incubated for 14 days after the injection of radioactive hexosemonoplwsphate, 
{Specific activity of P extracted front the white taken as 100) 

Sjjecific 

Fraction acti\ity 

Embryo: Inorganic P 

Hexosemonophosphato-P 26 

Pho8phatidc-P 20 

Keaidtial (“nucleoprotein'’) P 11 

Yolk: Inotganic P 36 

Hoxosemonophosphate-P lo 

Phosphatide -f- residual P 0 
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The low value found for the residual P of the embryo may possibly be due to 
the building up of a part of the nucleoprotein fraction at an early date before 
much of the active hexosemonophosphate introduced has decomposed. The 
phosphatide-P and residual P extracted from the yolk were found to be inactive. 
These fractions were found to be only slightly active even after the injection of 
strongly active inorganic P, and the absence of activity aftt^r the injection intx> 
the egg of the much weaker hexosemonophosphate was only to be expected. 
The hexosemonophosphate fraction isolated from the yolk had a specific activity 
of 18 ; the inorganic P, 36. The larger value found for the specific activity of the 
inorganic P is possibly to be explained in the following way. Some active 
hexosemonophosphate diffuses into the yolk and partly decomposes into activ(? 
inorganic P; this is the source of most of the active inorganic P which we isolated 
from the yolk. The hexosemonophosjjhate, isolated by the method outlined on 
p. 2149, contains, besides the active hexosemonophosphate, some non-active 
hexosemonophosphate and possibly also some other acid -soluble P compound 
separated simultaneously, which diminishes the specific activity of the “hexose- 
monophosphate ” fraction isolated from the yolk. In the embryo, on ac^count of 
the strong enzymic action prevailing there, all phosphorus compounds become 
activated; on the other hand, in the yolk, as we have just mentioned, no such 
activation takes place. 

On the phosphatide syrdJiesis in the embryo of the chicken 

We saw that the phosphatide molecules present in the chicken’s ('inl)ryo are 
not identical with those formerly located in the yolk, but that they wtTc 
synthesized in the embryo. The work of Schonheimer & Rittenberg [1936J givon 
us important information about the units which are utilized in the synthesis. 
They found, by making use of deuterium as an indicator, that the developing 
hen’s egg forms no new fatty acids and their result excluded also the i>ossibility 
that unsaturated fatty acids present in the c'gg had been hydrogemattnl during 
development. Needham [1931], on the other hand, found that a inarkecl 
desaturation occurs in an aqueous emulsion of embryonic tissues mixed with the 
corresponding yolk and vigorously shaken. The embryo must thus make use of 
the fatty acids present in the yolk to build up its phosphatides ; in doing this it 
possibly gives some preference to the less saturat(*.d fatty acids. The fatty a(‘id 
components of the phosphatides extractc*d from the embryo are found to ix* less 
saturated than those extracted from the yolk residue. The at first sight puzzling 
fact that the embryo, instead of using the phosphatide molecules found in great 
abundance in the yolk, synthesizes its own phosphatide molecules, Ix'comes less 
puzzling when we envisage the likely possibility that the synthesis of phosphatide 
molecules is also a step in other chemical processes, which occur simultaneously 
in the growing embryo. 

SipMMARY 

Radioactive sodium phosphate was injected into hen’s eggs which were then 
incubated in some experiments for 6, and in others for 11, 16 and 18 days. 
While the phosphatide-phosphorus extracted from the embryo always showed 
a high specific activity (activity per mg. P), that extracted from the yolk was 
hardly active at all. The phosphatide molecules present in the embryo could 
not therefore have been taken from the yolk only, but must have been 
synthesized in the embryo. The investigation of the ‘‘ acid-soluble ” and residual 
(mainly nucleoprotein) phosphorus extracted from the embryo led to a similar 
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result- — namely, that tin*, ratio in which the labelled inorganic phosphorus atoms 
are incorporated into the different phosphorus compounds x>resent in the embryo 
is governed solely by probability considerations. Practically all the phosphorus 
atoms present in the various comp<junds of the embryo must pass through the 
stag(' of inorganic P: only the inorganic phosphorus present in the embryo is 
taken as such from the yolk or the white. 

In some exj)eriments, insteeid of radioactive sodium phosphate, labelled 
hexosemonophosphate was injected into the egg before incubation. The 
hexoseraonophosphate-phosphorus extracted from the embryo had about the 
same sfK‘cifie activity as the inorganic and the phosphatide phosphoru-s extracted. 
This result suggests that inorganic phosphate radicals which have split oflF from 
the hexosemonophosphate and from other compounds present in the yolk and 
the white, rather than th<‘ hexosemonophosphate molecules introduced into the 
latter, are utilizt^d to biiilfl up the phosphorus compounds of the chicken’s 
embryo. 

VV<‘ wish to (‘xpress our lH*st thanks to Prof. X. Bohr for the numeious 
facilities kindly placed at our disposal and to the Danish State Farm at 
HiUenkl for incubating many of th(j eggs investigated. 


HKKERKNCKS 

Hevesy & Hahn (19HS). A', danjtke ndensk, Selsk\ Ster. Biol, Medd, 14, 1. 

Kay (1920). Brit. J. exp. Path. 7, 177. 

Kugler (193a). Amer, J. PhynioL 115, 287. 

Lehmann & Nmlham (1937). J. exp, BtoL 14, 4S3. • 

Needham (1931). Chemical Emhn'ology, vol. it, U71. Cniversity Prc'«<, Cambridge. 

Nuwinski, Dixon & (V»ok (1937). Biochem, J. 31, 1199. 

Oftteni, Guthke & Terazakowee (1938). Hoppe-Seyl. Z. 243. 9. 

I'limmer & Scott (1909). J. Physifd, 38, 247. 

Schonheimer & Rittenherg (1938). J, hid. Chem. 114, 3S1. 
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We have previously published the vitamin values of about 80 foods [Baker & 
Wright, 1935]. The following additional values have l:>ecn obtained by the same 
technique. A few figures for breads, some of which have Ix^en published else- 
where [Baker et al, 1937], are included for convenience of reference. Values are 
given in terms of International units. 


Material Dose (g.) Remarks 

Meat, offal and fish 


Haw loan beef 

4 

0-3 -0*5 

0-5 previously published 


6 

0-4 


Cooked ton^ie 

4 

0-3 -0-45 

— 

Stewed stec^ 

6 

0*1 -0*2 

— 

Stewed rabbit 

4 

0-2 --0-4\ 

Same sample 


6 

0-2 / 

Stewed tripe 

6 

Less than 0*2 

— 

Fried sweetbread 

4 

0-2-0-4 


Fried bacon 

0-5 

2-8 ^*8 

Cf. roast pork 3*2, boiled ham 2-2 

Fried herring 

4 

0 

— 



Dairy produce 


Sweetened condensed milk 

5 

0-4 -0-6 

CT, raw milk 0-23 



Vegetables 


Cooked haricot beans 

4 

0-4 -0»6\ 

Cf. raw 1-2 


6 

0-35-0'6/ 


Cooked butter beans 

4 

0-2 -0*3 

— 

Raw green runner beans 

4 

0-25-0-75 

— 

Raw cauliflower 

4 

0-4 -0-5 

Previous value 11 

Raw marrow 

8 

01 -02 

— 

Raw fresh peas 

1 

1'6 -2-8 

— 

Cooked fresh peas 

4 

0-8 -11 

Same sample 


2 

lO -1-2 

Raw dried peas 

1 

4*2 -4*8 

(Jf. canned jieas 1-2 

Cooked dried peas 

3 

01 5-0-45 



5 

0-2 -0-4 


Stewed onions 

4 

0-3 -0-5 

Cf. raw* 0-4 



Fruits 


Black currants 

5 

0 0 -0-2 



Blackberries 

5 

0-0 -0*2 



Melon 

10 

0-1 -0-2 

.. , 

Fresh ripe peach 

4 

0-1 -0-4 


Canned peach 

6 

0-1 -0-3 



Syrup from peach 
Rasj^rries 

6 

Traces only 
0-26-0-35 

— 

Red currants 

5 

0-1 -0-2 


Strawberries 

4 

Traces only 
* Cereals 

— 

Boiled rice 

8 




Ground rice 

8 

0-15-0-35 


Sago 

8 

— 



Tapioca 

8 

— 

— 
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Material 

Dose (g.) 

I.U./g- 
Cereals {c&ni.) 

Remarks 

Semolina (1) 

8 

0*35-0*45 

2 different samples 

(2) 

4 

0*55-0*65 

Millet (Juba) 

3 

2 

0*6 -1*0 

0*8 -1*2 

— 

Oatmeal 

1 

2 

1*1 -1*7 

1*0 -1*2 

Previous figures 3*25, 1*4 

Rolled oats 

1 

2 

1*8 -2*7 
145-2*0 

Miscellaneous 


Black treacle W. Indian 

Special brown (London): 

* 

Breads 


Sample (1) 

3 

0*45-0*6 

Cf. previous values of other brown 
breads, 0*5, 0*7, 0*5 

Sample (2) 

3 

0*6 -1*0 

(jf. previous values for wholemeal 
breail, 1*1, 1*2, 1*2 
l*rf>bably in the germ bread class. 
( Y. previous values of other germ 
breads, 1*2, 1*65, 1*7 

Spcicial brown ((/heahire) 

3 

1*2 -1*4 

AVholeraeal stone-ground 

4 

0*4 -0*6 

A bread definitely lower in vit. Bj 

(Cambridge) 

3 

0*35-0*45 

than othtirs known to be whole- 
meal 

Austrian, Sample (1) 

3 

0*5 -0*7 

Cf. also previously published 

Sample (2) 

3 

0*5 -0*9 

values for white bread ; 4 samples 
London 0*14, 0*14, 0*15, 2*0; 


1 sample Scotland 0*24; white 
with malt, 2 samples, 0*35, 0*35 

These* foods have all been assayed by the rat- bradycardia method of Birch & 
Harris [1934], and since this method has been in use in this laboratory for 
4 years a few comments may lx? useful. 

Values obtained are in go<xi agrec^ment with those published by other 


cers, o.g. : 

\"alue by brady- 
cardia mcthocl 

Material 

i.r./g. 

White bread 

0*14-0*2 

Brown brea^l 

0*5 -0-7 

Wh<»le wheat bread 

1*15, 1*2 

Wheat, whole grain 

1*2 -3 4 

Bran 

1*3, 3*0 

Wheat germ, raw 

4-22 (118 samples) 

Brewer’s yeast 

6 0 -23 

Banana 

0*5 

Potato 

0*4 

Loan beef 

0*5 

Raisins 

0*75 


Values reported by other workers, i.C./g. 

0*12-015 [Harris, 1937| 

0*17-0*25 [Copping & Ho8c*oe, 1937] 

0*6 [Morgan & Frederick, 1935, 1] 

1*17, 1*3 ( Morgan & Frederick. 1935, IJ 
1*5 [Scheunert & Schieblich, 1937] 

3*0 (Leong A Harris, 1937] 

7 *0-9*4 (Morgan & Fn^lerick, 1935, 2] 
16-18 [Chick & Jackson, 1932] 

18-20 [Birch & Harris, 1934] 

0*3-0 6 [Van Veen, 1935] 

0*3-0*6 [Van Veen, 1935] 

0*3-1 *0 [Van Voen, 1935] 

0*5 [Morgan et cd. 1935] 


Assays rept^ated after long intervals have been found to give consistent 
reBult8,e.g.: , 


White bread, sample (1) assayed 1935 0*0-0*2 

(2) assayed 1936 0*1 -0*2 

(3) assayed 1937 0* 1-0*3 

Whole wheat, 1 sample, Ist assay 1935 1 *6-2*4 

2nd assay 1936 1*9-2*! 


Recently Robertson &; Doyle [1937] have called attention to various difficulties 
in the use of the method. They find wide differences in the rats’ heart rate as 
recorded at two portions of the same electrocardiograxihic tracing and also 
occurring after a short interval without dosage of any vitamin As the result 



2168 


A. Z. BAKER AND M. D. WRIGHT 




Fig, 1. Heart rates recorded daily. Seven rate taken ooneecutively from the record book. 
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of experience involving over 80,000 readings, we do not find these difficulties 
serious. Irregularities such as extra systoles and dropped beats occur sometimes, 
though not often, and in these cases it is important to note that it is the rhythm 
which is being counted, not the actual numW of beats. In electrocardiographic 
tracings 8-10 in. long, we do not find a variation greate*r than 5-10 beats per 
min., n^presenting 1-3% of the total heart rate and only a fraction of the 
variation which is brought about by an increased intake of vitamin B^. 

The accompanying graphs (Fig. 1) are records of the behaviour of a group of 
7 consecutive rats taken from the daily record book. These show that the heart 
rate aft(>r a dose— as seen in 24-hourly readings — rises sUn-ply and gradually 
drops to the initial level. 



Fig. 2. Records of the heart rates of 2 rats measured 24.hourly and also at more frequent 
intervals to show the progreaaivc rise or fall in heart rate. — o— All reaaings. 
24-honr readings. 

The records of rats nos. 135 and 57 (Kg. 2) show further that readings taken 
at more frequent intervals fail into place with the 24-hourly ones. 
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The rats’ heart rate is, however, sensitive to very small variations in 
vitamin Bj intake, and, while this is an advantage in permitting the assay of 
substances containing traces of the vitamin, it necessitates stringent care in 
practice to keep a continuous check on the basal diet by having 2 or 3 animals 
always as negative controls. That this is necessary is shown by the fact that a 
yeast sold commercially in America for use in vitamin Bj-deficient diets, and 
guaranteed to be free from vitamin B^, was found clectrocardiographically to 
contain about 1 i.o. vitamin B^ per g. This amount in the yeast of a basal diet 
had actually been the cause of some puzzling results which were later explained 
when the presence of vitamin B^ was known. On a basal diet completely devoid 
of vitamin Bj, the heart rate of a rat, if already dropping, becomes slower every 
day until death occurs with a rate usually of less than k)0 beats per min. (see 
negative control graph, Fig. 3). 



Days Internal ional units of vitamin 

Fig. 3. Fig. 4. 

Fig. 3. Negative control records. 

Fig. 4. The cardiographlc response of the rat’s heart to International Standard vitamin Bj, 
Composite curve from over 2fW) readings at each of 3 dose levels, o— o Duration of 
cure /dose, x — x Duration of curc/log dose. 

15 mg. Int. St. 26 mg. Int. St. 40 mg. Int. St. 

31 days (283 readings) 4*6 days (280 readings) 6-0 days (260 readings) 

As in all biological assays, it is necessary to test the unknowns simultaneously 
with the standard of reference. In this laboratory three levels of international 
standard have been fed weekly and from the results obtained a considerable 
amount of information has been collected concerning the response to this 
substance. The curve shown in Pig. 4 was obtained from over 260 readings at 
each level and is logarithmic in form. There is little difference between the 
curves obtained from weekly readings and this composite curve, a fact which 
emphasizes the specificity of the cardiac response to vitamin Bj and its inde- 
pendence of disturbing factors. ' 
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The experiments of Burr & Burr [1929; 1930] and of Burr et al. [1932] (Nearly 
established that the complete exclusion of fat from a diet containing all known 
accessory factors slowly produced in young rats a definite disease. Its symptoms 
were cessation of increase in length and weight with development of a dry scurfy 
skin, scaly tail, irregular ovulation and lesions of the kidney and urinary tract. 
The rats receiving the fat-free diet ate as much food and drank twice as much 
water as their controls, but notwithstanding became extremely emaciated. At 
4 months after weaning their weight reached a level of about 150 g. and then 
remained stationary, but weight increase was resumed when 10 drops daily of 
the fatty acids from lard were added to the diet. The curative effect of the dost* 
was immediate and the gain in weight was quite disproportionate to the calorie 
value of the curative material administered. Various other oils were tested and 
the conclusion was drawn that their curative potencies appeared to be correlated 
with their linoleic acid contents. Burr and Burr therefore suggested that the rat 
is unable to synthesize linoleic acid and that this acid is essential for its normal 
growth, Linolenic acid was also examined and was reported to ho equal to linoleic 
acid in curative effect. The full literature of this subject has recently been 
reviewed by Anderson & Williams [1937] to whose excellent account the reader 
is referred. Work which is particularly relevant to the present study will l>e 
referred to as the various materials tested are discussed. 

There is no evidence as to the part played in metabolism by these unsaturated 
fatty acids. Linoleic acid is present chiefly in the fatty acids of the phospholipins 
and to a less extent in the neutral fat. Linolenic acid, on the other hand, appears 
to be changed immediately on entering the body and is not found even in small 
amounts, unless when large quantities have been administered. It is known, 
owing chiefly to the work of Sinclair [1929-30], that the highly unsaturated acids 
are held in the phospholtpins with extreme tenacity and are eliminated only very 
slowly when animals are transferred to a diet from which the acids are absent. 
They do not appear to represent stages in the combustion of the fatty acids, but 
to have some unknown significance in the body metabolism. It seemed possible 
that an oxidation product might be formed as a further stage in some metabolic 
process and it appeared desirable to compare the effect of the unsaturated acids 
with that of some closely related oxidation products. 

The present investigation has, therefore, included the following: 

(1) A reproduction of the work of Burr and Burr with a study, as far as 
possible quantitative, of the relative potencies of linseed oil, linoleic and linolenic 
^ Member of the Scientifie Staff, Medical Research Counoi]. 
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acids, both to restore weight increase and to alleviate skin lesions : a test of the 
potencies of the elaidized linoleic and linolenic acids compared with those of 
the original products. 

(2) A test of the potencies of certain oxidation products of linoleic and 
linolenic acids. 

(3) A comparison of the activities of fractions of the unsaturated acids from 
lard and from linseed oil. 

(4) A comparison of the activities of linseed oil and raisin seed oil. 

(5) An examination of the potency of the methyl ester of tlie highly un- 
saturated docosahexaenoie acid (CggHggOg) of cod liver oil. Through the generosity 
of Dr E. H. Farmer an opportunity was afforded to test the efficacy of this acid 
reauitly isolated by him from cod liver oil {Farmer & V&n den Heuvel, 193S, 2]. 

(6) A tc'st of the curative actions, if any, of chaulmoogra oil and chaulinoogric 
acid, of methyl araehidate and of f);10:12-trihydroxystearic acid. 

Biological technique 

The experiments deserilxHl in the present pajXT have been in progress for 
about 5 years so that the technique has varied slightly over this period, but the 
regime* of Burr et ah fl932J has besen followed fairly closely. 

Young rats weaned on a stock diet at an age of 21 days and a weight of 
about 40 g. were jdaced in separate cages with coar.se wire grids. Sometimes fine 
wire grids and c^otton-wool lx*dding were given when the animals seemed in a 
precarious condition in seven* weather. As it takes months to prepare the 
animals it is very important not to lose them when the time* for testing 
approaches. 

The diet consisted of: easenn (British Drug Houses, fat- and vitamin-free), 
12%; sucrose, 84d %; salt mixture, McCollum 185 [McCollum & Davis, 1914], 
3-9%. 

The diet was given ad libitum, slightly moistened. The vitamin B complex 
was supplied as 0*(55 g. p<‘r head daily of dried brewer's yeast which had been 
continuously extracted with ether for 24 hr. This supplement was given sepa- 
rately and was frequently refused at first, but if it was withheld for the first 
7-10 days it was subsequently taken with avidity and was found an admirable 
vehicle for administering the test dose, whether this took the form of an oil or a 
solid. Vitamins A and D were given as 0*5 mg. daily per head of the unsaponi- 
fiable fraction of a cod liver oil concentrate, of value 4000 blue units, dissolved in 
paraffin oil. In the latest experiments (rats belonging to litters 4273-4350) 
vitamin A was derived from a fish liver oil concentrate, but vitamin D was given 
as 2-3 i.XT. daily of irradiated ergosterol dissolved as before in paraffin oil. 
Vitamin E was not given except in the latest experiments (rats numbered as 
above) when it was given for a portion of the depletion })eriod and for the test 
period as an unsaponifiable fraction of wheat germ oil, prepared by the Glaxo 
Laboratories. It was administered without solvent in a dose equivalent to about 
2'Og. wheat germ oil weekly. The distilled water used for drinking and for 
moistening the food contained 0-27 mg. KI per 1. 

On this diet the behaviour of the rats conformed with that described by 
Burr & Burr, After about 2 months the weight curve began to flatten and the 
skin lesions began to appear and to beoome progressively more severe. Tests were 
usually started after about 4 months on the diet, but no rigid rule was established 
in this respect. A few tests which were started when the rats had only been 
receiving the deficient diet for about 70 daj'^s could not be regarded as reliable, at 
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least from the standpoint of resumption of weight increase. After a period of 
4 months or more on the deficient diet the writers considered that weight increase 
could be accepted as some measure of the potency of the materials administered 
and the total weight increase in an experimental period of 35 days was taken as 
one criterion. The total weight increase was calculated as the weight on the day 
on which dosing was begun subtracted from the weight 35 days later. 

For quantitative estimation, weight increase has been the chief criterion used 
by Burr and his co-workers, by Moore [1937] and by Turpeinen [1938], The last 
also used as criterion the restoration of the oestrous cycle towards normal. 

While accepting weight increase as one criterion, the present workers hold 
very strongly the opinion that, since weight increase is a non-8pt^.cific response, 
it should not be used as the only criterion, and that cure of symptoms must be 
included as an indispensable part of the test. A serious objection to the use of 
this additional criterion is the great irregularity with which most of the lesions 
tend to appear. The kidney symptoms descril^ed by Burr & Burr were sometimes 
seen. The development of the so-called scaly tail, Ix'tter described as a corrugated 
or annulated tail, was very irregular, the tails of individual rats sometimes being 
almost normal at a time when their litter-mates were showing a very severe 
degree of annulation. The other symptoms observed were general dryness of the 
skin and thinness of the hair with much scurf, showing best on parts of the body 
where the fur was dark. Dryness and scurfiness of the fore and hind paws and 
ears were also present; the most regularly observed site for this .state was the 
dorsal surface of the hind feet and front of the ankles. Dryness here occurred 
invariably and was finally adopted as the most satisfactory criterion for studying 
the cure of skin symptoms. With potently curative materials th(‘ skin of the 
insteps could be restored to normal within the 35 days of the exjX'Timental period 
during which curative material was administered and weight increase measured. 
Only three degrees of healing could be satisfactorily distinguished: complete 
healing, designated by -I- -h in the Tables, in which the ankles were restored to 
normal; partial healing, designated by -f-, in which improvement was definitely 
present but the ankles were still abnormal ; no healing, designated by 0, in which 
the ankles were unchanged or worse. 

Even when lesions of the tail were well developed, as they usually, but not 
always, were, it was found impossible to use them to measure the ^at^^ of healing 
since the process was much too slow. Within the experimental |)eriod of 35 days, 
even when healing of the ankles was complete, the tail might show little change. 
If the cure was continued long enough the tail could be restored entirely to normal , 
but in 35 days it might even appear worse owing to the vigorous desquamation 
which sets in at the begimiing of the healing process. The writers share the 
impression expressed by Brown & Burr [1936] that the skin lesions are somewhat 
influenced by weather changes, being aggravated by the same type of cold dry 
weather as causes the human skin to chap. This adds to the difficulties in ap- 
praising cure. Very severe lesions of the external skin about the mouth of the 
rats were sometimes observed but these were due to the burning action of the 
curative materials administered and not to the deficiency. For instance, methyl 
linoleate and linolenate, and the methyl docosahexaenoate in these experiments, 
and ethyl laurate and acids from hydrogenated tung oil in other experiments, 
had the effect of seriously damaging the skin about the mouth, causing the upper 
layers with all the hair attached to shell off. No internal lesions appeared to have 
b^n produced. Materials having this effect were therefore always intimately 
mixed with the dried yeast dose, and in this way did not wet the rat's lips and 
were not objected to. 
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Although a source of vitamin E was given in some experiments and not in 
others there was no convincing evidence that its absence madt; any significant 
diffenmoe in this test. Skin lesions were healed and weight increase appeared to 
be promoted as well in its presencie as in its absence. A cjuite different type of 
skin lesion with large raw and bleeding areas appeared in some cases and may 
have been due to vitamin E deficiency but this is quite uncertain. All the rats 
tended to become very nt‘rvous and fidgety when untreated and to improve on 
treatment, so that the essential unsaturated fatty acid was the probable sedative 
factor. 

Since there is no recognized standard material and no curve of response 
available for tests on the unsaturated fatty acids, estimations of the potency of 
materials were made as a series of simultaneous eomj)arisons in which the 
weight increase and degrc*e of healing of the skin of the ankles of litter-mate rats 
wen* conipar(*d. Some negative (controls and some jK>sitive controls receiving 
linst'cd oil were usually included, but the larger iiumlx*r of rats was devoted to 
some sjx*cial comparison. Thus, for example, in the first experiment the action of 
methyl linoleate was directly compared with that of methyl linolenate; in th(* 
s(‘eond the potencies of linusic and awlinusic acids were compared ^ith one 
another and with that of lins<*od oil. When only small amounts of material were 
available or when preliminary exfxriments gave an unequivocally negative 
n*sult, full comparisons were not made. A certain number of materials tested in 
this way are included in Table* III. 

Sin<*(' rats for this test take so long to jirepare they w(*re sometimes used a 
second time when the material first tested had proved negative. Negative controls 
wen* also subsetjuently used for tests. As an additional form of positive control, 
rats which had given a negative result were usually eventually treated with some 
known positive material such as wheat germ oil or linseed oil, but no record of 
this form of positive control is included here. 

Experimkntal 

(1) Cojnparison of the relalive potencies of methyl linoleate, methyl linolenate and 
linseed oil with one test of methyl ^dinoleate. Effect of elaidimtion on the 
potency of linoleic and linolenic acids. 

Burr ei al. [1932] found methyl linoleate and methyl linolenate equally 
effective in curing the lesions and restoring weight increase in rats which had 
received a fat-fixM* diet. The curativ'e effect of linoleic acid has been repeatedly 
confiiTued [Evans & Lepkovsky, 1932; Tange, 1932; Becker, 1934: Becker, 1935; 
Moore, 1937; Turpeinen, 1938]. As regards linolenic acid the facts are not so 
well established. The experiments with pun* methyl linolenate seem to have been 
repeated only by Tange [1932], who concluded that linoleic and linolenic acids 
were equally effective in promoting weight increase and bringing about a cure. 
His experiments do not, however, appear entirely to justify this conclusion. He 
describes expt^riments in which groups of 2 and 3 rats were dosed daily with one 
drop of methyl linoleate and linolenate K*spectively, and says that when growth 
was somewhat retarded the dose of methyl linolenate was increased to 2 drops 
but no great improvement was observed; he further reports that this retardation 
and irregularity, which were not shown with linoleic acid, seerntni to be rather 
influenced by heat. A chart shows as equal the growth curves of two rats dosed 
with methyl linoleate and of two dosed with methyl linolenate, but no details are 
given as to the size of the doses. 

Since linolenic acid is always accompanied in plant oils by linoleic acid, 
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it is essential that the linolenic hexabromide from which the linolenic acid 
is prepai*ed should be carefully purified. In the experiments of Burr & Burr 
the samples of linoleic and linolenic acids used were obtained from maize and 
linseed oils respectively. Tlie unsaturated acids were brorainated and the resulting 
tetra- and hexa-bromostearic acids were carefully purified by recrystallization. 
These were then debrominated, esterified and distilled at less than 1 mm. 
pressure. The preparation of linolenic hexabromide melted at 180 to 181", so 
that it could not have contained any appreciable cpiantity of the linoleic 
tetrabromide. Burr & Burr tested the material thus prepared on a group of 3 rats, 
each receiving 3 drops of methyl linolenate daily, and on a group of 2 rats, each 
receiving 3 drops of methyl linoleatc daily.. The average total weight increases of 
the two groups in 63 days were almost identical, being respectively 31and 31-5 g. 

Chemical preparation. In the present experiments two preparations of 
linolenic hexabromide, derived from linseed oil and melting at 180-182" and at 
182'5" respectively, were used for the preparation of methyl linolenate; the 
Br contents were 62*0 and 63*06 % for the two samples, the theoretical value 
for linolenic hexabromide being 63*3 %. The iodine values of the two specimens of 
methyl linolenate used in the feeding tests were 230*6 and 245 respectively. 

The linoleic acid prepared from maize oil was converted into the linoleic 
tetrabromide, the m.p. of which was 115" ; the Br contents were 54*4 and 53*7%, 
the theoretical value being 53*3 %. This material was debrominated and estt*ri- 
fied, and the methyl linoleate thus prepared gave iodine values of 165*6 and 
166*5. To avoid oxidation the unsaturated esters wc^re scaled in small tulxjs filled 
with nitrogen and kept at 0". When a tube was in use for feeding the i.v. was 
tested at intervals to see that no marked oxidation had taken place. Under these 
conditions the i.v. of the methyl linoleate had fallen aftcT 24 days from 166*5 
to 163*1 and that of the methyl linolenate from 245 to 240. 

A sample of methyl jS-linoleatc was prepared by debrominating the liquid 
form of linoleic t€^trabromide. It had an iodine value of 135*2. 

The sample of linseed oil used for comparison in the feeding tc»8ts had r.v. 
180 and contained about 26% linoleic and about 44% linolenic acid. 

Biological tests. The biological tests were essentially a comparison betwc»en 
the potencies of methyl linoleate and methyl linolenate. (Iroups of 7-9 rats 
received a daily dose of 6 drops (0*08 g.) of one of these two substances or served 
as negative controls with no addition (sc^. Tables la and b). The average total 
weight increase in 35 days for the group receiving methyl linoleate was 23 g., 
for that receiving methyl linolenate 8 g. and for the negative control group 2 g. 
As regards the skin lesions of the ankles, all but one of the rats receiving methyl 
linoleate showed complete healing in 35 days ; of those receiving methyl lino- 
lenate all showed partial, but none complete, healing in the period, and the 
negative control group showed no healing at all. 

In addition two animals received daily 5 drops (about 0*08 g.) of linseed oil, 
one received 6 drops (0*08 g.) of methyl jS-linoleate and four received 1 drop 
(0*013 g.) of methyl linoleate. The numbers of rats for these tests are small but 
reference to Tables la and 16 shows that the average behaviour of these groups 
both as regards cure of lesions and resumption of weight increase was intermediate 
between that of the group receiving 0*08 g. methyl linoleate, and that receiving 
0*08 g. methyl linolenate. The average weight increase of 14 g. shown by the rats 
receiving one drop of methyl linoleate was greater than that of 8 g. shown by the 
rats receiving 6 dbops of methyl linolenate. 

The behaviour of one rat was of particular interest. After having received 
6 drops methyl linolenate daily for 13 days it had lost 19 g. in weight and was in 
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Table la. ToUd tvt. increase in 35 days of young rats which had received a diet 
devoid of fat for about 120 days^ and then were given methyl linoleate, methyl 
pdinokatCf methyl linolenatCy no supplement or linseed oil 

(HeRults marked with the same symbol *, t to the same 

individual rat in two different tests.) 




Methyl 

Methyl 

Methyl 

Methyl 

No 




linoleate 

linoleate 

/S-linoloate 

linolenate Rupplement LinHeed oil 



0 013 g. 

0*08 g. 

008 g. 

0 08 g. 

negative 

0 08 g. 

Litter no. 

Sex 

flaily (g.) 

daily (g.) 

daily (g.) 

daily (g.) controls (g.) daily (g.) 

4330 

3 

'i 

17* 

13 


l*4t 

- 10* 

- 1 



9 

1*8 


• 

7t 



4329 

n 

O 


19 


2 

-17 

20 




30 


9 

n 

20 


Q 

\2t 





4338 

i 


31 

16 

8 




;j 

• 

18 


-19i, 

(13 days) 
25 




V 

13§ 

.39. 




4350 

3 


10 


3 

3 

3 

5 


Av. 


14 

23 

16 

8 

2 

20 


Table 16, Healing of skin symptoms in 35 days. Same series as above. 
Three degrees of healing recognized : complete -f + , partial -f , none 6 


Litter no. 

Sex 

Methyl 

linoloatt' 

0<»13g. 

daily 

Methyl 

linoleate 

0-08 g. 

daily 

4.330 


+ + * 

■t t- 









4329 

3 


H 4. 






9 

+i 

• 

4338 

? 

, 

4- + 


V 


4- 4- 


9 

+§ 

+il 

43.50 

3 

, 

. 



. 

4- 4- 


Methyl 

Methyl 

No 


/S-linoleate 

linoleTiate .Ruppleraent Linseed oil 

008 g. 

0-08 g. 

negative 

g. 

daily 

daily 

controls 

daily 



e* 



+ t 

B 



'r t 

• 



4- 

B 

4- 



B 

4- 


^1: 

(13 days) 


-f* B 

4 e 


a very precarious condition. The dose was changed to 6 drops daily of methyl 
linoleate ; the rat at once ceased to lose weight and quickly began to gain . making 
a total weight increase of 39 g. in the 35 days immediately ensuing (see Table la, 
by rat 4338 2||). The skin lesions of the ankles were not, however, completely cured 
within this period. Rats did not usually lose weight when receiving methyl 
linolenate, so that this is the only case in which so marked a curative action of 
methyl linoleate in contrast with methyl linolenate was demonstrated. 

A certain number of the rats continued to receive the unsupplemented 
deficient diet after the end of the 35-day period of dosage with methyl linoleate 
or linolenate, and they were observed for irregular periods varying from 30 to 
80 days. Thdr behaviour showed a powerful and sustained action of methyl 

Bioohem. 1938 xxxn 
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linoleate and a weak and transitory one of methyl linolenate. Of 6 rats receiving 
the former, all continued to gain in weight slowly and the unhealed lesions of 
skin and tail, excluding the ankles which were already healed, progressed steadily 
towards cure. Of 3 rats which received 6 drops of methyl linolenate, only one 
made any sustained weight increase and none showed any progress of the cure ; 
the ankles, which were only partly healed at the end of the period of dosage, never 
showed any tendency to complete healing (see Table II). 

Table II. Subaeqmni behaviour of rata receiving the unmpplemerUed fat-free diet 
in the period immediately following a 35-day period of dosage with 0-08 g, daily 
of methyl linoleate or meihyl linolenate 

Total wt. 

Length of incitsase in 





I)erjod 

period 




'without 

w ithout Ilehaviour of symptoms 

Litter 


Previous daily 

supplement 

days 

supplement in t)eriod without 

no. 

Sex 

supplement 

K* 

supplement 

4330 

o 

Methyl linoleate 0*08 g. 

80 

33] 


4329 



70 

28 

All skin and tail lesions 

4329 

$ 

99 

70 

20 

continuing to progress 

4338 

9 

99 

30 

16 

towards normal 

4338 

9 

99 

36 

isj 


4330 

V 

Methyl linolenate 0*08 g. 

45 

0 

1 No progress in healing 

} TjI of lesions. Partly 

1 healed ankles showing 

' * 1 no improvement 

4329 

9 


42 

1 

4329 



45 

12 


All the experimental evidence thus obtained, therefore, went to indicate that 
methyl linoleate exercised a potent and prolonged action in counteracting the 
effects of a fat-free diet, while methyl linolenate had only a weak and transitory 
action. 

Discussion, The difference thus established is of especial interest since there is 
general agreement that whilst linoleic acid is normally a constituent of the body 
lipins, linolenic acid is only present in small amounts, as the result of adminis- 
tering it in exceptionally large amounts [Ellis &; Isbell, 1926; Spadola k Ellis, 
1936]. Thus Hartley [ 1909] found evidence of the presence in the liver, heart and 
kidney of pigs of unsaturated acids with one, two, and four double bonds. 
Snider & Bloor [1932-3] found oleic, linoleic and arachidonic acids in ox liver 
lecithin, and failed to find linolenic acid, a result confirmed by Sllcnk & Schoene- 
beck [1932]. Turner [1930] found no linolenic acid in sheep’s liver. Eckstein 
[1929] found linoleic and arachidonic acids in rat tissues but no evidence of 
linolenic acid. Levene ft Rolf [1926] described linolenic acid as exceeding 
linoleic acid in amount in liver lecithin, but the hexabromide described, being 
soluble in ether, does not agree in properties with linolenic hexabromide. It 
seems certain, therefore, that though linolenic acid may be consumed in large 
quantities it is not taken up as a constituent of the body lecithins. Since it is not 
stored in the body it is not surprising that after its administration has been 
stopped, no further increase in weight or improvement of symptoms takes place 
in the rat. Linolenic acid must he more rapidly transformed on entering the 
body than in linoleic acid, and it is possibly owing to this change that methyl 
linolenate is so markedly inferior to methyl l^oleate in its effect in counteracting 
the effects of a fat-free diet. 

Effects of daidized linoleic and linolenic acids, Tange [1932] added 0*5% 
elaidic add to thefat-fi'ee diet of 5 rats of which two failed to show weight inciease. 
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He reports that this acid was ineffective in curing symptoms and behaved like 
oleic acid. 

Preparation, Linoleic and linolenic acids were elaidized according to the 
directions of GriflSths & HUditch [1932] and the methyl esters were used for the 
biological test. The esters were orange in colour; the i.v. of the original methyl 
a-linoleate was 165-6, and after elaidization it was 157-2. The t.v. of the original 
methyl a-linolenate was 230-6, and after elaidization it was 215. 

Biological teM. One rat received 0*08 g. daily of elaidized methyl a-linoleate 
and showed a weight increase of 24 g. in the experimental period, with partial 
healing of skin lesions. Another rat received the same amount of elaidized 
methyl a-linolenate and showed no weight increase but about the same degree 
of healing; it was found to be suffering from the chronic lung affection of rats 
which would affect adversely its capacity to put on weight (see Tabh- HI). The 
elaidized methyl a-linoleate still contained a large proportion of non-elaidized 
linoleate ; the degree of healing was inferior to that previously observed with the 
same dose of methyl linoleate. 


(2) Examination of the potencies of certain oxidation products of linoleic and 
linolenic acids, (a) Tetrahydroxy stearic acids : tests on mixtures of a- and j8-, 
and, of y- and h- tetrahydroxy stearic acids, {b) Dioxidostearic acid, (c) Hexa- 
hydroxystearic acids: linusic and isolinusic acids. 

(а) Teirahydroxystearicacids. Nothing is known as to the changes which linoleic 
and linolenic acids undergo in the body* It seemed possible that, as a further stage 
in metabolism, oxidation products might be formed. This possibility cannot be 
tf’^sted exhaustively even for the hydroxystearic acids, since few of them have been 
isolated. Thuseight racemieformsof tetrahydroxy stearic acid may theoretically be 
derived from linoleic acid but only foiu* of these are known ; a- and)3-tetrahydroxy- 
stearic acids, melting respectively at 154-7^ and 171-3", have been obtained by 
the action of KMnO^ on linoleic acid in alkaline solution. The y- and 8-forms w'cre 
obtained by Nic(3let & Cox [1922] by the addition of HOBr to linoleic acid and 
the conversion of the hydroxybromo-derivatives into the tetrahydroxy-acids. 
The y-form melted at 144-5^, the S-form at 135\ 

Preparation. Mixtures of the 9:10:12:13-a- and jS- tetrahydroxy-acids were 
prepared with m.p. 164-166®, and of the 9:l():12:13-y- and S-tetrahydroxy-acids 
with M.P. 145-146® by the above methods. These two mixtures were used for 
biological tests. 

Biological tests. Three rats received 0-2 g. daily of the mixture of the a- and 
j3-forms, and one rat received 0-2 g. of the mixture' of y- and 8-forms (see Table III) , 
but no weight increase or amelioration of skin symptoms occurred in any case. 
Thus no indication of the activity possessed by litioleic acid was shown by these 
tetrahydroxy-addition products of it. 

(б) Dioxidostearic acid. Preparation, Dioxidostearic acid w€w prepared by the 
method of Green & Hilditch [1935], by^ the oxidation of methyl linoleate with 
perbenzoic acid in chloroform solution and recrystallization from hot 70% 
alcohol. It melted at 78-79®. 

Biological test, A daily dose of 0*2 g. of the preparation was added to the diet 
of one rat for 35 days. It showed no gain in weight and no healing of skin 
symptoms; a Utter-mate negative control gained 7 g. in the same period (see 
Table III). 


138—2 
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Table III. Total wt, iiMyrease and healing of skin symptoms in young rcUs which had 
received a diet devoid of fat, for about 120 days and then various supplementary 
materials for differing periods 

Duration Wt. 


Litter 



Dose daily 

of dosing 

increase 

Healing of 

no. 

Sex 

Material 

g- 

days 

g- 

symptoms 

4329 


Elaidized methyl a-linoleato 

008 

35 

24 

+ 

4329 

$ 

Elaidized methyl a-linolenato 

0-08 

35 

0 







(pneumonia) 

4076 

? 

9:10:1 2: 13-a- and j8-tetrahydroxy- 

0-2 

36 

0 

8 



stearic acid 





4076 

? 

t* 

0-2 

35 

0 

8 

4330 

c? 

»> »> 

0-2 

35 

- 9 

8 

4330 

c? 

9:10:12:i3-y- and 3-tetrahydroxy- 

0-2 

35 

- 9 

8 



stearic acid 





4338 

? 

DioxidoBtearic acid 

0-2 

35 

- 3 

8 

4350 

o" 

Methyl docosahexaenoate 

0()6--0l 

35 

24 

?< 

4360 

9 

•f 

0*0(M)'l 

35 

21 

r< + 

4273 

3 

Chaulmoogra oil 

016 

13 

^ 5 

8 



Chaulmoogric acid 

0-2 

5 

0 

8 

4330 

3 

Methyl arachidate 

0-3 

15 

9 

0 

4273 

o 

-r 

9:10:12-trihydroxy8tearic acid 

0-2 

35 

4 

8 


(c) Hexahydroxystearic acids : linusic and imlinusic acids. Thirty-two racemic 
isomerides of the hexahydroxystearic acids derived from linolenic acid are 
theoretically possible ; the racemic linusic and Molinusic acids obtained by oxi- 
dation with KMn 04 of the unsaturated acids of linseed oil [Rollett, 1909] are the 
only ones known. 

Preparation, Linusic acid, m.p. 190-197® and wliniisic acid, m.p. 172-174®, 
were prepared as above. 

Biological tests. The results are set out in Tables IV a, h. Five rats received 0'2 g. 
daily of linusic acid ; 7 received the same amount of isolinusic acid, and 2 received 
0*1 to 0'13 g. daily of a mixture of both acids. All tended to show some weight 
increase, the 12 animals which received 0*2 g. daily giving an average total weight 
increase for the experimental period of 6 g., as compared with an average total 
weight increase of 3 g. for 7 litter-mate negative controls with no supplement, 
and of 20 g. for 5 litter-mate positive controls receiving 3-10 drops (0*05-0*16 g.) 
linseed oil daily. This performance appears to represent a definite though small 
weight increase by the rats receiving the hexahydroxystearic acids, not gn^atly 
inferior to that of rats receiving methyl linolenate, as already describt^d (see 
Table la). As regards the healing of akin lesions the rats receiving the hexa- 
hydroxystearic acids behaved like the negative controls. It is regrettable that 
rats receiving methyl linolenate were not included simultaneously in this com- 
parison ; when it was begun the inferiority of linolenic to linoleic acid had not been 
established and it was thought that the mixture of both these acids, represented 
by linseed oil, would be a satisfactory material for a positive control. 

The faeces of the rats fed with the tetrahydroxy-acids in the previous experi- 
ment and the hexahydroxy-acids in the present experiment were large and pale 
in colour and obviously contained a large amount of the hydroxy-acids ad- 
ministered. Indeed it is doubtful how much of substances of such high melting 
points and so insoluble in Vater could be absorbed; the amounts absorbed can 
only have been a small fraction of the dose administered. The solubility in water 
of the hexahydroxy-acids is appreciably greater than that of the tetrahydroxy- 
acids, and possibly more of these may pass through the intestinal wall. For a 
part of the experimental period one rat received ethyl linusate and another ethyl 
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Table IV a, Toful wt, increase in 35 days of yming rats which had received a diet 
devoid of fat for about 120 days, and then were given linusic acid, isolinvsic 
acid, no supplement or linseed oil 


Litter 


Linusic acid 
0^2 g. daily 

lAoLinuRic acid 
0*2 g. daily 

X"o Hupplement 

Linseed oil 
3-10 drops daily 
(0 05 to 01 6 g.) 

no. 

8ex 

K- 

g- 

g* 

g- 

4075 

V 

9 

9 

, 

17 


0 


. 

8 


4076 


11 

12 

4 

17 

4273 


- 4* 

- !♦ 

- 1 




0* 







-13 

-13 

25 

4330 

r , 

T 

. 

4 

- 1 

. 

4350 


6 

8 

8 

10 

3262 

T 

. 

7 

4 

25 

2iK)7 


j 

LinuHic and MolinuHic acidH mixed 
0*MM3g. 

9 

- 1 


2931 

3 


35t 

6+ 

26t 

Av. 


5 

6 

3 

20 


H 


* Kx|)ennient lasted 30 mstead of 35 days. 

t Experiuient ntartod on 75th instead of about 120th day. 

Table IV b. Healing of akin symptoms in 33 days. Same series as in Table IVa. 
7'hree degrees of haling recognized, complete -f + , partial -f , and none 0 

J allseed oil 

Fritter Linusu' acid f>oIjinusic acid 3 -10 drops daily 

no. iSex 0-2 g. daily 0-2 g. daily Xo supplement (U'05-0*10 g.) 

4075 V ^ 0 . 4- 

. . e 

4076 ^ $ e e 

4273 V e* e* e 

e* . . 

4330 $ e 

4350 ? d $ e + + 

3262 o . 0 e + 

Linusic and i^olinusic acids mixed 
01~013g. 

2907 9 e 9 . 

2931 a ^ 

* Experiment lasted 30 instead of 35 days. 

t Experiment started on 76th instead of about 120th day. 

isolinusate, instead of the corresponding acids, in the hope that the esters might 
be better absorbed, but weight increase was not favourably affected. An attempt 
to promote absorption was also made by adding about 0*25 g. daily of coconut 
oil simultaneously with the dose of 0*2 g. daily of linusic acid to the diet of one 
rat for a part of the experimental period, but without result. 
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The experiments with these hydroxy-derivatives cannot, therefore, be re- 
garded as conclusive since there was no test of the amount absorbed. The small 
positive efiFeot on weight increase observed in the case of linusic and tsolinusic 
acid seems, however, even more convincing when it is remembered that a 
considerable proportion of the original dose was certainly excreted in the faeces. 


(3) Comparison of the potency of the unsaturated acids from 
lard and from linseed oil 

When Burr & Burr [1929] first described the deficiency disease produced by 
a fat-free diet they found that the condition was cured or prevented by the 
inclusion of 2 % larf in the diet. They referred to lard as one of the best curative 
fats and suggested that this may possibly be due to the presence of arachidonic 
acid in the lard fat. Later Burr et at. [1932] tested the efficacy of arachidonic 
acid by replacing 10 % of a mixture of the esters of linoleic and linolenic acids by 
methyl arachidonate and comparing the effect of 3 drops of the mixture with that 
of 3 i’ops of the original ester mixture. The mixture containing the arachidonate 
proved to be appreciably less active in promoting weight increase than the original 
mixture. Turpeinen [1938], on the other hand, estimated the effect on weight 
increase of pure methyl arachidonate and found it three times as potent as methyl 
linoleate. He does not, however, give any account of its h(^aling effect on the 
skin lesions, though he found it potent to restore the oestrous cycle towards 
normal. 

The amount of arachidonic acid in lard is usually less than 0*1 % [cf. Ellis 4; 
Isbell, 1926; Spadola & Ellis, 1936]; the sample used by Burr & Burr contamed 
0*06 % so that it does not seem probable that the potency of the lard dejK*nded 
to any great extent on its content of arachidonic acid. Its effect must, therefore, 
have been due chiefly to its content of linoleic acid. In the lard derived from 
maize-fed pigs used by Burr 4 Burr, the percentage of linoleic acid was 6-7. The 
percentage of linoleic acid in lard is extremely variable, being dependent on the 
previous diet of the pig. The lard of an animal fed with a ration containing oils 
rich in linoleic acid may contain as much as 20 % of linoleic acid, and when soya 
bean has been included in the food 35 to 36% has l>een found [Banks 4 Hil- 
ditch, 1932; Ellis 4 Isbell, 1926; Ellis et al. 1931], but usually the linoleic acid 
content is telow 10%. Percentages varying from 23 to 70 are given for the 
linoleic, and from 18 to 49 forvthe linolenic, acid content of linseed oil, but 
since the proportions of the two acids vary inversely to one another, the iodine 
value of the oil is fairly constant. Burr 4 Burr 1 1929] and Burr et al, [1932] found 
lard less potent than linseed oil. 

Preparation. The methyl esters of the unsaturated acid fraction were pre- 
pared from American lard, distilled in vacuo, and a fraction with r.v. 111*7 was 
used for the biological tests. This would correspond with a mixture of about 70 % 
oleic and about 30 % linoleic acids. 

A fraction of the unsaturated adds from linseed oil was also prepared ; it had 
i.v. 199 to 200 and contained approximately 20% oleic, 30% linoleic and 60% 
linolenic acid. The linoleic acid content of the fraction derived from the lard 
was thus about the same as that of the fraction derived from the linseed oil, but 
the linseed oil fraction contained in addition nearly double the amount of 
linolenic acid. 

Biological UaU. Groups of 4 litter-mate rats received 3 to 6 drops (about 
0*06-0*08 g.) daily of the fraction of unsaturated acids from lard a nd from 
linseed oils, two anim als in each group receiving 3 and two 6 drops. The average 



ESSENTIAL FATTY ACIDS 


2173 


total weight increase was 29 g. in both groups, and all the animals showed partial 
healing of the ankles to about the same extent (see Table V). It is therefore 
concluded that the activities of these two fractions were about the same. 

Table V. Total wt. increase and healing of skin symptoms in 35 days of young reds 
ufhich had rejceived a diet devoid of fai for about 120 days, and were then given 
unsaturated fatty acid fractions from, lard or linseed oil 



Linseed oil arids 

Lard acids 

Linseed oil acids 

Lard acids 


3-6 drops 

3-6 dro(»H 

3-5 drops 

3-6 drops 

Litter 

(0-05-f>-08 fi.) 

(0-05-0-08 g.) 

(0-05-l> O8 g.) 

(005-0-08g.) 

no. Sex 

g- 

g- 



3262 

36 

27 

-r 


? 

21 

21 

-r- 

+ 

i26r)’8 r; 

40 

48 

O- 

-H 

1258’8 , 

16 

22 

4- 

-f- 

Av. 

28 

•29 

. 



These experiments seem to afford additional confirmation of the great 
superiority of linoleic ov<‘r linolenic acid as a curative agent, for the two fractions 
contained about the same amount of linoleic acid, but the linseed oil contained 
a large amount of linok^nic acid in addition. 

Lard and linseed oil vary so much in their linoleic acid contents that consider- 
able discrepancies bcitween the results of different workers must be expected, 
and fecKiing experiments in which different samples of lard are used can be 
justly compared only when the linoleic acid contents have first been determined. 

(4) Comparison of the. potencies of raisin seed oil and of linseed oil 

Raisin se^ed oil, which has only comparatively recently appeared on the 
market, is a by-product of the wine industry". A sample of material of Californian 
origin was contributed by Messrs W. J. Bush and Co., Ltd. for a biological test. 
This sample of raisin seed oil provini to have i.v. 122*4. It contained 93*5% of 
fatty acids, the i.v. of which was 126*7, with 1*07% of unsaponifiable matter. 
On bromination no ether insoluble bromide was obtained, and the percentage 
of linoleic acid was therefore calculated to be 38*6, no evidence* of the presence of 
linolenic acid having been obtained. 

The linseed oil used was that already described (p. 2166) as having a content of 
about 26% linoleic, and about 44% linolenic, acid. 

Biological test. Four litter-mate rats received for 35 days 5 drops (about 
0*08 g.) daily of the raisin seed oil, four received the same amount of linse^ oil, and 

Table VI. Total tvt, increase and healing of skin symptams in 35 days of young rats 
which had received a died devoid of fat for about 120 days, and then were given 
linseed oil or raisin seed oil or no supplement 






No 



No 



Linseed 

Raisin seed 

supplement 

Linseed 

Raisin seed 

suppleinejit 



oil 5 dropc 

» oil 6 dn)pB 

negative 

oil 5 drops 

oil 5 drops 

negative 

litter 


(0*08 g.) 

(0*08 g.) 

controls 

(0*08 g.) 

(0*08 g.) 

controls 

no. 

Sex 

g- 

g* 

g* 




4075 


39 

52 

10 

+ 

4- + 

e 


c? 

, 

31 



4 - + 

• 


9 

16 

18 

. 

+ + 

-h 4“ 

• 

4076 

3 

28 


0 

+ 

, 

e 


$ 

17 

12 

6 


4- 4- 

e 

Av, 


25 

28 

5 
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three received no supplement. The average total weight increases in the period 
were 28, 25 and 5 g., respectively. All the four rats receiving raisin seed oil, and 
one rat receiving linseed oil, showed complete healing of the ankles in the period ; 
the other three rats receiving linseed oil showed partial healing; the three 
receiving no supplement showed no healing (see Table VI). 

A slight superiority of raisin seed oil over linseed oil seems therefore to be 
established. The result harmonizes well with the other results obtained and 
confirms the marked inferiority of linolenic to linoleic acid, since the linseed oil 
sample had a large content of linolenic acid, but somewhat less linoleic acid than 
the raisin seed oil. 

(5) TeM of the potency of the metKyl eMer of the docosahexaeimic acid 
isolated from cod liver oil by Fanmr ds Van den Heuvel 

There is a mass of evidence in the literature showing that cod liver oil , although 
ineflFective in curing the skin lesions produced by a fat-free diet, is c^fFective in 
promoting weight increase. Thus Sinclair [1929-30] found that this oil, addeni as 

10 % of the otherwise fat-free diet of rats, did not cure scalincss, whereas 1 % of 
lard was effective. Graham & Griffith [1930-31] reported a daily dose of 9-12 
drops of cod liver oil as ineffective while wheat germ oil and lard cured well. 
Burr etaL [1930-31] gave 2-5 drops of cod liver oil daily and found weight increase 
renewed though the scaly tail was not cured. McAmis et al. [ 1929] found the rate 
of weight increase of fat-deprived rats much improved wh(‘n 0*02 g. cod liver oil 
was added to the daily ration. These results would indicate the absence of linoleic 
acid from cod liver oil and the presence of other unsaturated acids able to pro- 
mote weight increase but unable to alleviate the skin lesions [Burr et al,, 1930-31]. 
From the figures given by Banks et at. [1933] for the iodine values of the iin- 
saturated acids derived from the depot fat of rats which had re(i<‘ived a fat-fm‘ 
diet supplemented with cod liver oil, it is clear that when cod liver oil was given, 
highly unsaturated acids were laid down in the depot fat. 

The composition of cod liver oil was investigated by Guha et al, [1930] who 
examined the methyl ester fractions of the unsaturated acids obtained by distil- 
lation under a pressure* of 1 mm. If it is assumed that the iodine value of the 
fraction containing 18 carbon atoms is entirely due to the presence of oleic and 
linoleic acids, the proportion of linoleic acid would correspond with a content of 
about 12% in the original oil. The fraction containing 18 carbon atoms formed 
18-32% of the total acids and absorbed from 2-8 to 4 atomic proportions of 
hydrogen. There was, however, no actual identification of linoleic or linolenic 
acid, and the same values could be obtained from mixtures of isomeric acids. In 
view of the absence of healing of the skin lesions when large doses of cod liver 

011 are added to the fat-free (Bet, it is difficult to believe that any appreciable 
amount of linoleic acid can be present in the oil [cf. Burr et al,, 193(1-31]. 

Farmer & Van den Heuvel [1938, 2] have recently pointed out that, in all 
fractionations of the methyl esters of cod liver oil previously carried out, changes 
occurred which pointed to the occurrence of alterations in structure during 
distillation. After distilling the esters, even at a pressure of O*! mm., evidence of 
the presence of conjugated double bonds was obtained whereas there was no 
evidence of their presence before distillation. Much polymerization also occurred 
and the fractions isolated consisted of constant boiling mixtures. Farmer ft 
Van den Heuvel [1938, 1] have, therefore, used the method of molecular distilla- 
tion in which pressure was reduced to 0^001 mm. In this way, from 960 g. 
unsaturated acids, 225 g. of an acid containing 22 carbon atoms and 6 double 
bonds was isolated, no conjugated double bonds being present in the molecule 
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[Fanner & Van den Heuvel, 1938, 2]. The fraction containing 18 carbon atoms, 
when hydrogenated, gave pure stearic acid; the value for the hydrogenation 
numlxjr indicated that it contained 2-7 double bonds, so that in composition it 
approximated more nearly to linolenic than to linoleic acid. 

A sample of the methyl ester of the hexaenoic acid was contributed by 
Dr Farmer and was used for a biological test. 

Biological test. The methyl ester of the docosahexaenoic acid had a strong 
fishy odour and was much disliked by the rats. It also showed in a high degree 
the property already mentioned (see p. 2164) of rlestroying the upper layers of the 
skin about the mouth, wherever it was allowed to come into contact with them, 
though no damage appe^ared to be caused to the mucous membrane of the mouth 
or in^stinal tract. By intimate admixture with the daily yeast dose its con- 
sumption was satisfactorily secured. 

Two rats received a daily dose of 5-8 drops (0*06-0*l g.) of the material for 
35 days, in which period the weight increase was 21 and 24 g. Such weight 
increase much improved the appearance of the animals, making it diflScult to 
decide whether there was or was not some small improvement in the skin lesions ; 
the ankles were, however, still rough and quite unhealed at the end of the period 
(see Table ITI). After the 5 weeks' experimental period the two animals were 
maintained on the same diet, without addition of the daily dose of acid, for 
another 14 days, on the chance that cure of the skin symptoms might continue 
and become^ more convincing as had been found to be the case with linoleic acid, 
but this did not occur. One rat, however, added another 5 g. of weight and the 
other 12 g. in this period. The behaviour of the rats was therefore in marked 
contrast with that of rats receiving linoleic acid, and there seem to be adequate 
grounds for distinguishing between the efiects of the highly unsaturated acids of 
(‘od liver oil, which enable body fat to be laid down, and those of linoleic acid, 
which in addition to promoting weight increase, produce rapid amelioration and 
final cure of skin lesions. 

(6) Tests for potencies of chatdmoogra oil and chaulmoogric acid, 
methyl arachidate and 9:70:12drihydroxys(earic acid 

Chaulmoogra oiL The sample of oil used had i.v. 101-3. One rat received 10 
drops (about 0-16 g.) daily for )3 days, but it lost weight and the oil appeared to 
be actually toxic (see Table III). 

Chaulmoogric acid was prepared from chaulmoogra oil. It had m.p. 65-5'' and 
I.v. 91-1. The same rat as above received 0-2 g. daily for 5 days; the material 
was badly consumed but appeared quite inactive, a result in agreement with that 
of Turpc'inen [1938]. 

Methyl arachidaie. In view of Turpeinen’s work on the activity of arachidonie 
acid, it was of interest to 8(^e whether any evidence of activity could be obtained 
which would indicate the unsaturation within the body of arachidic to arachi- 
donic acid. From arachis oil a fraction of saturated acid m.p. 72-75® was pre- 
pared, consisting mainly of arachidic acid. This was converted into the methyl 
ester. Owing to the high melting point the material would probably be badly 
absorbed in the biological test. 

Biological tcM, One rat received 0-3 g. daily of the material for 15 days during 
which period it lost 9 g. and showed no alleviation of symptoms. The result was 
regard^ as completely nc^tive (see Table III). 

9:10:12^Trih^roxystearic acid. The acid was prepared by oxidizing ricinoleic 
acid with KMn 04 ; crystallized from idcohol it melted at 131-134®. 



2176 


K M. HUME AND OTHEllS 


Biological test. One rat received 0*2 g. daily of the material for 36 days; it 
lost 4 g. and showed no improvement in skin symptoms. Like the ricinoleic acid 
tested by Turpeinen, it was thus completely inactive (see Table III). 

Summary 

1. The principal symptoms of the deficiency disease described by Burr & 
Burr as affecting rats maintained on a complete diet devoid only of fat were 
reproduced. 

2. The efficacy of various materials adequately to supplement the fat-free 
diet was studied. Resumption of weight increase and healing of skin symptoms 
were the criteria used, 

3. A rough method of estimating quantitatively the rate of healing of skin 
lesions is described. The importance of using some additional criterion more 
specific than weight increase is stressed. 

4. The efficacies of methyl linoleate and methyl linolenato were compared ; 
methyl linoleate was found much more potcmt and lasting in action than methyl 
linolenate, which possessed perhaps no more than one-sixth of the potency of 
methyl linoleate. 

5. Various oxidation products of linoleic and linoleiiic acid were prepared 
and tested. Mixtures of a- and and of y- and S-tetrahydroxystearic acids in 
daily doses of 0*2 g. were completely ineffective in promoting weight increase or 
curing skin lesions in rats. Dioxidostearic acid was similarly inactive. 

The hexahydroxy-derivatives, linusic and isolinusic acids, given in daily 
doses of 0*2 g., failed to benefit skin lesions but promoted a small but definite 
weight increase nearly equal to that evoked by administration of methyl 
linolenate in a daily dose of 0*08 g. All these oxidation products were solid 
substances of high melting point and were certainly absorbed only to a very 
limited extent by the rat’s intestine. 

6. The potency of a fraction of the unsaturated acids from lai*d was compared 
with that of a similar fraction from linseed oil and was found to be about the 
same, both as regards promotion of weight increase and healing of skin lesions. 

7. A similar comparison was made of linseed oil with raisin seed oil ; the 
latter was found slightly the more potent by both criteria. The linoleic acid 
contents of these two materials and of the fractions of linseed oil and lard were 
not greatly dissimilar but the linseed oil and its acids both contained 40% to 
60% linolenic acid in addition. These results therefore confirm the superior 
potency of linoleic to linolenic acid. 

8. The methyl ester of the docosahexaenoic acid u^olated by Farmer and 
Van den Heuvel from cod liver oil was tested and found to be potent in promoting 
weight increase but to have little or no action in curing skin lesions. 

9. Chaulmoogra oil and chaulmoogric add, methyl arachidate and 9:10:12- 
trihydroxystearic acid were also tested and found inactive. 

10. It is concluded that the ability of unsaturated fatty acids to supplement 
a fat-free diet in promoting weight increase is not necessarily associated with 
ability to heal skin lesions. 

Particular thanks are due to Dr E. H. Farmer for his most generous gift of 
methyl docosahexaenoate, and one of us (L. C. A. N.) is indebted to the Depart- 
ment of Sdentijfio and Industrial Research for a whole time grant. 
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CCLXXXII. THE NATURE OF THE FATTY ACIDS 
STORED BY THE LIVER IN THE FAT- 
DEFICIENCY DISEASE OF RATS 

By LESLIE CHARLES ALFRED NUNN and IDA SMEDLEY-MACLEAN 
Biochemistry Department, Lister Institute 

{Received. 31 October 1938) 

The part played by those unsaturated fatty acids which have been shown to be 
essential for the maintenance of rats in normal health is as yet quite unknown. 
A first step in elucidating this problem was to gain further knowledge as to the 
nature of the fatty acids stored when the animals were kept on a fat-deficient 
diet, and to observe the changes which occurred in them when the curative acids 
were fed. 

At the conclusion of feeding experiments carritKl out in co-op«^ration with 
Hume et al. [1938], we selected five groups of rats and examined the fatty acids 
present in the livers. The long period of preparation necessary before symptoms 
are sufiSciently well established for curative measures to bt* tested made strict 
economy desirable and in most cases before the rats were killed the negative 
controls had been utilized for further tests. It was not, thert^fore, possible to 
obtain a large group of negative controls for the isolation of the liver fatty acids 
and we had not sufficient material to make a separation into phospholipin and 
neutral fat. In normal animals the greater part of the liver fatty acids comes from 
the phospholipins; in the ox, Bloor & Snider [1930] give the proportion of phos- 
pholipin fatty acid to acid from neutral fat as 6 : 1 ; this figure is in close agree- 
ment with those given by Klenk & Schoencbeck [1932]. Theis |192S], on the 
other hand, gives the ratio as 5 : 4. Monaghan |1932] found that in fasting 
animals the proportion of neutral fat was much rais(»d. It seems probable that 
most of the highly unsaturated fatty acids came from the phospholipin fraction, 
but definite evidence on this point is still required. 

The five groups of rats selected were: 

(1) Two rats ((?+$) which served as our negative controls. These weighed 42 
and 46 g. respectively when placed on the fat-free diet. The diet was continued 
for 18 weeks and after the growth curve had remained flat for 6 weeks they 
received respectively daily doses of 0-2 g. linusic and wolinusic acids. These doses 
were continued for 6 weeks, during which period the weight of the linusic-fed rat 
increased by 5 g. and that of the one fed with tsolinusic by 8 g. For the next 

weeks before being killed they again received the fat-deficient diet ; these were 
chosen as being the nearest to completely negative controls available at the end 
of the feeding experiments. 

Although the linusic-fed rat only gained 6 g. in weight during the 5 weeks 
period of dosing, 171 g. increase was recorded in the 3| weeks immediately 
following cessation of the dose, then the weight remained stationary until the 
rat was killed 3][ weeks later. Since both rats had received the fat-free diet for 
7 weeks before they were killed and prior to that the comparatively inactive 
hexahydroxy-acids had been fed, these rats may probably be regwded as charac- 
teristic examples of rats fed on a &t-free diet. 

( 2178 ) 
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(2) Rais receiving methyl linoleate. Three rats ($) weighing 44, 45 and 46 g. 
respectively when transferred to the fat-deficient diet, were utilized. One of 
these, after it had been on this diet for 20 weeks, was given a daily dose of 6 drops 
methyl linoleatc for a period of 6 weeks during which its weight rose from 121 to 
152 g. A month’s cessation of dosing followed during which the rat’s weight 
increased by 16 g. and finally, for its last 3 weeks, it received 1 drop linoleate 
daily. The other two rats, after receiving the fat-deficient diet for 6 months, were 
both dosed with 1 drop linoleate daily for 38 days, the respt^ctive gains in weight 
being 12 and 15 g. This dose was shown to produce amelioration but not cure of 
symptoms and the rats, therefore, probably do not show the typical results of 
rats fed with the optimum linoleate dose. 

(3) Rats receiving methyl linolenate. Two rats ($) which had received the fat- 
free diet for 16 weeks were given, respectively, during the course of 1 month, a 
daily dose of 0*2 g. dioxidostearic acid and 1 drop of methyl linolenate. Finally 
for 38 days before they were killed, each received 6 drops linolenate daily. The 
elFects produced may therefore be considered as characteristic for rats fed with 
methyl linolenate. 

(4) Rats receiving linseed oiL Six rats (3 3 $) had received the fat-free 

diet for from 8 to 10 months. After 4 months one had been given 0*2 g. linusic 
acid daily for 5 weeks and then after a month’s interval a daily dose of 0*2 g. 
trihydroxystearic acid for another period of 5 weeks. In all cases for 2 to 
3 months bt^fore being killed, each rat had received a supplement of 5 to 
15 drops linseed oil daily. The typical fatty acids stored by rats on a diet con- 
taining linseed oil might, therefon*, be expected. 

(5) Rais fed with docosakexaenoic acid methyl ester [from cod litter oil). Two 

rats were utilized (1 1 5) which had served as negative controls for 6 months. 

During 2 weeks they each received a daily dose of 8 drops of the above ester 
[Farmer & Van den Heuvel, 1938] and for the subsequent 3 weeks, 5 drops daily. 
Dosage had ceased a fortnight before the rats were killed. Possibly if the rats 
had been killed whilst the diet still contained the ester supplement, the i.v. of the 
liver fatty acids might have been higher. 

As soon as the animals were killed, the livers w'ere removed, weighed and 
immc^diately thrown into a mixture of e(|ual parts of alcohol, water and caustic 
potash heated on a water bath. After it had been extracted with ether, the soap 
solution was acidified and the fatty acids were extracted by light petroleum. 


Table I 



Total 

Av. 

wt. 

liver 

Total 

wt. 

Wt. 

acids 

in 

O' 

,o 

acids 

l.V. 


wt. 

per 

fatty 

100 g. 

(«) 

(6) ' 

unsatu- 

No. 

livers 

rat 

acids 

liver 

unsaiu 

- satu- 

roted 

Supplement rats 

g- 

g* 

g* 

g* 

rated 

rated 

acids 

Group I. None 2 -h ?) 

16*5 

8-2 

0*62 

37 

62*1 

37-9 

121*2 

Group 11. Methyl lino- 3 ( 9 ) 
leate 

2P8 

7-3 

0*57 

2*6 

62*1 

37-9 

1636 

Group 111. Methyl lino- 2(9) 
lenate 

15*0 

7*5 

0*36 

2*4 

62*3 

37-7 

215*0 

Group IV. Linseed oil 6 (3^ 4*3$) 

55*0 

9*2 

1*25 

2*3 

61-7 

38*3 

'?02*8 

Group V, Methyl ester 2 + 9) 

of ood liver oil acid (do- 
cosahexaenoio acid) 

17-3 

8*7 

0-50 

2*9 

61-6 

38*4 

162*3 
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Three interesting facts emerge from the results recorded in Table I: 

(1) The weight of fatty acid calculated per 100 g. liver tissue was considerably 
higher in the negative controls than in the rats which had received a supplement 
of unsaturated acid. 

(2) Whatever the diet, the proportion of the weights of saturated and un- 
saturated acids remained extraordinarily constant, the ratio being 38 : 62. 
Sinclair [1935] found that the proportion of saturated to unsaturated acids in the 
rat liver phospholipin fraction was 33*6 : 60*9. 

(3) The iodine value of the unsaturated acids varied greatly, that of the acids 
from the negative controls being much lower than that from those rats which had 
received the doses of the esters of the unsaturated acids. 

The rats which had been fed with the Hnolenic ester or with linseed oil con- 
tained the most highly unsaturated fats in their livers. This may possibly bt? 
explained by the fact that the dose of Imoleate fed to Group TI of the rats was 
known to be well below the optimum and that in the case of the rats dosed with 
the cod liver oil acid, the dose had ceased a fortnight before the rats were killed. 

After the iodine value had been determined, each unsaturated fraction was 
brominated in ether solution at 0° ; after standing overnight in the cold room, the 
solid ether-insoluble bromides were separated, washed well with ether, extracted 
with benzene, dried to constant weight and the bromine was estimated. The 
original weight of unsaturated acid present in the ether-insoluble bromides was 
then calculated. After the ether-soluble bromides had been weighed they were 
divided into a liquid fraction soluble in light petroleum and a solid residue small 
in amount and insoluble in light petroleum. The percentage of bromine was then 
determined in the petroleum-soluble fr*action and the corresponding weight of 
unsaturated acid calculated. These results are set forth in Table II. 


Table II 


Ether-soluble bromides 



Wt. 

Supplement acids 
to fat- bromi- 


Ether-insoluble 

bromides 


--k Total 


(fi) retroleum- 

(a) Petroleum- soluble 

insoluble liquids 


% of total acids 
(i-ulculated from 
% Ur in bromides) 


J^etnilfium 


defident 

diet 

nated 

g- 

Wt. M.P. 

g. ^c. %Br. 

wt, 

g- 

Wt. 

g- 

U.P. 

‘‘C. 

%Br 

Wt. 

g- 

% Br 

Eblier 

insol. 

Insol. 

Sol.' 

Total 

Group 1: 


(a) Benzene-soluble 











None 

0-2576 

0-0264 203-4 61-8 

0-41 

0-04 

190-5 

— 

0-368 

39-76 

3-8 

6-9' 

86-0 

96-7 

Group II: 


(b) Benzene-insoluble 











Methvl 

linoleate 

0-2459 

0-0376 226-30* 64-3 

0-43 

0-07 

200-5 

— 

0-303 

44-78 

6-3 

10-9' 

84-3 

100-5 

Group III: 













Methvl 

linolenate 

0-1406 

0-0831 Decomp.’ 69-0 
above 

0-20 

0-11 

if 

— - 

0-149 

45-94 

17-6 

28-7* 

67-0 

103-3 

Group IV : 


260 



decomp. 








Linseed oil 

0-6506 

0-2287 Decomp.* — 

1-13 

0-27 

140-5 


0-859 

42-96 

— 

15-2* 

57-0 





above 



with 






Group V; 


260 



decomp. 








Methyl ester 

0-2450 

00908 Decomp.* 70-76 0-41 

0-14 

— 

62-3 

0-203 

39-1 

16-1 

21-6 

67-0 

104-7 

of cod liver 


above 







oil add 


200 












^ Calculated on the assumption that the bromides contain 61*8% Br. 

* Calculated on the a8sum|>tioii that the bromides contain 03*8 % Br. 

* Traces of bromide of similar v.p. were found in the benzene extract. 
Theory for decabromodocosanic acid: 70*8% Br. 

Theory for octabromodocosanic acid: 65-8% Br. 

Theory for octabromoarachidonic acid; 67*7 % Br. 

Theoiy for hexabromoarachidonic acid: 61-06% Br. 

Theory for hexabromostearic add: 63-31 % Br. 
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The nature of the unsaturated acids present in the liver 

(1) Ortmp of negative controls. The solid ether-insoluble bromide prepared 
from the negative controls was completely soluble in hot benzene and octa- or 
deca-bromides of acids containing 20 or 22 carbon atoms were therefore absent. 
The benzene-soluble bromide melting sharply at 203-4° does not seem to have 
been previously descril)ed. Linolenic hexabromide (m.p. 182-4°) was not present. 

Analysis agrc^ed with the formula Cat,H 3402 Brg . (Found: Br, 61*80; C, 29*82; 
H, 3*97%. CaoHa^OgBre requires Br, 61*06; C, 30*54; H, 4*32%.) The bromide 
must, therefore, be derived from a acid containing three ethylene linkages, 
possibly a dihydroarachidonic acid, but arachidonic acid itself is absent. 

Sinclair [1935] separated the phospholipins from the total fat contained in the 
carcasses of rats fed on a fat-deficient diet and found that the ether-insoluble 
bromides contained 62*2 % Br, a number appreciably lower than that required for 
linolenic hexabromide (63*32 % Br) ; he suggested that unsaturated acids hitherto 
unidentified might be present in these controls. Since Sinclair’s results were 
obtained on the phospholipin fraction, it is probable that the new hexabromide 
may also have been derived from phospholipin acid. The solubility of Sinclair’s 
bromide in benzene was not definitely stated, nor did he not record its m.p., so that 
it is not possible to compare further these two substances. In our experiments the 
acid in the benzene-soluble bromide formed only 3*8 % of the total acids. A further 
5*9 % of what appeared to be a less pure specimen of the same acid separated 
from the petroleum-insoluble fraction of the ether-soluble bromides. After 
rccrystallization this melted at 190-195° but there was insufiicient for analysis. 
In all, therefore, probably rather more than 9 % of the total fatty acid consisted 
of the dihydroarachidonic acid. The ether-soluble fraction contained bromide 
corresponding with 86 % of the total acids. The Br content was 39*76 % , so that 
in addition to oleic dibromide (36*19% Br) some small proportion of liquid 
bromides of the more unsaturated acids must have been present. 

There was no indication of the presence of either linoleic or linolenic acid, 

(2) Group fed with methyl Unoleate, Here the liver fatty acids jdelded ether- 
insoluble bromides containing 64*3 % Br corresponding to a yield of 5*3 % higher 
unsaturated fatty acids. The bromide was insoluble in benzene; m.p. 226-30° 
with decomposition. From the ether-soluble bromide fraction a solid residue was 
obtained insoluble in light petroleum; when recrystallized, it melted at 200-205° 
and was probably therefore the dihydroaracludonic acid hexabromide isolated 
from the negative control; there was insufficient for analysis. The bromine per- 
centage (64*3) in the benzene-insoluble bromide was less than that required by 
arachidonic octabromide (67*7). Since this fraction melted with decomposition at 
226° it was possibly a mixture of arachidonic octabromide and dihydroarachidonic 
hexabromide, though if present the latter might have been expected to have been 
dissolved by the benzene. A somewhat similar fraction was obtained by Klenk & 
Schoenebeck [1932] in separating the acids of the phospholipins of ox liver. This 
melted with decomposition at 230-33° and by debromination and subsequent 
dehydrogenation was shown to consist of a mixture of C^g and Cgo derivatives. It 
seems likely that a mixture of arachidonic acid and its dihydro derivative would 
behave similarly. Klenk and Schoenebeck identified considerable quantities of 
linoleic acid as ^e tetrabromide (m.p. 114-15°) but no evidence of this was found 
in the fat we examined. The separation of a bromide fraction insoluble in benzene 
and containing a higher % of Br than that in the hexabromide indicate the 
presence of an acid containing four or more double bonds. As has already been 
pointed out, only minimal doses of Unoleate had been fed to the rats in this group 
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and it is desirable that the fat should be investigated when adequate supplements 
of this acid were added to the fat-free diet. 

The proportion of unsaturated acid derived from the ether-soluble bromide 
was 84‘3 % of the total amount, in this respect closely resembling the state of 
affairs existing in the fat of the negative controls. The bromine content of the 
ether-soluble bromide was, however, higher (44-78 %), resembling that in the 
linolenic-fed rats. 

(3) Group of rats fed with methyl linolenate. Here the amount of bromide 
insoluble in both ether and benzene corresponded to 17-6 % of the total acids. 
The bromide decomposed above 260® and contained 69-0% Br; this would be in 
agreement with a mixture of arachidonic octabromide (67-7 % Br) and the deea- 
bromide of the C 22 acid (70-8% Br), of possibly a mixture of the octa- and 
deca- bromides of the C 22 acid was present. The ether-soluble bromide fraction 
contained 45*94% Br and corresponded to a mixture of oleic dibromide with 
liquid bromides of more unsaturated acids, the corresponding acids forming 
57 % of the total. The petroleum-insoluble fraction of the ether-soluble bromides 
gave an indefinite m.p. at 145-8° ; the bromide was not estimated but the cor- 
responding acids probably formed more than 20 % of the wholes amount present. 
Since linolenic hexabromide melts at 182-4°, the presence of an impure specimen 
of this is not excluded. Great caution has to be exercised in drawing deductions 
as to the nature of a bromide from its solubility when a large proportion of liquid 
bromides is also present in the solution. 

(4) Group fed with linseed oil. Like that from the linolenic-fed rats, the 
benzene-insoluble bromide decomposed above 260° but unfortunately this frac- 
tion was accidentally lost before its weight and its Br content had been deter- 
mined. The ether-soluble fraction contained 42*96 % Br and the corresponding 
acid formed 57 % of the total. There was also afraction insoluble in light petroleum 
melting at 140-5°, the corresponding acid forming from 10 to 20 % of the whole. 
These results follow closely those obtained from the rats fed with linolenic acid. 

(5) Group fed with the methyl ester of the cod liver oil acid. The benzene-insoluble 
bromide decomposed above 260° ; analysis agreed with the formula for the bromide 
of docosapentaenoic acid C 22 H 3402 Brio. (Found: C, 22*57; H, 3*01; Br, 70*8%. 
Theory : C, 23*36; H, 2*72 ; Br, 70*8 % .) The free acid represented 16 % of the total 
fatty acids. The ether-soluble fraction also consisted of oleic dibromide with a 
small proportion of the bromides of the higher unsaturated acids, the lattc^r 
forming 67 % of the total acids. The petroleum-insoluble fraction was a sticky 
solid containing 62*30% Br; the debrominated acid therefore formed 21*6% of 
the total. 


Discussion 

The absence of any acid containing 20 or 22 carbon atoms and four or more 
ethylene linkages in the rats fed on the completely fat-free diet suggests that 
unless linoleic or linolenic acid is given, the rat-liver is unable to synthesize the 
C*, or C 22 acid containing four or more double bonds, essential for the continued 
existence of the animal. The source of the dihydroarachidonic acid isolated from 
the livers of the negative controls is not certain. It has been established, largely 
owing to the work of Sinclair, that the replacement of these highly unsaturated 
adds takes place extremely slowly, and this is corroborated by the long time that 
is necessary to establish the symptoms of the fat deficiency disease in rats which 
had been placed on the fat-free diet immediately after thay had been weaned. 
The dihydroarachidonic acid was, therefore, probably derived from arachidonic 
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acid originally present in the rat, its synthesis from the oleic or saturated acids 
which the rat may still be able to form from carbohydrate is not excluded. 

It was unfortunate that the only linoleate-fed rats available were those which 
had been kept for a very long time on the fat-free diet and then fed for 5 weeks with 
quite inadequate amounts of linoleate, so that they could not be exj^ectod to show 
t 3 rpical results. Sma^ as were the doses of linoleate, they resulted in the deposi- 
tion in the liver of an acid containing more than three double bonds. From the 
bromine content of this bromide fraction, a mixture of arachidonic and dihydro- 
arachidonic acids may have been present. Possibly because of the msufi&ciency of 
the doses of linoleate which had been given, the hexabromide, which had been 
isolated from the negative controls, appeared to be present in the petroleum- 
insoluble fraction ; presumably its bromide had been carried into solution by the 
large proportion of ether-soluble liquid bromides present. 

There is a good deal of evidence in the literature that arachidonic acid is 
formed when oils containing linoleic acid are fed [Ellis & Isbell, 1926; Eckstein, 
1929; Spadola & Ellis, 1936]. There is not, however, always a clear differentiation 
made between the octabromide of arachidonic acid and the decabromide of the 
Cftft acid* 

Again from the literature [Ellis & Isbell, 1926 ; Klenk, 1932; Snider & Bloor, 
1933] convincing evidence is present showing that linolenic acid is not stored as 
such in the body. Our experiments seem to point to its conversion into the C 22 acid 
with five double bonds. The function of the liver here is not to desaturate the 
18-carbon chain but, given the suitable condition of desaturation, to build up a 
longer chain, additional double bonds being formed in the process. The classi- 
fication of linoleic acid as a vitamin appears to us to be undesirable in Wew of the 
fact that linoleic and linolenic acids seem to be the necessary building stones for 
the synthesis of arachidonic and docosapentaenoic acids. The latter acid was also 
obtained from the livers of rats fed with the docosahexaenoic acid isolated from 
cod liver oil, so that in tliis the hydrogenation of one double bond must have 
occurred. This hexaenoic acid w^as shown [Hume et al, 1938] to produce no 
amelioration of skin symptoms; it is as yet uiikown whether these are cured by 
arachidonic acid, since Turpeinen [1938], who carried out experiments on rats in 
which this acid was fed, gives only a general statement about the healing of skin 
symptoms. 

It seems that whereas the essential linoleic or linolenic acids may have some 
direct effect on the skin, their main function is to supply material from which 
higher and more unsaturated acids may be synthesized. Sinclair [1935] has 
stressed the care with which these are guarded and the length of time that elapses 
before they are lost from the phospholipins which contain them, and has con- 
cluded that these are not, like other lipins, concerned in the transport of fat but 
play some special role in the animal metalx>li8m. It is, however, of interest that 
in our negative controls where these acids were absent, the percentage of fatty 
acid in the livers was higher thsm in the livers where these more highly un- 
saturated acids were present. In the fat-deficiency disease there is an inability 
to store fat, but there is some evidence that fat may still be synthesized from 
carbohydrate ; it seems possible that the highly unsaturated acids may play some 
part in the storage of fat, either by enabling the more saturated fats to be carried 
to the depots or by influencing its passage into the connective tissue cells in 
which it is stored. The study of the basal metabolism and respiratory quotients 
made by Wesson md Burr [Wesson, 1927 ; Wesson & Burr, 1931] lends some 
support to this view. 
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Summary 

The livers of rats fed on a fat-free diet were free from acids containing four or 
more double bonds ; a hitherto unknown acid C20H34O2 was isolated as its hexa- 
bromide, melting at 202-4°. Rats which had been kept for a long time on the fat- 
free diet and then fed with very small doses of methyl linoleate probably contained 
the same dihydroarachidonic acid as had boon found in the negative controls. 
Arachidonic or some more highly unsaturated acid was also present and must, 
therefore, have been synthesized from the linoleic acid given. 

Rats fed on a fat-free diet and then dosed with methyl linolenate (6 drops 
daily) synthesized an acid which, from the bromine content of its bromide, 
appears to have been a mixture of arachidonic and docosapentaenoic acids. The 
CgQ trienoic acid was not detected. A fortnight after dosing with the C22 
hexaenoic acid (prepared from cod liver oil) had ceased, the liver contained the 
Cga pentaenoic acid. Linoleic and linolenic acids appear to be the building stones 
essential for the production of more highly iinsaturated acids which play some 
unknown part in enabling the animal to store fat in its depots and tissues. 

The micro-analyses of carbon and hydrogen were carried out in Dr Weiler’s 
laboratory. One of us (L. C. A. N.) is indebte^d to the Department of Scientific 
and Industrial Research for a grant enabling this work to be carried out. 
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CCLXXXIII. THE ESTIMATION OF 
VITAMIN Bi IN BLOOD 

By HUGH MACDONALD SINCLAIR 
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Meiklejohn [1937] has describc'd a method, based upon the work of Schopfer 
[1935], of estimating vitamin \\ in “small samples'* (15 ml.) of blood. From his 
evidence he concludes “that the method. . .provides a quantitative estimate of 
the true vitamin content of the blood '*. Since a clinical test for vitamin in 
blood is badly needed, and since Meiklejohn's method is being used by several 
workers in this c*.oiintry and in others, it seemed to be important to examine 
the justification of his claim and the value of the test. The basis of the method 
lies in the ability of vitamin to promote the growth of a fungus, Phycomyces 
blakesleeanns. 

There is already sufficient evidence contained in Meiklejohn’s paper and in 
Schopfer's numerous publications to show that the former’s claim needs investi- 
gation. Schopfer & dung [1937, 2] have published tentative conclusions: “Le 
sang doiine une reaction positive. En exprimant en aneuruie la totalite de Taction 
auxogene obsorvck', on arriverait a des teneurs variant entre 0*2 et 0*4y par cm.® 
de si^rum.” The animal used is not mentioned. In his other paper mentioning 
determinations on blood, Schopfer [1937] states: “Avec le s^rum, nous avons 
trouve une fois 39 mg. de recolte avec 1 ccm. (rat miile) et une fois 09 mg. pour 
1 ccm. (rat fimielle) ; en comparant avec les donnees fournies par la vitamine pure, 
nous trouvons qua 0*2 y de cette denii^re livre une recolte de 05 mg.” He then 
warns us of the danger of expressing all growth -promoting activity in terms of 
vitamin Bj, since “nous savons que d’autres facteurs agissent egalement*'. 
Although results on two rats hardly merit discussion, it is instructive to examine 
the only ex}K‘rimeiital results that he has published (presumably obtained with 
the male rat) : 


Rat Hcnim 

Dry wt. of 
fungus 

Apprt)X, \alue for apparent 
vitamin B, {y, lOO ml.) 
cakiilattKi from Schopfer’s 

vol. in ml. 

mg. 

figures 

0*5 

34 

17 

1*0 

39 

10 

2*0 

47 

0-5 

Rat rod blood 

77 

15 


corpuscles 
about 2 ml.” 


It will be noticed that 0*5 ml. and 1 ml. serum give about the same actual 
growth ; 0*5 ml. is nearly three times aseffective as 2ml. if the results are expressed 
per unit volume. These meagre results indicate that the method cannot be used 
for accurate quantitative estimations. They also indicate that rat serum contains 
an inhibitory factor. 

Further, the method is not specific for vitamin Bj, Schopfer had great 
difficulty in identifying the growth-promoting factor owing to its great stability 
to heat, resistance to alkali and solubility in chloroform. Because of these 
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properties he at times discarded Titamin as the growth factor and supported 
bios [Sohopfer, 1932], vitamin D, flavin [Schopfer, 1934, 1] and “factor M“ 
[Schopfer, 1934, 2]. The only substances now known to promote the growth of 
the fungus are vitamin and its breakdown products; the pyrimidine and 
thiazole fragments (and certain closely related compounds [Bobbins & Kavanagh, 
1938]) are active when they arc supplied together [Sohopfer & Jung, 1937, 1 ; 

- Sinclair, 1937; Bobbins & Kavanagh, 1937. It seems probable that “factor M” 
consists of these fragments; and since heating (e.g. in cooking) may destroy the 
vitamin, these substances may appear in blood and so invalidate the test 
[Schopfer 8c MtQler, 1938], 

Meiklejohn found that the blood of avitaminous pigeons had an adjuvant 
action on added vitamin. This fact strongly condemns the validity of the test, 
and it will be shown below that normal blo^ has a similar action. 

Although these facts cast doubt upon Meiklejohn’s claim, it seemed advisable 
to examine the test experimentally. 

Exfebimbntai. 

Unless otherwise stated, the technique of these experiments has only differed from that 
described by Meiklejohn in a few particulars: 0*4% asparagine^ has been used unless otherwise 
stated; MgS 04 , TH^O in a concentration of 0*002 M was used instead of the anhydrous salt; the 
stock medium was brought to pK 6*5 with 10 N NaOH (the slight differences in pH produced by 
adding different amounts of blood did not affect the results), and was made up in stronger solution 
than used by Meiklejohn, so that only 4 ml. were added to each 50 ml. flask; I ml. 8|)ore suspension 
(containing about fifteen million spores) was used for inoculating. Since it has been found that 
the order in which the medium, blood, water and vitamin are added to the flask makes a difference 
to the results, unless otherwise stated the blood has been added to the medium and stood for at 
least half an hour; water (followed where necessary by vitamin) has then lietm added to the flasks 
and stood at ~ 2*^ for at least 12 hr. before sterilizing by steaming for 20 min. on 3 successive days. 
The cultures have been grown for 10 days in the dark in a room kept at a constant temperature of 
18°. The stock culture of Phycomyces blaktaUeanus (sex - ) has been grown on Sabouraud's medium 
to which malt extract (B.P.) was added to make a concentration of 2 %. Most ex|)orimentB have 
been set up at least in duplicate and results quoted are from typical experiments. Synthetic 
vitamin has been used throughout. 

Composition of medium 

In the method described by Meiklejohn, different concentrations of asparagine 
were used for the control flasks and for those containing blood. He found that in 
presence of 2 or 3 ml. blood, there might bo some reduction of growth if the 
concentration of asparagine were increased above 0*2 %. This effect was said not 
to be observed with 1 ml. or less; one result with 1 ml. and none with less were 
quoted. The results with 2 and. 3 ml. show an inhibition in the higher concentra- 
tion of about 14%. Most of Schopfer's experiments were done with 0*1% 
asparagine, which is well below the optimum concentration. I have found that 
results with different concentrations of asparagine vary, but that 0*4% with 
blood usually gives a greater growth than is given by 0*2 or 0*6 %. Even 0*4 % 
is suboptimal in the control flasks without blood (Table 1). 

Asparagine was the best source of nitrogen that Schopfer [1934, 3] tried, 
although glycine was almost as good. I have tested various compounds, nmng 
amounts which supplied the same quantity of nitrogen as is present in 0*4% 
asparagine, and found that, as sources of nitrogen, guanidine sulphate, methyl 

1 B.D.H. aaparagine and dextrose (A,R.) were used; the two inorganic salts wore supplied by 
Kahlbaum (^^puriss.”). 
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Table I. Effect of concentration of aeparagine on the growth of Phycomyoes 

In this and all the other tables, unless otherwise stated, the figures 
represent dry weight of fungus in mg. 

Concentration of asparagine (^*o) 


Exp. 


0 

01 

0*2 

0*3 

0*4 

0*6 

0*8 

1*0 

1 

0*1 y vit. Bj 

0 

— 

30*8 

— 

41*0 

38*4 

40*2 




Ox blood 1 ml. 

26-4 


26*3 

— 

27*9 

23*5 

25*3 

— 


„ 2 ml. 

51*6 


52*4 

— 

52*6 

48*4 

45*3 

— 

2 

Ox blood 1 ml. 

27-6 

— 

35*2 



35*4 

40*1 

40*0 




„ 2 ml. 

— 

— 

61*4 

— 

65*3 

69*2 

79*3 

— 

3 

0*1 y vit. 

0 


36*5 



37*1 

43*5 

43*3 

47*3 


0*5 y vit. B, 

0 

— 

73*8 

-- 

101*4 

115*6 

120*7 

132*3 

4 

0*5 y vit. Bj 

— 



— 

— 

101*0 

113*8 






Ox blood 2 ml. 

— 

56*7 

64-5 

63*8 

87*8 

78*6 

— 


5 

Ox blood 2 ml. 





68*8 



88*7 







■fO-ly vit. B, 

— 

— 

108*9 

— 

1110 

— 

— 

— 

6 

0*1 y vit. Bi 

0 

24*8 

26*3 

28*9 

31*6 

31*9 

32*7 

33*1 


0*5 y vit. Bj 

0 

38*1 

60*0 

66*8 

93*7 

100*9 

101*2 

98*4 


Ox blood 1 ml. 

26-9 

352 

34*0 

38*8 

41*1 

36*9 

44*4 

39*4 


+0*ly vit. 

37-4 

60*1 

72*2 

71*8 

78*0 

69*5 

75*6 

79*5 


f 2-5 y vit. Bj 

39-7 

76-9 

109*5 

142*2 

168*1 

165*6 

218*8 

270*0 


Ox blood 3 ml. 

439 

66*4 

86*3 

92*4 

100*2 

93*4 

97*5 

97*2 


>f0*ly vit. Bj 

62-6 

81*4 

104*2 

110*7 

126*9 

115*8 

124*0 

128*2 


+ 2-5y vit. Bj 

59*5 

88*6 

135*6 

169*7 

195*5 

219*3 

233*5 

309*3 


guanidine HCl, dimethyl guanidine HCl, creatine and creatinine were useless; 
ammonium carbonate, urea and glycocyamine were very poor; alanine and 
arginine were poor; sodium aspartate and glycine were as good as asparagine, 
and ‘‘glutamine’* much more effective (the glutamine was added direct to the 
medium, containing salts and glucose, before steaming; most of it will have been 
destroyed by this process). 

Table II. Comparison of the effect of different sources of nitrogen 
on the growth of Phycomyces 


Source and % of nitrogen 


Vit. 

Bi 

Exp. y 

( 

Aspara- 

gine 

0*4 


Glycine 




“Glutamine** 

■» 

'o*2 

0*5 

0*75' 

\}’2 

0*4 

0*6 

0*8 

1*0 1*2 ' 

1 01 
0-3 

46*0 

87*4 

46*0 

8M 

50*7 

86*2 

53*8 

90*5 

43*8 

66*4 

53*2 

110*0 

56*2 

115*7 

— 

— — 

2 0-6 

101*0 

— 

— 

— 

— 

— 

128*2 

136*6 

175*0 — 

8 0-6 

101*4 

— 

— 

— 

— 

— 

130*6 

136*8 

— 160*0 


Glutamine was not quite as effective as asparagine when added to blood 
(Table III). 


Table III. Comparison of the effeot of different concenirations of asparagine 
and glvJtamine** in the presence of 2 ml, ox blood 


A^aragixie 


Source and % of nitrogen 

— > 


0*3 

0*4 

0*6 

63*8 

87*8 

78*6 

61*2 

75*7 

75*7 


lutamine*’ 


(hi 

66-7 


0-2 

64*5 
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The most satisfactory source of nitrogen, either with or without blood, has 
been found to be hydrolysed casein. 

100 g. caseinogen (Glaxo) were heated with 300 ml. cone. HCl and 300 ml. water under a reflux 
condenser for 3J hr. After bringing to 6*5 with NaOH the total volume was 950 ml. 

Table IV. Comparison of asparagine and hydrolysed casein as 
sources of nitrogen for Phycomyces 


As^ra- Hydrolysed casein (%) 


Exp. 


gine 

r 

1 

3 

. 5 

6 

7 

8 

10 

12 

1 

0*1 y vit. Bj 

371 

— 

— 


58-7 

58-7 

60*3 

58-0 

45-3 

2 

0*1 y vit. Bi 

41 0 

26*8 

49-6 

51-5 

— 

— , 

«2-9 

59-0 

— 


1 ml. ox blood 

27-9 

— 

531 

55-8 

— 

541 

66-3 

63-3 

— 


2 ml. „ 

52-6 



86*3 

1050 

— 

1020 

110-8 

821 

— 


3 ml. „ 

7()-0 

— 

81-7 

86-7 

— 

88-0 

84-3 

81-8 

— 


Table IV andfour other experiments have shown that with or without blood about 
8 % is the optimum concentration of hydrolyscKi casein. The growth obtained with 
this concentration and 0*ly vitamin Bj is about the same as is obtained with 
0*4% asparagine and 0*2y vitamin Without added vitamin, hydrolyswl 
casein causes no growth of the fungus. 

In Table IV the growth obtained with 3 ml. blorxl and hydrol\'stxl casein is 
in general lower than that obtained with 2 ml. In Tables IV, V and \^I a com- 
parison is made of the growths obtained with and without blood or vitamin and 
the two different sources of nitrogen. From these and other similar experiments 
it is concluded that (i) in absence of blood, hydrolysed casein is a bettt^r source of 
nitrogen than asparagine ; (ii) this result is also usually found in the [)res(mce of 
1 ml. blood, although the estimated vitamin tends to be lower wdien hydrolysed 
casein is used ; usually with 3 ml. blood, the estimated vitamin per unit volume 
of blood is less than with 1 ml. when hydrolysed casein is used, more than with 
1 ml. when asparagine is used; (iii) when O-ly vitamin is added to blood, a greater 
growth than expected is usually produced in presen(*e of asparagine, and a 
smaller growth than expected is produced in presence of hydrolysed casein; 
(iv) this adjuvant action of blood in presence of asparagine is very marked when 
excess vitamin is added ; but with excess vitamin and hydrolysed casein, blood 
sometimes has an adjuvant action and sometimes an inhibitory effect. This 
inhibitory action is being further investigated. These experiments prove that 
part of the adjuvant action of blood in presence of asparagine is due to sources 
of nitrogen in the blood. In this connexion it is interesting to recall that 
Meiklejohn found that extracting the vitamin from blood by means of alcohol 
or removing protein by heating in acid solution resulted in a considerable loss of 
growth-promoting activity. 

It must be stressed that Schopfer has made no attempt to choose, and has 
not claimed to have chosen, the best medium for this fungus. The one employed 
by him and by Meiklejohn is likely to be suboptimal sincts it is poor not only in 
sources of nitrogen but also in salts (MgS04 and KH2PO4 are the only salts added 
by Schopfer). The addition of small amounts of various salts to the medium 
increases the growth ; Czapek-Dox salts produce a better growth, and addition 
of CaCl^, FeS04, CUSO4, MnS04 and pyrophosphate, all increase it to varying 
extents, as shown in Table VII. In all cases pure salts were used ; they were 
bremght to pH 6*6 and added before steaming. 
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Table VII. The effect of salts on the growth of Phyoomyces 


Exp. 1 0*3 y vitamin 90*0 

0-3y vitamin +CaClj (62 mg.) 131*6 

0*3 y vitamin B^ + sodium pyrophosphate (12 mg.) 1 16*2 

Exp. 2 0*1 y vitamin B. 46*0 

0*1 y vitamin Bj + CaCia (6 mg.) 63*4 

0*1 y vitamin Bj + CaCl* (60 mg.) 66*4 

0*1 y vitamin Bj + sodium pyrophosphate (1*7 mg.) 46*9 

0*1 y vitamin Bj + sodium pyrophosphate (8*0 mg.) 63*4 

0*3 y vitamin Bj 87*4 

0*3 y vitamin Bj + OaCl* (8 mg.) 104* 1 

0*3 y vitamin B^ +CaClj (50 mg.) 126-2 

Exp. 3 0*1 y vitamin Bj 37*1 

0*1 y vitamin B^ 4* FeS04 (2 mg.) 41-1 

0*1 y vitamin Bj +CUSO4 (2 mg.) 60-0 

Exp. 4 0*1 y vitamin B^ 39*6 

0-1 y vitamin 1 \ +MnS 04 (1 mg.) 40*0 

0*4 y vitamin B^ 83-0 

0*4 y vitamin B, +MnS 04 (1 mg.) 96*6 


These salts were supplied in larger amounts than would be present in the blood 
added. But since the medium selected is not a good one for the growth of the 
fungus, it would be expected that there might be substaiu^es present in blood 
that would have an adjuvant action upon it. Experiments now to he described 
show that such is the case. 


Other svbstances in blood affecting growth 

Meiklejohn concluded that the presence of blood does not usually alter the 
activity of the vitamin. The three lines of evidence that he advances are not 
convincing. 

(1) He states that adding known amounts of vitamin to blood that has been 
autoclaved at pH 9 gives the expected growth, and the four figures he quotes 
support this. Yet this treatment, as he points out, is so drastic that it destroys 
other substances; for instance the reaction shifts during the process to pH 5. 
It is shown below that the adjuvant factor is thermolabile. 

(2) He states that “the addition of a small amount of vitamin Bj usually 
increases the growth of mycelium to the same extent in the presence of added 
blood as in its absence Results on three samples of 2 ml. blood with and without 
O'ly vitamin are quoted in support of this. As already mentioned, he found that 
the blood from avitaminous pigeons had an adjuvant action on added vitamin 
and this I have confirmed. He stated that it was important to be aware of the 
possibility of blood containing an adjuvant factor, “and if necessary to control 
it” by including in the test a 2 ml. sample of blood to which 0*ly vitamin had 
been added. He says that this gives a growth “considerably less ” than the maxi- 
mum« but his own figures show that it may be equal to the growth obtained with 
excess vitamin B^ . 

As this point is important, I have examined it in some detail, and find 
that blood always contams an adjuvant factor. In experiments with ox blood 
summarized in Table VIII, known amounts of vitamin B^ were added to the 
flasks and the total vitamin content was estimated. In some cases it was possible 
to estimate the apparent vitamin B^ in Ihe blood by subtracting the amount of 
vitamin Bj added from the estimate total vitamin content; in such cases the 
apparent vitamin B^ content, expressed in y/100 ml. blood, has been printed in 
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Table VII in ordinary type. In other cases the amount of growth was greater 
than that obtained even with excess of added vitamin in the absence of blood, 
60 that it was not possible to translate the weights of growth into apparent 
amounts of vitamin Bj; when this was the case the actual weights of growth have 
been given and have been printed in black type, as have also the maximum 
growrths obtained with excess of vitamin alone. 

The three experiments illustrated in Table VTII and many others show that 
adding small amounts of vitamin to ox blood produces in about 75 % of cases a 

Table VIII. Effect of added vitamin on the estimated vitamin in blood 

(For explanation of figures, see text.) 


Ox blood (ml.) 


Vit. B, 
y 

0 

0-5 

1 

2 

3 

4 

6 

0 

1 

2 

3 

4 

0 

1 

2 

3 

4 

0 

0 

11-0 

8-0 

00 

10-5 

132 

139 

0 

10-0 

ll-O 

110 

132 

0 

7-5 

80 

13-5 

11-5 

0-025 

— 

— 

— 

— 

— 

— 

— 

— 

11-0 

130 

114 

131 











0-05 

— 

9-0 

100 

10-6 

9-5 

137 

166 

— 

11-5 

190 

117 

138 



9-0 

11-0 





0-J 

— 

0-0 

8-5 

0-0 

0-5 

140 


— 

100 

108 

134 

139 

— 

11-5 

160 





0*15 


H-5 

13-0 

8 5 

— 

— 

— 

— 

31-0 

— 

— 












0-2 


15U 

18-0 

7-0 

129 

__ 

— 

— 

109 

129 

136 


— 

— 


— 

— 

Exco-ss 

118 

136 

132 

147 

167 

176 

206 

105 

132 

143 





104 

166 

204 

266 

278 

(2-5-5-0) 

' — 



— ^ — 

— 

— 

. — • 

'w 


— ^ 


— ^ 



— 


— ^ 


K\p. 1 K\p. 2 Kxp. 3 


greater grow'th than would be expected from the amount of vitamin added. The 
blood itself therefore usually has an adjuvant effect upon the growth of the 
fungus apart from the vitamin it contains. 

Experiments with human blood have given similar results. In 150 1 ml. 
samples of blood from different cases the addition of 0*1 y vitamin Bj has pro- 
duced an increase over the expected of 50 % or more in 63 % of cases, an increase 
of less than 50 % or no difference in 30 %, and a diminution in 7 %. From this it 
apjjears that with small amounts of vitamin there is usually an adjuvant factor 
in blood, but occasionally an inhibitory factor. 

One simple method of testing the validity of the method has not been used 
by Schopfer and has been disparaged by Meiklejohn. If there is no substance in 
blood other than vitamin Bj w^hich affects the growth of the fungus, then the 
growths obtained with and without blood when excess vitamin B^ is added should 
be the same. They are not. In 50 experiments at least 2-5y vitamin B^ have been 
added to the flasks with and without the addition of different samples of human 
blood (1 ml,); this amount of vitamin is exe^jssive because under the conditions 
of the experiments a maximum effect is obtained with about 0*5y. The flasks 
containing the blood have always produced a growth that is greater than the 
control; the increase varies from 14 to 160%, with an average for the fifty of 
78%. Further figures will be found in Tables I, V, VIII and XI. Meiklejohn 
stated that “when large amounts (e,g. 0*4y) of vitamin have been added [to 
blood] the effect has been less satisfactory. As noted previously, however, 
anom^ous results are frequently obtained when the amount of vitamin is 
sufficient to produce nearly maximum growth.’* The size of the vessel and the 
accumulation of waste products of metabolism, amongst other factors, are 
suggested by him as probably explaining Ins inconsistent results. However, the 
results that I have quoted are consistent and significant and show that vitamin B^ 
is not the only substance in blood that affects the growth of the fungus, since the 
addition of blood always produces a greater growth in presence of excess vitamin. 
An unusually large adjuvant action was shown by blood taken shortly after death 
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from a patient with aplastic anaemia; the following weights of fungus were 
produced: 


mg. 

0*1 y vitamin Bj 25*8 

2‘5y vitamin 05-8 

1 ml. bloml 01*5 

1 ml. blood +0*1 y vitamin B^ 90*7 

1 ml. blood + 2*6 y vitamin Bj 193-0 


Meiklejohn’s inconsistenoioB with nearly maicimal growth are p()S8ibly partly due to insufficient 
drying of the mycelium before weighing ; the mycelium takcH a long time at 1 10^' to reach a constant 
weight. Further, the adjuvant factor i« thermolabile, and slight differences in the temperature at 
which the flasks are sterilized make considerable differences to the growth. With these precautions 
in mind, I have obtained consistent results. 


Another fact that proves that blood has an adjuvant action is that large 
samples (more than 3 ml.) of blood (to which no vitamin has been added) usually 
give a growth that is greater than that obtained with excess vitamin (see 
Tables VI and VIII). 

(3) The third line of evidence advanced by Meiklejohn to show that blood 
does not usually contain an adjuvant factor is that with separate samples of 
1, 2 and 3 ml. blood the values obtained are in the ratio 1:2:3. He quottHl 
six selected cases of human blood in support of this and states that he discarded 
the figures when this result was not obtained. I have found that there is usually 
an adjuvant factor present in blood so that the 3 ml. sample gives a value of 
more than three times the 1 ml. sample. Very rarely the blood has a depressant 
effect. Figures for ox blood have already been quoted. Some selected figures for 
human blood are as follows : 


Table IX. The effect of different volumes of blood> upon the 


Ml. Case 

estimated vitamin in blood 
Apparent vitamin Bj in blood (y/lOO ml.) 
Case Case (^ase C^ase (.aso 

Case 

Case 

blood 1 

2 3 

4 5 

0 

7 

8 

1 13 

8 0 

7-6 8 

0 

10 

13 

2 18 

18 11 

15 12 

12 

9 

0-5 

3 113 

107 17 

17 15 

17 

0 

0 

(5y gives 

106) 

(2-5 y gives 

78) 





The figures in black type represent actual weights of fungus obtained 
(cf. Table VIII). Determinations upon samples of human blood from 235 
different cases have given the following results: in 155 samples, the 3 ml. value 
(expressed in y/lOOml. blood) has been ly, or more, higher than the 1 ml. 
value, and in 38 samples ly, or more, lower; in 213 samples the average 3 ml. 
value (expressed per unit volume) was 23 % higher than the average 1 ml. value, 
and in 22 samples the growth with 3 ml. blood added was greater than that given 
by excess vitamin. It must be admitted therefore that blood usually has an 
adjuvant action on the j^owth of the fungus; rarely there is an inhibitory action. 
This proves that Meiklejohn s method does not provide a quantitative estimate 
of the true vitamin Bj content of blood. 

The nature of this adjuvant factor is not fully known. It has already been 
shown that one cause of it is the additional sources of nitrogen, and possibly the 
^ further cause of it is to be found in the buffering power of 
blood. The fungus, in pi'esence of excess vitamin, stops growing mainly because 
of the accumulation of products of metabolism. Although the medium is buffered 
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Table X. The effect of calcium carbonate on the growth of Phy corny ces 


A. Ox blowl 

ml. blood 


Exp. 


t 

1 

2 

3 

4 

1 

Bkx>d alone 

35*0 

64*5 

93*0 




4-(^ar03 

49*3 

83*1 

81*3 

___ 

2 

Blood alone 

4(l-9 

57*8 

88*4 




4 CaCO* 

55-3 

72*2 

122*7 


3 

Blood alone 

44- 1 

79*6 

96*8 

105*0 


-hCaCO., 

384 

64*5 

112*4 

124*6 

4 

Blood alone 

22*8 

59*3 

93*2 




4 CaCOa 

24-8 

43*8 

84*7 

— 

5 

Blood alone 

28-3 

39*0 

54*5 




4CaCOj 

29-4 

44*9 

— 

— 

G 

Blood alone 

26-8 

43*6 

79*9 




»- OaCOj, 

43 3 

64*2 

— 



4 Caf^Oa (adde<l after atemming) 29*4 

49'r) 

... 

— - 

7 

No vitamin B^ 

(Blood alone 39*9 

59*8 

96*0 





I 4(^i(H)3 36*3 

57*5 

88*9 

— 


0*ly vitamin Bj 

j Blood alone 59*3 

82*8 

1 10*4 





\ 4 (^aC’Oa 68-6 

94*2 

98*9 

— 


2-0 y vitamin Bj 

J Blood alone 132*3 

146*8 

147*0 

„ . 



\ 4 CaC’Ds 122*7 

136*3 

39*8 

— 



B. Human blood (1 ml.) 





Exp. 






1 

Blood alone 

20*5 





4(’aC03 

31*9 




2 

Blood alone 

19*2 





4 CaCXla 

22*8 




3 

Blood alone 

29*8 





4 (^a(X), 

49*9 




4 

Blood alone 

26*1 





4 CaCOg 

49*2 




5 

Blood alono 

27*6 





+ CaCOg 

21*8 





C, Without blood 





Vitamin Bj (y) 


r ■” 






0*0125 

005 

0*1 

0*5 

2*5 

4*0 


Control 





22*9 

- 

— 

103*9 

4CaC03 

— 

— 

43*9 

— 


164*2 

Control 



17*7 

32*1 

73*5 

J071 

— 

4-CaCOg 


22*4 

38*9 

80*8 

120*8 

— 




Vitamin Bj (y) 




0*1 

0*2 

0*3 

0*5 

2*5 


Control 

46*1 

70 

87*5 

113 

— 


4CaC0, 

48*6 

78 

103*5 

123*5 



Control 

33*7 

61*5 

84*5 

118 

140 


+ CaC 03 

51*4 

75 

133 

162 

285 


Control 

34*2 





— 

115 


+ CaCO, 

47*0 



— 

— 

161 


4CaCOa 

42*5 

— 

— 

— 

135*5 



(added after steaming) 



2194 


H. M. SINCLAIR 


with phosphate, the solution has a pH of about 2 at this time. When blood is 
present the final pH is between 4 and 5. Blood therefore buffers the medium and 
aUows the fungus to continue to grow for longer than it would otherwise do. This 
is undoubtedly one factor that contributes to the adjuvant effect. It can be 
tested by adding excess CaC 03 (about 200 mg.) . This does not alter the original pH 
of the medium ; free acids produced by the fungus are neutralized by the CaC 03 
and the pH of the medium when the fungus has ceased to grow is still 6’5. When 
this is done it is found that a greatly increased weight of mycelium is produced 
(Table Xc). The technique can be applied to blood, although the original pH 
must be carefully controlled, particularly if excess oxalate was used as an anti- 
coagulant. As a result of a number of experiments it has been found that the 
^dition of CaCOa usually, but not always, produces an increase (averaging 16 %) 
in the growth produced by blood; but it invariably produces an increase 
(36% on the average) without blood, showing that the buffering of blood 
is responsible for part of the adjuvant action (see Table X). This is very 
important, because Meiklejohn believed that over the steep part of the growth/ 
vitamin curve (i.e. with concentrations of vitamin below about 0'3y/10ml.) 
“the limit to growth is determined solely by the amount of vitamin present*’; 
the results summarized above show that his conclusion is not justified. It is 
interesting that pyruvic acid (isolated as the 2:4 dinitrophenylhydrazone) 
accumulates in large amounts in the flasks containing small amounts of vitamin 
(e.g. 0*1 y), but there is practically none in the flasks containing excess vitamin. 
This indicates that the vitamin may be concerned with the removal of pyruvate 
as much in the fungus as it is in the animal body. 



The growth produced in presence of blood differs in two further respects from 
the controls. IBIrst, the fungus in the flasks contaming blood starts to grow more 
quickly than that in the control flasks containing approximately the same 
concentration of vitamin; the difference is particularly marked if vitamin be 
added to the blood (Kg. 1). .Secondly, the ratio wt. of aerial hyphae/total wt. 
of fiix^s is much less in the flasks containing blood than in the control flimlra 
containing approximately the same concentration of vitamin; and when excess 
vitamin is added to blood a very pale growth is produced which contrasts strongly 
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with the green hyphae in the control flasks with excess vitamin. These facts 
show that blood contains substances other than vitamin that affect the 
growth of the fungus. 

There is one further piece of evidence that proves the existence of an adjuvant 
factor in blood. Meiklejohn stated that “some loss of growth-promoting activity 
has been found if the temperature has been raised above 110° or the time, at 
107°, increased to more than 15 min.’’ This presumably is meant to apply only 
in case49 in which blood has been added, since the flasks without blood can stand 
autoclaving at higher temperatures for longer times without loss of activity. 
Vitamin is fairly stable at pH 6-5, and even if autoclaved for 10 min. at pH 8 — 
which will undoubtedly cause some destruction — there is no loss in activity as 
Table III in Meiklejohn ’s paper shows. Schopfer & Jung [1937, 1] and Sinclair 
[1937] have indicated the reason for this, namely, that the vitamin is probably 
broken down to its constituent parts, and these can be utilized by the fungus. 
Schopfer & Muller [1938] have in consequence stated that it is necessary, when 
assaying vitamin B^ with PhycomyceSy first to adsorb the vitamin on fuUer’s 
earth and then to determine the vitamin in eluates made from this adsorbate. 
The loss of activity in the presence of blood which occurs on autoclaving at 107° 
(pH 6*5) for longer than 15 min. may be due to destruction of the vitamin but is 
more probably due to destruction of an adjuvant factor present in blood. 

The results recorded in Table XI were obtained with human blood ; the flasks 
were filled with medium and vitamin (where required), sterilized by steaming for 
20 min. on three successive days and then filled under sterile conditions with the 


Table XI. The effect of heat upon the ability of blood to promote 
the growth of Phycomyces 


Additifui 

50 

60 

80 

Temperature (") 

m 104-5 

111-5 

115-5 

130-5 

0*1 y vit. 

— 

— 

— 

15-3 

15-0 

15-5 

15-2 

12-3 

2-5 y vit. hi 

— 

— 

— 

114-5 

113-5 

114-2 

114-2 

99-6 

1 ml. bl(}od 

10*2 

29-8 

27-4 

18-6 

16-4 

16-6 

15-3 

13-0 

+ 0-ly vit. Bj 

770 

650 

52-5 

44*6 

46-4 

.35-3 

30-9 

19-7 

+ 2-5y vit. 

2360 

235-5 

165 1 

129-1 

127-2 

123-4 

121-8 

114-8 

3 ml. blood 

23*4 

55-5 

85-9 

69-5 

68-2 

58-7 

54-0 

26-5 

+ 0'ly vit. 

77*8 

103-0 

109-8 

90-8 

85-6 

81-7 

78-2 

47-1 

4-2*6y vit. B, 

272- 1 

284-3 

204-1 

201-0 

190-6 

188-5 

188-3 

184-0 

blood. The flasks were 

then 

heated at 

the required 

temperature for 

10 min. 

I have already stated [Sinclair, 1938] that there 

is but little growth if the flasks 


containing blood are not heated because the vitamin in blood is bound ; maximal 
growth is obtained after heating to about 60°; at higher temperatures there is a 
fall in growth due to destruction of adjuvant factor (shown by the fall in the 
flasks containing excess vitaxnin B^). Since no change is produced by heating to 
116° in the control flasks without blood, it is very important carefully to control 
the exact temperature in estimations; sterilizing at 110° for 10 min. will give a 
value about 16 % lower than that obtained by sterilizing by steaming and 5 % 
lower than after heating to 105°. This effect is also illustrated by Table XII, 

Effect of storing blood 

In any elaborate quantitative test, such as this, which is to be used for 
oUnioal purposes, it is often necessary to send samples of blood by post, or to 
keep samples until an experiment can be set up. (It may be mentioned that the 
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time consumed in the estimation on each sample of blood is about 2 hr. The test 
takes about a fortnight to complete.) Meiklejohn stated that oxalated blood 
will keep for ‘‘some hours” at room tempt^rature without loss of vitamin; in 
presence of medium at —2° it would keep “for days”. 

A few experiments have been done to test the effect of keeping the blood. The 
vitamin content was found to remain the same for about (5 days at — 2^^. If blood 
is kept for more than one week at this temperature the growth-promoting power 
usually increases owing to inci*ea8e in adjuvant factor (see Tabic XU); this is 
probably due to autolysis producing compounds with adjuvant action. In seven 
experiments in which the blood was kept for between 8 and 24 days at —2°, the 
average increase in growth compared with the same sample tested at once was 
32 % (16-50 %). In the experiment shown in Table XII human blood was drawn 
under sterile conditions. Some was added at once to the flasks containing 
medium etc. and sterilized next day (column 1). Some was kept for 12 days 
at —2° and then treated like the first sample (column II); it was also t(^sted 
for sterility. 

Table XII. The effect of keeping blood upon its ability to promote 
the growth of Phycomyces 


1 ml. blood 

l^nheated 

1 

11 

8-5 

99 

Steamed 

31-0 

40-6 

99 

Autoflaved (110' 

27-4 

30-5 

1 ml. blood +0-ly vitamin 

for 10 min.) 
Steamed 

60-0 

58-7 

1 ml. blood -f 2'5y vitamin 


106'0 

ISOO 

2 ml. blood 


f>3*4 

62-4 

3 ml. blood 


03-4 

78-3 


Specificity of the test 

It has already been stated that the method is now known not to be specific for 
vitamin . In his paper Meiklejohn reported tests for four substances posst»ssing 
growth-promoting activity for other organisms with negative results. Two of his 
observations I have been unable to confirm. 

(1) Meiklejohn stated that a specimen of bios supplied by Mr J. R. O’Brien 
was without effect. I obtained specimens of bios from the same source and found 
that they had a remarkable effect (see Table XIII). 


Table XIII 



mg. 

Bios (0*1 ml.) 

170 

Bios (0*1 ml.) +0*1 y vitamin B^ 

104 

4*0 y vitamin 

104 


It will be seen that bios (1 ml.»21 mg. 8olids=:500 “doses”) had a very much 
greater effect than excess vitamin . 

(2) Mannitol was stated by Meiklejohn to have no effect on the growth of 
the fungus. This confirmed the previous report by Schopfer [1934, 3], 

(3) Kjiight’s staphylococcal factor was stated to have only negligible activity 
in amounts of lOOy. Since Knight [1937] has shown that his factor consists 
partly of the breakdown products of vitamin , and since three groups of workers 
[Schopfer & Jung, 1937, Sinclair, 1937; Bobbins & Kavanagh, 1937] 
have all found that these products are active in very small amounts, Meiklejohn’s 
results are difficult to interpret. The remainder of Knight’s factor is nicotinic 
aoid or its amide; neither of these had any action on the growth of the 
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fungUB. Coenzymes I and II, pure riboflavin and /S-alanine were also inactive. 
A highly purified preparation of vitamin had no activity as a growth factor in 
the absence of vitamin Bj , but when added with the latter it doubled the growth. 

In addition to bios, autoclaved ‘‘marmite”, autolysed yeast and “Peters’s 
eluate” all produced growths much greater than those obtained with excess 
vitamin Bj , even after they had Vx'eri autoclaved at pH 9 to dt‘stroy this vitamin. 
I have already stated [Sinclair, 1937] that cocarboxylasc^ is about as active as 
vitamin B^ , and under the conditions of the test the same is true of vitamin B^ 
monophosphate. These results will be reported in detail later. It may be men- 
tioned that several substances have l>een found that inhibit the growi^h of the 
fungus in small concentrations. For instance, 1 mg. indole in 10 ml. produces 
complete inhibition of growth. 


Availability of vitamin in blood 

In Meiklejohn’s method, the corpuscles are allowed to settle into a thick mass 
at the bottom of the flask. Sinc^e he states that over 80% of the vitamin in 
blood is associated with the corpuscles it is important to ensure that it all 
becomes available for the fungus. Meiklejohn advances three lines of evidence in 
support of this. The first is not satisfactory because, as shown above, the value 
obtained with 3 ml . blood is usually more than three times that obtained with 1 ml . 
and therefore the smaller relative growth which would b<? expected in the larger 
sample if some of the vitamin were not available would be masked by the adju- 
vant action. The second is not fully convincing: in one experiment only, the 
corpuscular layer was apparently autoclaved twdcc, and this, Meiklejohn states, 
caused some loss of activity; in any case, the difierence in the growths given 
by the surface layer (27*5 mg.) and whole blood (33*0 mg.) was not large. The 
third stat€*ment — that the corpuscular layer at the end of an experiment possesses 
no growth -promoting activity — is not surprising, since the fungus is known to 
produce an inhibitory substance during growth which would presumably be 
present in the corpuscular layer. 

The availability of the vitamin in the corpuscular layer can be simply tested 
by comparing laked blood with blood in which the corpuscles have been allowed 
to settle. The results of 24 expt^riments show that there is no significant difference 
between the two methods and therefore Meiklejohn’s method of allowing the 
coi*pu8cle8 to settle out is fully justified. 

Since in the control fiaaks the medium is liquid and in the flasks to which the 
larger samples of blood have been added it is partly solid, the eflFect of the fluidity 

Table XIV. The effect of the fluidity of the medium on the 
growth of Phycomyces 


A. Ox blood 
Vitamin (y) 




01 

2-5' 


1 ml. blood 

Control 


30-7 

117-5 


20-7 

With agar 


43*2 

1426 


31-3 



B. Human blood 




1 


2 

3 

4 ml. blood 

Control 

27‘4 


63-7 

96*7 

110-0 

With agar 

39-4 


67*0 

87-5 

114-1 
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of the medium was tested by adding agar (60 mg.) to some flasks. The addition 
caused a slight increase in growth (Table XIV) although agar without added 
vitamin or blood produced no growth. It appears therefore that the fungus grows 
rather better on a solid medium, and part of the adjuvant action of the blood may 
be due to this fact. 

Discussion 

Williams, who originally [1919] suggested the use of yeast for the assay of 
vitamin B, has recently [1937] stated that ‘‘the use of fungi in quantitative 
testing for vitamin Bj in extracts appears hazardous in the extreme”. Orr- 
Ewing & Reader [1928] elaborated a quantitative test for vitamin B^ , using its 
growth-promoting activity with StreptotJirix corallintLs; the test was useful with 
fairly pure solutions of the vitamin, but interfering substances were present in 
cruder preparations. Heating in alkaline solution destroyed the vitamin, but 
some growth-promoting activity with the Streptothrix still remained [Peters et al. 
1928]. Peters [1930] made the excellent suggestion that the micro-organism 
required the vitamin and could reactivate ‘‘alkalized ” torulin. In these respects 
this micro-organism behaves like Phycomyces. In his earlier papers Schopfer 
realized that the fungus could only be used for the assay of fairly pure solutions 
of the vitamin. In Ids recent work he has become bolder and used the method 
with plant extracts, animal tissues, imlk and blood; it has already been shown 
that his results on blood are not satisfactory. The fungus gives an appreciable 
growth with only 10~’% vitamin B^, and there is no doubt that Schopfer's 
method is the most sensitive one for assaying pure solutions of the vitamin. For 
this purpose it has proved very successful [Faguet, 1937 ; Villela, 1938]. 

But blood contains other substances that influence the growth of the fungus ; 
this is not surprising when it is remembered that it contains “phytotoxins” 
[Macht, 1936]. The method is not specific; according to Schopfer & Jung [1937, 2], 
Phycomyces “n6cessit6 pour sa culture en milieu synth6tique, la presence d’une 
constellation do facteurs de croissance de nature vitaminique parmi lesquels se 
trouve la viiamine Bj”. Therefore Schopfer & Muller [1938] state that the vitamin 
must be adsorbed on fuller’s earth before it can be assayed by this method. 
Moreover, it has been shown above that blood has an adjuvant action upon the 
growth of the fungus under the experimental conditions of the test. It was 
^own that addition of small amounts (about 0*ly) of vitamin to blood usually 
produced a growth greater than would be expected from the amount of vitamin 
added, that adding excess vitamin to blood invariably produced a growth 
greater than the control without blood, that large samples of blood (greater 
than 3 ml.) usually gave a growth greater than that obtained with excess 
vitamin and that the adjuvant action was partly destroyed by heat and usually 
increased when sterile blood was kept at — 2^ for more than a week. The adjuvant 
action is probably due to more than one factor; sources of nitrogen and salts in 
the blood, the buffering power of the blood and the more solid medium produced 
when blood is added, particularly in large amounts, probably all contribute to it. 
Under certain conditions, blood may be shown to have an inhibitory action on 
the growth of the fungus. Probably the inhibitory factor is normally masked by 
the adjuvant factor and is only apparent when the adjuvant action of blood is 
diminished by such devices as improving the sources of nitrogen in the medium. 

These facts prove that blood contains substances other than vitamin B^ that 
influence the growth of Phycomyces under the conditions of the test. Meiklejohn’s 
eondusion cannot therefore be substantiated. I agree with Van Veen [1987] 
that in testing impure extracts (including blood and urine) by this method “the 
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results were far from reliable; in fact, that they were at times entirely un- 
serviceable”. Yet this is the only method available at the present time for 
attempting to assay vitamin in blood. If the sources of error mentioned in 
this paper are borne in mind and are controlled as far as possible, then the 
method is valuable for comparing the apparent vitamin in different samples of 
blood. 

Summary 

1. Following the work of Schopfer with the fungus PhycomyceSy Meiklejohn 
described a method of estimating vitamin Bj in blood. His conclusion that it 
provides a quantitative estimate of the true vitamin B^ content of the blood has 
not been confirmed. 

2. It is showm that under given conditions blood always contains substances 
that affect the gro^h of the fungus. 

3. Hydrolysed casein is the most satisfactory source of nitrogen that has 
been found. By means of this it can be shown that sources of nitrogen in the 
blood affect the growth of the fungus even in presence of optimal concentrations 
of asparagine. 

4. Under the conditions of the test the addition to blood of small amounts 
of vitamin Bj usually produces a greater growth than expected, and addition of 
excess vitamin invariably does so. 

5. The method is known not to be specific for vitamin B^ . 

0. The importaiKJe is emphasized of carefully controlling factors such as the 
temperature of autoclaving and the length of time the blood is stored. 

7. If the possible sources of error are borne in mind and controlled as far 
as possible, the method is valuable for comparing the apparent vitamin B^ in 
different samples of blood, 

I am deeply indebted to Prof. Peters for liis interest and advice throughout 
this work. I am very grateful to Mr A. P. Meiklejohn for much help and advice. 
Mr H. W. Kinnerslo}" and Mr J. R. O’Brien have kindly provided me with 
certain substances. To the Christopher Welch Trustees 1 am indebted for a 
grant. 
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From the Division of Nutrition, Lister IrtslitiUe, London 
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In this laboratory it has been shown that, in addition to riboflavin, at least two 
other components of the vitamin Bj complex are required for the nutrition of the 
rat [Edgar & Macrae, 1937]. 

One of these components we have named yeast eluate factor, since it was 
adsorbed from autoclaved yeast extracts by fuUer’s earth and was found in 
barium hydroxide eluates prepared from the fuller’s earth adsorbates. This 
factor we recognized primarily as a growth factor for rats although we also found 
it curative of rat dermatitis. Dr Lepkovsky kindly put at our disposal a sample 
of his pure factor 1 [Lepkovsky, 1938], which is required by rats for growth and 
prevention of dermatitis [Lepkovsky et al. 1936] and is identical with crystaUinu 
vitamin B, [Gyoigy, 1938; Keiesztesy & Stevens, 1938; Kuhn & Wendt, 1938]. 

We have found that crystalline factor 1 completely replaces our yeast eluate 
fraction in the diet of the rat. We have also isolated fi-oni yeast asubstance identical 
with crystalline factor 1 [Edgar, El Sadr & Macrae, unpublished] and thus the 
identity of our yeast eluate factor with factor 1 and vitamin Bg is proved . The name 
adermin has been suggested [Kuhn & Wendt, 1938] for the crystalline matt^rial. 

The other component we have named yeast filtrate factor since it was present 
in the filtrate obtained by fuller’s earth treatment of autoclaved yeast extracts. 
This factor is required for the growth of rats and, as far as that property is 
concerned, corresponds with the factor 2 of Lepkovsky et al. [1936]. It is im- 
emtain if our factor is identical with that required for growth and prevention of 
dermatitis in chicks fed on a diet of heated grains [Elvehjem & Koehn, 1936; 
Lepkovsky & Jukes, 1935; 1936]. Neither nicotinic acid nor nicotinamide could 
replace the yeast filtrate fraction in the diet of the rat [Macrae So Edgar, 1937]. 

The work carried out in this laboratory during the past 2 years, which has 
included the chemical investigation of these fractions and the preparation of 
large amounts for other biological investigations, has required that we should 
have reliable methods for the detection and estimation of these factors. 

Rat growth tests have been successfully used in this laboratory for the 
determination of aneurin (vitamin B^) and riboflavin (lactoflavin). As well as 
these members of the vitamin B complex, yeast eluate factor and yeast filtrate 
factor profoundly aflfect the growth of young rats [Edgar Sc Macrae, 1937], and 
we have found it comparativdy simifle to devise rat growth tests, aimilai. to 
those used to determine aneurin and riboflavin, which have proved satisfactory 
for the determination of yeast eluate factor and yeast filtrate factor. These 
experiments ace described in the present paper. 

* Miasion Mouber of the figyptisn Uaivetaity. 
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EXFEBIMENTAIi 

The general methods used in the tests for the B- vitamins have been described 
in previous papers from this laboratory [Chick et al. 1935; Edgar et ah 1937], 
In the preparation of the litters of rats, the mothers received the full stock 
breeding diet except) during the last week of lactation, when yeast was withheld. 
The number of rats in the litters was restricted to 8. The young rats, weaned at 
21 days and weighing 40-50 g., received the basal diet consisting of casein 100, 
rice starch 300, cotton-seed oil 60, lard 15, salt mixture (McCollum’s No. 185) 
25 and water 500; the diet was cooked l^y steaming for 3 hr. Each rat also 
received from weaning daily supplements of 0-08 ml. cod liver oil and 10 /xg. 
aneurin ; when the body weight of the animals reached 100 g. the daily supple- 
ments of cod liver oil and aneurin were increased toO-1 ml. and 15/L4g. respectively. 

In the preparation of vitamin B-free diets, the principal difficulty is to obtain 
vitamin-firce protein of high nutritive value. We have found “Glaxo ashless 
extracted” casein to be satisfactory for certain investigations, although we have 
rc^cognized that it is probably not free from B- vitamins. This casein was used in 
the earlier experiments reported in this paper, but later it was found advantageous 
to use a more highly purihed casein. 

Supplee et ah [1936] demonstrated that the washing of casein with a solution 
of NaCl removed riboflavin, and it is our experience that this process also removes 
other factors of the vitamin B complex from the casein. In the later experiments 
report(‘d in this paper the casein used was purified by the following method. 

“Glaxo ashless extracted” casein (2‘5 kg.) was stirred for 30 min. with a 
solution containing 600 g. NaCl and 30 ml. glacial acetic acid in 30 1. tap 
water. The casein was allowed to settle for 1 hr. and the supernatant liquor was 
poured off. The washing with the salt solution was repeated 6 times. The 
casein w’^as then pressed dry on Buchner funnels and stirred into 96 % alcohol 
(51.). The alcohol was removed by filtration and the casein spread in thin layers 
on the open bench and dried in a current of air. 

The rats receiving the basal diet with supplements of cod liver oil and 
aneurin usually increased slightly in body weight during the first week after 
weaning, the average increase being about 4 g. for the period. The animals 
were then treated differently according to whether they were to be used in tests 
for eluate factor or filtrate factor. The animals were weighed 3 times weekly. 

Preparation of supplementary materials 

Yeeust eJluale fraction. The barium hydroxide eluate prepared from the 
fuller’s earth adsorbate from autoclaved yeast extracts, purified by treatment 
with basic lead acetate, has proved thoroughly satisfactory. The method of 
preparation was described in a previous paper [Edgar & Macrae, 1937]. 

Yeast fiUrale fraction. In the earlier experiments the filtrate fraction was 
obtained by simple treatment of an autoclaved yeast extract with fuller’s earth 
by the method previously described [Edgar et ah 1937]. More recently we have 
purified this material by extraction with amyl alcohol, a procredure 'which has 
also proved effective in the purification of the "factor required for the growth and 
prevention of dermatitis in chicks receiving a heated grain diet [Elvehjem & 
Koehn, 1936; Lepkovsky & Jukes, 1936]. The following method has been 
employed by us. 

The fuller’s earth filtrate (4 1., of concentration 1 ml. equivalent to 0-5 g. dry 
yeast) was concentrated in open trays at 37*^ to one-fourth of its original volume. 
H^SO^ was added to pH 1 and the extract was shaken with 2 1. amyl alcohol. 
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After separation, the amyl alcohol extract was shaken with 500 ml. water to 
which was added just enough NaOH to make the aqueous layer alkaline to 
thymol blue. The aqueous extract was separated, neutralized with HCl and the 
amyl alcohol again extracted with a second portion of alkali. The amyl alcohol 
was now transferred back to the yeast extract and the extraction repeated until 
the yeast filtrate had been extracted 6 times, the amyl alcohol being extracted 
with the alkali after each treatment of the yeast extract. The combined 
aqueous extracts of the amyl alcohol, containing the filtrate factor, were 
evaporated to small volume and treated with 4 volumes 96% alcohol. The 
precipitated salts were removed by filtration and the alcohol was distilled off 
in vacw, A small amount of a gummy material winch separated was discarded ; 
in the final product 1 ml. was equivalent to 2 g. dry yeast. 

Estimation of yeast eluate factor 

Male rats were found more satisfactory for this test. They were prepared 
as described above and had received for I week from weaning the basal diet 
supplemented by cod liver oil and aneurin. For a pt'riod of 2 weeks the animals 
now received daily additional supplements of 50 /xg. ribofiavin and an amount 
of the yeast filtrate fraction equivalent to 2 g. dry yeast; these amounts were 
sufficient to supply the animals’ requirements. An immediate growth response 
resulted and during the first week the animals usually increased in body weight 
by about 20 g. A slight fall in the rate of growth occurred in the second week 
during which the weight increase was usually about 15 g. Certain animals then 
received additional supplements of the materials to be tested for eluate factor 
activity, others (negative controls) were given no added supplement, while y«?t 
others (positive controls) were given an amount of a tested yeast eluate^ fraction 
equivalent to 2 g. dry yeast, this amount being known to supply the animals’ 
requirements of eluate factor. The test was continued for a further 2-week 
period. Even after 2 days a sharp increase in the growth rate of the animals now 
receiving eluate fraction was noted, and the increased growth rate was main- 
tained during the 2-week period, the average weekly gain usuaUy being 25-30 g. 
(Fig. 1, Table I). The negative control animals generally continued to increase in 
weight at the rate observed towards the end of the preliminary period of 2 weeks, 
this rate being about half that of the positive control animals. Comparison of the 
growth rates of the animals receiving tjie test material with those of the negative 
and positive control animals indicated the vitamin potency of the tested 
material. As far as was practicable, animals used in a single test were taken from 
the same litter, although usually no great difference was observed from litter 
to litter. Reliable results were obtained when 3 animals, together with one 
positive and one negative control animal, were used for each test. 

In the earlier experiment in which the basal diet contained unwashed Glaxo 
ashless extracted” casein as source of protein and the unpurified yeast fuller’s 
earth filtrate as source of filtrate factor, the slackening in the growth rate during 
the second week of the preliminary period was less marked than that observed 
when the more highly purified casein and purer filtrate factor preparations were 
introduced into the basal diet. The body-weight increase observed during the 
2-week period following administration of eluate factor was also slightly less 
in the case of the animals receiving the purer diet ; however, the growth response 
obtained when eluate factor was added to the diet was more striking and tests 
using the purified diet were generally more satisfactory. 

It was observed that the increased growth rate resulting from the addition 
of eluate fraction varied with the dose given. In one experiment the average 
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total weight increase of 4 rats receiving a suboptimal dosage of eluate fraction 
was 40 g. for the 2- week test period, that of 5 rats receiving twice the above 
dosage was 49 g., while 4 rats given 4 times the dosage increased in body weight 
by 55 g. during the 2-week period. From this and other experiments not 
recorded it appeared that the growth response curve was the usual logarithmic 
one. 



Fij?. 1. Growth of young rats receiving a basal diet free from the B>vitamins, supplemented 
daily by 10-15 gg. ancurin, 50 /ig. riboflavin and one or more of the following fractions: 
£ = yeast eluate fraotion (=2g. dry yeast), F — yeast filtrate fraction purified by amyl 
alcohol extraction ( =2 g. dry yeast), JK' ^eluate fraction from yeast ( -2 g. dry yeast), or 
liver (=rl2g. fresh liver), F'=filtrate fraction from yeast {-2g. dry yeast) or liver 
{ -fig. fresh liver). The arrows indicate the points at which the doses w'cre changed, and 
the figures and symbols in brackets the number and sex of the rats from which the 
growth curves were derived. Divisions on the abscissa indicate periods of 1 week. 


Table 1, Tests for elmte factor 
Each rat (male) rei'oivod daily 10-15 gg. aneiirin anil 50 /ag. riboflavin 


No. of 

Filtrate fraction, preparation and 

Av. w’lMfkly 
wt. increase 
of group 
for pre- 
liminaiy* 
period of 

2 woi'ks 

Additional supplement 
given during 

Av. weekl3' 
wt. increase 
of group 
during tost 
period of 

2 weeks 

rats 

amount given dail}' 


test period 

g- 

Unwashed 

52 

casein diet: 

Yeast filtrate fraotion ( = 1 g, dry 

21, 19 

Eluate fractions from 

29, 25'» 

36 

yeast) 

*» ♦* 

21, 18 

yeast or liver 

Non© 

16, 16t 

4 

Yeast filtrate fraction purified by 

21, 14 

Eluate fractions from 

27, 27 

extraction with amyl alcohol 
( =2 g. dry yeast) 

Washed casein diet: 

9 Yeast filtrate fraction ( — Iff. dry 

19, 16 

yeast or liver 

•* 

27, 24 

6 

yeast) 

** *1 

20, 19 

None 

15, 15 

8 

Yeast filtrate fraotion purified by 

16. 12 

Eluate fractions from 

22, 22 

6 

extraction with amyl alcohol 
(=2g. dry yeast) 

» *• 

19, 13 

yeast or liver 

None 

12. 10 


* The standard error of the average total weight increase for the 2- week test period ( ojy/ « ) - 1 *08. 
t The standard error of the average total weight increase for the 2- week test period ( a/\/«) = 1 *29 . 
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The unit of eluate activity we have adopted is based on the potency of an 
amount of our standard eluate fraction equivalent to 2g. dry yeast. This 
amount, when given daily to a rat prepared as described above, produces a 
growth response of approximately 90 % of the maximum obtainable. 


Estimation of yeast fiUrcUe factor 

A method very similar to the above has been used for the determination of 
yeast filtrate factor. Rats of both sexes, prepared as described above, having 
received the basal diet supplemented only by aneurin and cod liver oil for one 
week from weaning, received daily for 2 weeks 50 fig. riboflavin and a dose of 
yeast eluate fraction equivalent to 2 g. dry yeast. By the end of the first week 
the animals had generally increased in weight by approximately 20 g. ; during 
the second week of this period, however, a very marked slackening in the growth 
rate occurred, and by the end of the week the growth rate was usually about 
7 g. weekly, although over the whole of the second week weight increases of 
about 10 g. were generally obtained. Certain animals then received the added 
supplement of the material to be tested for filtrate factor activity. Negative 
control animals were given no added supplement, while positive control animals 
received either the yeast fuller’s earth filtrate fraction from 1 g. dry yeast or the 
preparation of filtrate fraction purified by extraction with amyl alcohol, equi- 
valent to 2 g. dry yeast. The test pro;^r lasted for 2 weeks,, and the presence of 
filtrate factor in the test material was indicated by an imm^ate increase in the 
growth rate, unmistakable even within 2-“3 days. The growth rate increased 
to about 22 g. weekly, and this was maintained for the 2- week period (Fig. 1, 
Table II). The negative control animals usually continued to increase in body 
weight at the rate of about 7 g. weekly. Reliable results were obtained when 


Table II. Tests for fiUrate factor 


Each rat received daily 10-15 /4g. aneurin, 50 /jtg, riboflavin and yeast eluate fraction 

( ~2 g. dry yeast) 


No. of 

rats Sex 
Unwashed casein diet 


Av. weekly 
wt. increase 
of group 
for pre- 
Umimry 
period of 
2 weeks 
g- 


Additional supplement given during 
t^ period 


Av. weekly 
wt. increase 
of group 
during test 
period of 
2 weeks 
g* 


6 

3 

39 

20 


9 

? 


Washed casein diet: 


22, 12 

19, 10 

20, 10 
18, 10 


Filtrate fractions from yeast or liver 
None 

Filtrate fractions from yeast or liver 
None 


25, 26 
7. 5 
22, 19* 
6, 6t 


10 

14 

7 

20 


<? 

¥ 

¥ 


18, 11 Filtrate fractions from yeast or liver 

19, 9 None 

19, 8 Filtrate fractions from yeast or liver 

18, 8 None 


21, 19 
9, 6 
19, 16 
5, 4 


• ^ Btamdaid error of the average total weight increase for the 2-week test period (<r/v'») = 0-88. 
t The standard error of the average total weight increase for the 2-week test period (o/V») = 1 • 1 1 . 


3 animals, exolnaive of controls, ■were used for each test. As for as pom ihl- 
animals were taken from the same litter but we found little variation between 
the Utters. A certain difference existed between the males and femaifta and this 
had to be considered in planning the tests. Ihe growth response vwied with the 
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amount of filtrate fraction given (see Table III). The tests in which the purer 
casein was used were generally more satisfactory, as the growth rate diminished 
more regularly during the second week of preparation when the animals were 
receiving the ribofiavin and eluate factor supplements. 

Table III. Growth response of rais to graded doses of filtrate factor as coirvtained in 
amyl alcohol extracts from (a) yeast filtrate frewtions, and (b) liver filtrate 
fractions 

Kach rat (female) received daily 10-15 /ig. aneurin, 50/Ltg. riboflavin and yeast eluate fraction 



No. of 

Av. weekly wt. 
increase of group 
for preliminary 
period of 2 weeks 

(-=2g. dry yeast) 

Daily filtrate supplement given 

Av. weekly wt, 
increase of group 
during test period 
of 2 weeks 


ratB 

g- 

during test period 

g- 

(a) 

4 

23, 12 

Equiv. of 1 g. diy’ yeast 

14, 20 


3 

22, 11 

Equiv. of 2 g. dry yeast 

19, 22 


2 

23, 13 

Equiv. of 6 g. dry yeast 

22, 18 

(6) 

2 

17, 5 

Equiv. of 3 g. fresh liver 

11, 13 


2 

22, 9 

Equiv. of 6 g. fresh liver 

23, 18 


The unit of filtrate factor activity we have adopted is based on the potency 
of an amount of our standard filtrate fraction, purified by amyl alcohol extrac- 
tion, equivalent to 2 g. dry yeast. This amount, when given daily to a rat 
prepared as above, produces a growth response of approximately 90% of the 
maximum. 

Discussion 

The rat growth method for the determination of factors of the vitamin B 
complex has lieen so extensively used in the past that the use of this criterion 
for the study of new factors of the vitamin B complex requires no further 
justification. In the case of aneurin, the rat growth method, although perhaps 
more tedious than some others, is certainly one of the more reliable biological 
methods for the determination of that vitamin. The biological determination of 
riboflavin has been almost exclusively carric^d out by rat growth methods; a 
paper published from this laboratory [Edgar et al, i937] showed the regular 
growth response of young rats deprived of riboflavin to administered doses of 
that substance. 

Although curative methods for vitamin determination have the advantage 
of specificity in cases where a specific group of symptoms is involved, growt»h 
methods which employ uniform healthy young animals appear to us to be the 
more reliable. Curative methods necessitate the use of sick animals and the 
response effected by administration of the missing vitamin is largely dependent 
on the degree to which the pre-existing deficiency had affected the general 
health of the animal. 

For the estimation of vitamin B<„ which we now realize is identical with our 
yeast eluate factor and factor I [Lepkovsky et aL 1936], the cure of the dermatitis 
developed by rats deprived of the vitamin has been most extensively used 
[Gyorgy, 1935], In our laboratory, when using this method, we have encountered 
the difi^vantages of curative methods referred to above. Further, we have also 
noted occasional spontaneous cures in our animals and have also found that the 
specificity of yeast eluate factor for the cure of this dermatitis is not complete 
[Chick & Macrae, unpublished]. Cures of dermatitis developed on diets deficient 
in yeast eluate factor and riboflavin, or deficient in yeast eluate factor and yeast 
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filtrate factor have frequently been obtained by the addition of riboflavin or of 
yeast filtrate factor, respectively. In carrying out the rat curative test, therefore, 
the supply to the animal of all the other vitamin B factors must be adequate. 
Since the animals used in curative tests are usually on experiment for many 
weeks, during which they must be carefully observed, the time required for these 
tests is much greater than the simple routine rat growth test described. 

The only biological property of our yeast filtrate factor at present recognized 
is its effect on the growth rate of young rats. It is possible that the factor 
required by clucks for growth and prevention of dermatitis may be identical 
with this rat factor and, if this is found to be the case, the determination by the 
chick growth method [Lepkovsky & JuJkes, 1936; Jukes & Lepkovsky, 1936] 
may prove a rival to the rat growth method. 

We admit that the method described in this pa|)er for the determination of 
yeast eluate factor and yeast filtrate factor may be capable of improvement. 
For example, it might be found advantageous, especially in the case of the 
determination of yeast eluate factor, to extend the “running out period” by 
1 week or more, in order further to reduce the growth rate immediately prior 
to adding the test material to the diet. The tests carried out as described above 
have, however, proved very satisfactory for the rapid testing of vitamin fractions 
obtained in experiments on the purification of the factors. 

SUMMAKY 

1. Rat growth methods are described for the dc^tc'rmination of j'cast eluate 
factor (vitamin of Gyorgy ; factor 1 of Lt‘pkovsky) and yeast filtrate factor 
(factor 2 of Lepkovsky). 

2, In both methods graded growth responses to graded doses of the factors 
were observed, and although the suitability of these tests for the accurate 
biological determination of these factors has not been worked out, the probability 
is that these methods, perhaps with some modification, will proven satisfactory. 

We are very grateful to Dr H. Chick for her valuable advice and criticism, 
and we thank Messrs Hoffmann-La Roche for the gift of the riboflavin used in 
these experiments. 
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ARCHER JOHN PORTER MARTIN and 
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Frani the Insiitvie of Animal Pathology, Cambridge, and the. Division of 
Nutrition, Lister Institute, London 

(Recewcd 1 November 1938) 

From the results of previous work [Birch et al 1937; Chick et al. 1938, 1, 2] it 
was concluded that young pigs could be reared succjcssfully on a diet of maize 
and purifitHl casein with the addition of a suitable salt mixture, provided that 
nicotinic acid were also given. Similar experiments made on rats showed that the 
addition of nicotinic acid was not required for this species [Chick et al. 1938, 2]. 

The fact that an extraneous source of nicotinic acid or its amide does not 
appear to be required by the rat is responsible for the misleading results of 
researches into the at'tiology of pellagra in which this animal was used. The dog, 
th(‘ pig and the monkey app(‘ar to resemble more closedy the human being in 
their reejuirement of nicotinic acid in their food and consequently in their failure 
to maintain health on diets consisting too largely of maize. 

The vitamin requirements of different spiicies of animals being so various, it 
seemed worth while to ascertain what other heat-stable, water-soluble, accessory 
factors in addition t-o nicotinic acid and riboflavin, are required by pigs. What- 
ever’ they may be, it is clear from our previous observations [Chick et al. 1938, 1, 2] 
that they are contained in w^hole maize in sufficient amount wdien it comprises 
80 % of the diet, 

Edgar & Macrae [ 1937] have concluded that at least two other Bg- vitamins ” 
are new^ssary for rats. One of these they call “filtrate’’, the other ‘*eluate” 
factor. Fractions containing these two factors w ere originally derived from yeast 
but Edgar et al. [1938, 2] have also separated similar fractions, using somewhat 
modified methods, from a water-acetone extract of liver. 

In the present enquiry we are dealing with “filtrate fraction” and “eluate 
fraction” as described by Edgar and Macrae and prepared by their methods. 
Fractions derived by similar methods from yeast, liver and rice polishings have 
been prepared by Lepkovsky et al. [1936] and by other workers. The relation of 
these to those employed by us will be discussed later. 

Experimental methods 

It was first necessary to find a simple basal diet suitable for young pigs which 
would contain an adequate amount of vitamins A, D and E and of linoleic acid 
but which was as free as possible from water-soluble vitamins. To the basal diet 
a mixture containing vitamin Bj (aneurin), riboflavin and nicotinic acid, all 

( 2207 ) 
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given as pure chemicals, could be added as required. The following was found 


satisfactory: 

Purified maize starch 71 

Purified casein 21 

Cod liver oil 2-6 

Cotton seed oil 2-5 

Salt mixture 3 


It contained protein 18*1 %, fat 6*0%, carbohydrate 64 % and had a nutrient ratio 
of 1 to 4-2. As the pigs increased in weight the proportion of casein was gradually 
reduced to 15 %. At first wood-charcoal was supplied as an unobjectionable form 
of roughage. This was found unnecessary and later discarded. 

The maize starch was the purest sample obtainable and had a nitrogen content 
of 0*03%. It was prepared from dent white maize by the following process. The 
grain was steeped in a warm dilute solution of SO2, then broken ; the embryos 
were separated by flotation, the fibre by sieving and the protein by a process of 
differential sedimentation in an alkaline medium. Finally the starch deposit 
was washed by decantation until the nitrogen (protein) content was reduced to 
the required figure, after which it was filtered and dried rapidly in a current of 
dust-free air. 

The cod liver oil was certified to contain per g. 1000 i.ir. of vitamin A and 
100 i.u. of vitamin D. The casein was ‘‘Glaxo ashless extracted’* casein, 
described by the manufacturers as a casein of the “self soured ’* type, thoroughly 
washed with dilute acetic acid and afterwards extracted with hot alcohol; it 
contained 94% protein. 

The salt mixture used was based on that recommended by Hubbell et aL 
[1937] who found it adequate for rats on a similar diet. It contained CaC03 
38 %, bone ash 23-2 %, NaCl 10-5 %, KCl 27-2 %, KT 0*008 % and Fe203 0-84 %. 
At first it formed 3 % of the diet. Later it was realized that for rapidly growing 
pigs this mixture was low in phosphorus, the proportion of which in the diet, 
allowing for that in the casein, was less than 0*3 %. The deficiency was rectified 
by mixing one-fifth of its weight of sodium dihydrogen phosphate (NaH2P04, 
2H2O) with that of the original salt mixture and adding 4 % of the mixture to 
the diet. The phosphorus in the salt mixture was thus increased from 3*9 to 
6*6 % and that in the diet to 0*4 % . 

The riboflavin used was a sample of pure synthetic material kindly given by 
Messrs Hoffmann-La Roche, Basle, to whom we are also indebt<?d for the 
specimen of nicotinic acid used. 

The aneuxin was pure synthetic hydrochloride provided by Prof. A. R. Todd. 

The yeast was a commercial preparation of dried brewer’s yeast. 

Filtrate and ducUe fraetiona prepared frwn liver 

The laboratory preparation from yeast of the large amounts of filtrate and 
eluate fractions required in these experiments was not feasible and we had there- 
fore to seek other sources. It was found by Edgar et al. [1938, 2] that fractions 
with similar biological properties, as tested on rats, were present in liver and were 
contained in the residues discarded during the commercial manufacture of some 
of the preparations used in the treatment of pernicious anaemia. These liver 
residues were kindly put at oxtr disposal by Messrs Glaxo Laboratories, Ltd., 
who also prepared some of the fractions. 

The liver residue available to us at the beginning of our experiment was the 
filtrate from the charcoal treatment of an aqueous acetone extract of liver. 
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Filtrate fraction was prepared from this by simple extraction of the acidulated 
liver residue with amyl alcohol, the filtrate fraction passing into the amyl alcohol. 
Eluate fraction was prepared from the material which had been extracted with 
amyl alcohol, by adsorption on fuller’s earth and subsequent elution with 
barium hydroxide. 

While the experiments were in progress the above liver residue became 
unobtainable, but two new residues were available. The first residue, that 
portion of an aqueous acetone extract of liver which was unextractable by 
phenol, was found to be a good source of eluate fraction and towards the end of 
our experiments we prepared an eluate fraction from this residue by adsorption 
on fuller’s earth, elution with barium hydroxide and subsequent extraction of 
the eluate with amyl alcohol to remove any filtrate factor. The second residue, 
the filtrate from charcoal treatment of the phenol-extractable portion of the 
aqueous acetone extract, was rich in filtrate fraction and extraction of this 
residue with amyl alcohol gave the purified preparation of filtrate fraction 
which was used in the latter part of these experiments. 

The amounts of eluate and filtrate fractions administered to the pigs were 
based on the requirements of rats found by Edgar & Macrae [1937] and Edgar 
et al, [1938, 1], The animals in Exp. I (heavier pigs) received 100 “rat doses 
of filtrate fraction and 100 “rat doses” of eluate fraction daily. For the pigs in 
Exp. II we could not afford such a liberal allowance of eluate ; they received 
100 rat doses of filtrate and t50 rat doses of eluate daily. These allowances were 
chosen as being roughly proportional to the food intake of the pigs compared 
with that of the rats. At the beginning of the experiment each pig consumed 
about 50-100 times as much dry food as a young rat. The above allowances, how- 
ever, were not increased or decreased as the pigs consumed more or less food 
during the course of the experiment. 

The amounts given would appear to have been adequate, as 5 pigs 
(nos. 60, 62, 63, 65, 66) grew well when receiving both fractions. The 
dose of filtrate, at least, was probably not excessive, as pigs (nos. 60, 63) 
in which the dose of filtrate was reduced for 2 weeks showed an immediate 
diminution in growth, which was restored as quickly when the dosage was 
increased. 

AU the pigs received the bcksal diet and, except for those having yeast (see 
below), daily doses of aneurin 1 mg., riboflavin 2 mg. and nicotinic acid 25 mg. 
The doses of aneurin and riboflavin, like those of eluate and filtrate fractions, 
were calculated on the requirements of rats. The daily dose of 25 mg. nicotinic 
acid was adopted on the basis of previous experiments with pigs [Chick et al. 
1938, 1] in which 60 mg. daily produced an immediate and striking effect in 
animals which had been deplete for 2-3 months; we decided that this dose 
would be excessive as a prophylactic. Sebrell et al. [1938] found 10 mg. nicotinic 
acid twice weekly an effective prophylactic dose to prevent black-tongue in 
dogs of about 6 weight. 

The pigs were divided into groups of 2-4 animals; one group received in 
addition to the above a daily dose of Edgar and Macrae’s ffltrate fraction, a 

^ The ** rat doses of filtrate factor and cdoate factor, referred to in this paper, are equivalent to 
the units of these factors defined by Edgar et at. [1938. 1 ]. The unit of eluate factor is the potency 
of an amount of standard eluate fraction equivalent to 2 g. dry yeast and the unit of filtrate factor 
is the potency of an amount of standard filtrate fraction purified by amyl alcohol extraction, also 
equivalent to 2 g. dry yeast, llllien rats, whose growth rates are limited by deprivation of either 
filtrate factor or eluate factor, receive daily 1 of the appropriate nussing factor, immediate 
growth responses occur of approximately of the maximum. 
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second group received doses of their eluate fraction, a third group received both 
fractions and a fourth group yeast. The growth and health of these various 
groups were then studied. 

General management of the animals 

The general management of the animals has been previously described in 
detail [Birch et ah 1937], The pigs receiving the same diet lived together in the 
same stall; these stalls consisted of commodious built-in rooms with concrete 
flooring and attached to each was a separate open run. The animals had no 
bedding, but a wooden platform was provided for them to sleep on. The diet was 
made up in batches of 50 lb. at a time ; it was merely stirred with water to a thin 
cream and fed cold. The appropriate amounts of aneurin, lactoflavin, nicotinic 
acid and the various fractions for the whole group were stirred in immediately 
before feeding. The animals were fed twice daily up to the limit of their appetite. 
If any food was left at breakfast a corresponding diminution was made in their 
supper, so that all was consumed. 

Experimental results 
Experiment I 

The initial object of this experiment was to ascertain what would happen to 
young pigs fed upon a diet of starch, casein, cod liver oil and cotton st'cd oil 
supplemented with (1) dried yeast and (2) aneurin. riboflavin and ni(X)timc acid. 
The experiment was begun on 2 May 1938. A litter of 8 pigs, 12 Wf^eks old and 
of weights varying between 51 and 70 lb., was divided into 2 groups of 4 each. 

The first group contained the lightest pigs (nos. 53, 54, 56 and 57). They had 
4% of dried yeast added to their diet and th(^ casein and starch were corre- 
spondingly reduced. With the exception of no. 53, which died after 5 weeks and 
was found at autopsy to have a numbtT of abscesses in the mesentery, these 
pigs made steady growth from the 2nd week onwards and gained an average of 
10*9 lb. weekly. After 9 weeks the expc'riment was discontinued, as it was 
evident that 4 % yeast supplied all the B-vitamin requirements over this |R?riod 
(see Fig. 1). 

The second group (nos. 50, 51, 52 and 55) received the same diet supple- 
mented by aneurin, riboflavin and nicotinic acid. At first the animals grt^w well, 
but in all cases growth ceased abruptly after 3-4 weeks. These j)ig8 did not 
manifest any S 3 miptom 8 of illness but it was clear that aneurin, riboflavin and 
nicotinic acid did not supply all that was required. From the 7th week the eluate 
fraction (1(K) rat day doses daily) was added to the diet of nos. 50 and 55 and the 
filtrate fraction (100 rat day doses daily) to that of nos. 51 and 52. 

Pigs receiving eluate fraction 

Unfortunately no. 56 developed an acute pneumonia shortly afterwards and 
died. At autopsy, extensive solidification of both lungs, purulent pleurisy and 
pericarditis were found. This pig cannot therefore be further considered. 

Pig no. 60, after a resumption of growth which lasted 6 weeks, lost its 
appetite, suffered intermittently from diarrhoea with the passage of blood^ and 
began to lose weight rapidly. The loss of weight continued although the 
diarrhoea abated. It was noticed to be weak in its hindquarters and moved with 

1 At autopsy this pig was found to have an infection of the mucous membrane of the large gut 
with the nematode Oesophagostomum Hentatum, 
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a peculiar swaying gait. The weakness in the hindlegs increased until the 
animal had difficulty in piaintaining equilibrium whilst eating or drinking and 
could not raise the hindlimbs sufficiently to scratch its body. At the end of the 
14th week, that is 8 weeks after receiving the eluate fraction, the filtrate fraction 
was also added to its diet. A slight temporary improvement in appetite and 
general condition followed but the feebleness soon returned and the paresis of the 
hind quarters increased. Finally food was refused and the animal was killed. 

Pigs receiving filtrate fraction 

Pigs nos. 51 and 52 res})onded at once to the addition of filtrate fraction and 
for 1 month increased in weight at nearly the normal rate. At the end of this 
time growth ceased abruptly and during the next month No. 51 grew not at all 
and no. 52 but 7 lb. Both pigs then showed another spurt in growth which lasted 
for 3 weeks, during w'hich each gained 20“25 lb. At the 10th wijek from the time 
they first received filtrate fraction growth again ceased in both of them (see 
Fig. 1). The first spurt of growth was understandable but the second was not. 
The latter coincided with the administration of a new preparation of filtrate 
fraction and creased abruptly w'hen that supply was exliausted. The most 
obvious interpretation would be that this particular preparation of filtrate 
fraction had imperfectly fractionated, but we could not discover, by 

experiments upon rats, that it contained any eluate fraction. Pigs nos. 51 and 
52 were occasionally observed to have epileptic fits. 

Exjyerimewt II 

This ex^K^riment, which was a continuation of the prectKling one and over- 
lapped it, w'as begun on 30 May 1938 with 11 9- week old pigs from a litter which 
had just bc^en weaned: their weights ranged from 25 to 39 lb. 

Two of the lightest pigs were used to find out how much dried yeast was 
needed to supplement the basal casein-starch diet. From the rate at which 
nos. 54, 56 and 57 of Exp. I were growing we concluded that 4 % in the diet was 
perhaps excessive. After 3 weeks on the basal diet, the diet of nos. 59 and 67 
therefore had 2 % yeast added to it. The subsequent growth was, however, very 
poor, and afU^r a further 3 weeks the yeast supplement was increased to 6 % . 
Immediate increase in growth rate followed and the average gain in weight soon 
exceeded 10 lb. per week. When this occurred the amount of yeast was reduced 
I*® 4 %, and the rate of growth was maintained. We conclude, therefore, that the 
amount of yeast required to supply all the B- vitamins for pigs of this age, on so 
simple a diet as that here used, is between 2 % and 4 % and is nearer 4 %. 

The remaining 9 pigs of this litter were used to ascertain the effect of giving 
the filtrate fraction and the eluate fraction alone and in combination. As the 
pigs were a month younger than those of Exp. 1 it was thought likely that the 
effects might be more striking. 

For the first 3 weeks all 9 pigs received the basal diet writh the additions only 
of aneurin, riboflavin and nicotinic acid, in the same dosage as was employed 
with the first litter. This procedure was adopted as a measure of economy, for 
we had difficulty in making enough of the eluate and, filtrate fractions to keep 
pace with the requirements of the animals and it was thought that depletion of 
their reserves during this preliminary period would abbreviate the experiments. 
The pigs showed a slow, subnormal rate of growth. 

At the end of the preliminary period 3 pigs (nos. 58, 61 and 64) received the 
eluate fraction in daily amounts equivalent to 50 rat day doses, 3 pigs (nos. 60, 
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Fig. 2. £xp. 11. Growth curves of young litter-mate pigs receiving a basal diet of purified casein,, purified maize starch, cottonseed oil, cod 
Uver oil and salt mixture, with daily rations of aneurin 1 mg., riboflavin 2 mg. and nicotinic acid 25 mg. Curves A, supplemented with 
GO rat ^y doses of eluate fraction daily. Curves B, supplemented with 100 rat day doses of filtrate fraction daily. ChiWes C, supple- 
mmited with both fractions, ^rves D. basal diet supplemented with dried yeast. E signifies addition of eluate fraction; F signifies 
addition of filtrate fraction; signifies death. Divisions on the abscissa indicate periods of 4 weeks. 
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63 and 68) received the filtrate fraction in similar dosage and 3 pigs (nos. 62, 65 
and 66) received both fractions. The growth curves of all these pigs are shown 
in Fic. 2. 

Pigs receiving eluate fraction only 

The pigs receiving eluate fraction only (nos. 58, 61 and 64) grew sub- 
normally for 6-7 weeks, the average weight increase being about 3 lb. weekly. 
Afterwards appetite failed and there was an abrupt cessation of growth and a 
decline in weight; nos. 58 and 61 died 2-3 weeks later. Shortly before growth 
ceased, it was noticed that all 3 pigs had weakness of the hind quarters and 
sagging of their backs. These symptoms increased day by day and the gait 
became unusual, the hind quarters swinging as they walked. It appeared as if 
the back end of the pig were loosely attached to the rest of the body. The hind 
legs were slightly flexed at all 3 joints so that the hind portion of the body was 
lowered. The clumsiness of the movements of the hindquarters was most 
noticeable when turning and increased day by day, the condition becoming pro- 
gressively worse until, after about 10 weeks from the commencement of the 
experiment, nos. 58 and 61 were almost completely paralysed in their hind- 
quarters. They werc^ unable to raise them from the ground and if lifted could 
not remain standing. It was a flaccid palsy and at no time spastic. 

For some weeks the animals pulled themselves about with their front legs 
dragging the collapsed hinder end of their bodies, which were rotated laterally. 
At this stage the deep reflexes were abstmt and the pigs appeared to be in- 
sensitive over the distal half of their hindlimbs, since pricking, either superficial 
or deep, elicited no response. The fore quarters and head and neck were 
unaffected. The pigs could still eat but had to be fed by hand. No. 61 was given 
filtrate fraction when it was severely ill. It became brighter and for a day or two 
its apjxjtito improved, but it died a few days later. 

The third pig in this group, no. 64, maintained its weight rather longer. The 
early symptoms of damage to the nervous system occurred at about the same 
time as in the others but did not develop to the same extent. This animal had 
the same swinging gait and clumsiness of the hindquarters and often fell when 
turning quickly, but it could always stand or get up on its hindlegs, perhaps 
after one or two unsuccessful efforts. The paresis of the left hindleg was greater 
than that of the right and the animal would stand on 3 legs, swinging it loosely 
back and forward. It remained in much the same condition for a month. 
13 weeks after receiving the eluate fraction it was given the filtrate fraction also, 
in amounts equivalent to 200 rat doses daily. Improvement in the general 
condition of the animal occurred immediately. Its appetite returned and during 
the next week it consumed 3 times as much food as before and put on 15 lb. in 
weight (see Fig. 2). At the same time it became? much stronger and learnt to 
n^ake the best of its disablement. The paresis of the left leg and clumsiness in 
movement, however, remained. 

Pigs receiving fiUrate fraction only 

The 3 pigs (nos. 60, 63 and 68) which were given filtrate fraction only, 
remained in better condition than those having the eluate fraction. The 
improved rate of growth which occurred when filtrate factor was first added, 
after the pigs had been 3 weeks on the basal diet alone, lasted 3-4 weeks. For 
the next month, however, weights remained stationary. Nos. 60 and 63 were 
then given the eluate fra^ion in daily amounts equal to 50 rat doses. Their 
appetite immediately increased and they started growing well, their weekly 
increase in weight steadily increased and in 6 weeks reached 15 lb. 
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No. 68 continued to have filtrate factor only and from 12 August to 
5 September 1938 the same unaccountable spurt in growth occurred as was shown 
at the same time by nos. 51 and 52 of the previous litter (see above, p. 2211). 
We at first suspected the particular sample of filtrate fraction, but after that 
sample had been replaced by another, no. 68, after a stationary period, again 
resumed a moderate rate of growth (Fig. 2), suggesting that our suspicions were 
unfounded and that intermittent growth may be characteristic of deficiency of 
the eluatc fraction. 

None of the pigs deprived of the cluate factor seemed particularly ill but they 
all suffered from epileptic fits. These were first observed in no. 63, 7 weeks after 
the commencement of the experiment, when growth had just ceased. During 
the next week no. 60 was seen in a fit and 3 Weeks later no. 68. It is impossible 
to say how frequently the fits occurred as the animals were not under observa- 
tion during the greater part of the 24 hr. 

Only one fit was observed in nos. 60 and 63 after they were receiving the 
eluate fraction as well as the filtrate, and that occurred on the day following 
administration of the former. In the case of no. 68, which was kept without eluate 
for 20 weeks, the epileptic attacks became more frequent, as many as 5 being 
observed in 1 week and 2 on 1 day. 

The pigs receiving the filtrate fraction only were also noticed to have 
become pale. Estimations of haemoglobin in their bloods 2-4 weeks after they 
had ceasc^d to grow (8 weeks after the beginning of the experiment) showed it to 
be less than 60 % of the amount usually present in the blood of normally fed 
pigs of this age or in the blood of the pigs which were receiving yeast. 

Pigs nos. 60 and 63 received the eluatc fraction as well as the filtrate fraction 
from the 10th week onwards ; the anaemia was steadily repaired and 8 weeks 
later their blood was nearly normal. 

Details concerning the blood of all these pigs will be found on p. 2217, 
Table III below. 


Pigs receiving bothfiUrate and eluate fractions 

The 3 pigs (nos. 62, 65 and 66) which received both eluate and filtrate frac- 
tion at the same time as the preceding groups received one only of these fractions, 
remained healthy and grew steadily during the 11 weeks they were observed 
after these additions were made to their diets. They had no nervous symptoms 
and their blood remained normal. They did not, however, grow so well, although 
they ate as much, as those receiving yeast. Their average increase in weight per 
week was 7 lb. whereas that of the latter was 8-5 lb. It was also noted that their 
appetite diminished towards the end of the period whereas it should have 
become greater, having regard to their increased body weight. 

We are able to compare the gain of weight per unit of food consumed by the 
pigs in these 2 groups over periods of 4 weeks, during which all the animals were 
of approximately the same weight. The pigs to which yeast was given gained 
15*61^. and consumed 22 kg. of dry food. Those having both eluate and 
filtrate gained 16 kg. and consumed 29 kg. food. If 0*5 kg. of dry food per day 
be subtracted as the maintenance allowance for pigs of this weight — an amount 
representing the average amount of this diet required to maintain weight — ^the 

Food oo,ia»uaed^*nSS»nce ^ * 

and 1*0 for the diet with eluate and filtrate. 

These facts surest either that the supplements of aneurin, ribofiavin, nico- 
tinio add, eluate fraction and filtrate fraction were not given in adequate amount. 
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or that, when combined, they do not possess quite all the nutritive virtues of 
whole yeast, a conclusion similar to that reached by Edgar et al, [1938, 3] from 
their experiments with rats. 


Haematolooical observations 


Anaemia from lack of mixtures of B- vitamins has been recorded in rats by 
Damianovich et al, [1923J, Whitehead & Barlow [1929], Sure et al, [1931] and by 
Gyorgy et al, [1937] ; in pigeons by Barlow [1927] and by Hogan et al, [1937] ; in 
dogs by Rhoads & Miller [1933], Spies & Dowling [1935] and by Fonts et al, [1938] ; 
in monkeys by Day et al, [1935], Wills & Stewart [1935] and by Wills & Evans 
[1938]; in pigs by Miller & Rhoads [1935], Birch et al, [1937] and by Wintrobe 
et al, [1938]. 

The observations of Miller & Rhoads [1935] and of Wintrobe et al, [1938] are 
particularly pc^rtinent to the present investigations because they concerned pigs, 
and those of Fonts et al, [1938] because they cured the anaemia with a fraction 
from rice polishings containing the ‘‘rat anti-dermatitis factor*' (vitamin B^). 
As will be seen below (p. 2221), Edgar and Macrae’s eluate fraction which pre- 
vented or cured the microcytic anaemia we encountered in our pigs also contains 
vitamin Bg. 

Systematic observations on the blood of the pigs were not carried out from 
the l>eginning of our experiments but as after 8-10 weeks on the deficient 
diets all the pigs were observed to be paler, determinations of haemoglobin 
and examinations of blood films were undertaken. These showed that a 
considerable degree of anaemia existed both in the animals deprived of eluate 
fraction and in those deprived of filtrate fraction and that the anaemia of the 
former was associated with the presence of large numbers of small corpuscles, 
3-4 /i in diameter (microcytic). Henceforth, a more complete examination of 
their bloods was made from time to time. The observations are set out below in 
tabular form (see Tables I-III). Incomplete as they are, they permit of some 
definite conclusions concerning the effect on the blood picture of deprivation of 
Edgar and Macrae’s filtrate and eluate fractions. 

The blood was drawn from a vein either of the ear or of the tip of the tail. 
The haemoglobin determinations were made with a Sahli haemometer and 
checked with a Haldane CO haemoglobinometer. Fresh standards were prepared 
of such strength that the 100 mark on the tubes corresponded to 18*5 vol. Oj 
or 13*8 g. haemoglobin per 100 ml, blood. The error of the pipette was ascer- 
tained by drawing human blood to the 20c.mm. mark, allowing it to clot, 
weighing the pij>ette filled with blood and subtracting the weight of the pipette. 
The specific gravity of the blood was assumed to be 1*060. The graduated tubes 
were calibrated by adding approximately 1 and 2 g. water, weighing them and 
noting the levels in the tubes. 

The corpuscular volume was ascertained by centrifuging bloods containing 
0*2 % potassium oxalate in tubes of 1 mm. bore and 10 cm. length for half an 
hour at 4000 r.p.m. The proportion of the length of the column of corpuscles to 
that of the blood was multiplied by 1*1 to compensate for the shrinkage of the 
corpuscles due to this strength of oxalate [Wintrobe, 1931]. 

The mean corpuscular vol. in 


VoL corps. 
No. of corps. 


per jul. X 10®. 


Dr Lucy Wills very kindly measured the red corpuscles and plotted Price 
Jones curv^ from films tudEcn from pigs nos. 61 and 64 which had l^n deprived 
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of filtrate fraction and fipom pigs nos. 63 and 68 which had been deprived of 
eluate fraction, and compared them with films taken from normal pigs of about 
the same age. The mean diameter, standard deviation and coefficient of 
variability arrived at from this laborious procedure, for which we cannot be too 
grateful, were: 


Mean diameter 

Standard 

Coefficient of 

No. pig 


deviation 

variability 

Normal 

5*87 

0*48 

8*2 

61 

5*83 

0*69 

11*8 

64 

6*26 

0*49 

7*9 

63 

5*64 

0*69 

11*8 

68 (19. viii. 38) 

5*16 

0*98 

18*9 

68 (13. ix. 38) 

5*64 

0*84 

16*9 


The films supplied were poor ones, which perhaps accounts in some measure 
for the high standard deviation from the mean diameter. The changes in mean 
diameter are consisfrmt with the results obtained by the haematocrit method, 
which by itself gives no indication of the variability in size of the corpuscles. 

The data obtained from the examination of the blood of pigs nos. 59 and 07 
will serve as a standard of reference (si*e Table I). These pigs taken from tht* 
same litter had been fed for 2 months on the basal diet supplemented by yeast : 
they were growing rapidly and were in excellent condition. The figures are close 
to some recently obtained by Mr Parry (personal com muni (nation ) at the 
Institute of Animal Pathology, Cambridge^, for healthy pigs somewhat younger 
than the present ones fed on an ordinary good di(‘t. Mr Parry’s data were 
obtained by methods precisely similar to ours. They also correspond clos(‘ly 
with the averages of those found by Miller & Rhoads [1935] for their 15 young 
pigs before they received a deficient diet. We therefore assumes that they may bc^ 
taken as fair average values for normal pigKS. 

Table I. Blood examivution of normal pigs 

(\)r- Mean 

K.B.r, Hb, g. per puscular corpuscular H b. g. |x*r 
No. millions UK) ml. vol. vol. UK) ml. 

pig pere.mm. blood % p® corpuscles Uemarks 

1. Pigs nos. 59 and 67 after 10 weeks on basal diet supplemented by yeast; age 5 inoiitbs; 
wts. lOS and 95 lb. respectively 

69 7*8 12*9 43 55 30 Films show little scatter 

67 8*1 12*4 44 54 28 in the size of cells; most 

af^pear to l>e about 6/ii 
in diameter 

11. Pigs nos. 62, 65 and 66, after 3 weeks on basal diet and 10 weeks on basal diet sup- 
plemented by both eluate and filtrate factions; age 5 months; wts. 115, 109 and 

112 lb. respectively 

62 7*6 11*8 40 63 29 Most cells api>ear to be 

66 8*1 12*4 42 52 29 around 6/i in diameter 

66 8*0 12*9 45 56 28 

The effect of deprivation of filtrate fraction was to produce a moderate 
degree of anaemia in which both the number of blood eorpusdes and the con- 
centration of haemoglobin were reduced to about 2/3 of their normal amounts. 
The size of the corpuscles underwent little change. This type of anaemia is 
similar to that observed by Wintrobe et aL [1938] in pigs receiving minimal 
amounts of yeast. On receiving filtrate fraction, the composition of the blood of 
jig no. 64 (the only surviving pig in this group) showed little improvement after 



B- VITAMINS REQUIRED BY PIGS 


2217 


Table II. Effect on blood of deprivation of filtrate fraction 


Pigs noB. 58, 61 and 64. At the date (16. viii. 38) of the first observation they wore 3 months 
old and bad received the basal diet for 3 weeks, followed by 8 weeks on the same diet supplemented 
by eluate fraction; wts. 60, 50 and 60 lb., respectively. From 23. ix. 38 onwards no. 64 received 
filtrate fraction also. 




U.B.C. 

Hb, 

Cor- 



millions 

g. i>er 

puscular 



jier 

100 ml. 

vol. 

No. 

Date 

e.mm. 

blootl 

/O 

58 

15. viii. 38 

-- 

7*9 

- 

61 

16. viii. 38 


7 0 

-- 

64 

15. viii. 38 


9-6 

- 

64 

13. ix. 38 

6-3 

8-5 

30 

64 

21.ix. 38 

5-6 

7-7 

29 

64 

1. X. 38 

5-4 

6-9 

26 

64 

U. X.38 

5*9 

7-6 

30 


Mean 

Hb, 


cor- 

g- per 


puscular 

1(K) ml. 


vol. 

cor- 



piis(‘les 

Remarks 

— 

— 

Paralysed, losing w't.; 
died 17. viii. 38 

— 

— 

Paralysed, losing w^t.; 
died 25. viii. 38 

— 


Partial paralysis; wt. 
stationary 

48 

28 

Films show’ abnormal 
scatter, mean diameter 
about 6/x 

52 

26 

— 

48 

26-5 

Filtratt* fraction also 
gi ven from 23. ix. 38 

51 

25 


Table lit. Effect on blood of tleprivation of eltiate fraction 

Pigs nos. 60. 63, 68. At the date of the first obst'rvation (25. vii. 38) they were 4 months old 
and hud recei\ed the basal diet for 3 weeks, folh»wi*d by 5 \veeks on the same tliet supplemented 
by filtrate fraction only; w'ts. 47, 46 and 721b., resjx‘ctivcly. anti weight 8tationar;>. From 
8. viii. 38 onwards nos. 60 and 63 were given eluate fraction also. 

Mean H b, 




K.n.c. 

millions 

|H»r 

lib, 

g. IHU’ 
100 ml. 

Cor- 

puscular 

vol. 

cor- 

[Mtsculur 

vol. 

g. ]MU’ 

1(M> ml. 

cor- 


No. 

Date 

c.ium. 

blood 

o 

o 


pusch^s 

Remarks 

68 

25. \ii. 38 


7-9 






— 

68 

19. viii. 38 

6-5 

6-1 

24 

37 

25 

Numbers of small cor- 
luiselos of about 4fi 
diam. 

68 

13. ix. 38 

7-0 

5-8 

24 

34 

24 

- 

68 

21. ix. 38 

71 

4-2 

23 

32 

17-5 

— 

68 

11.x. 38 

11-3 

6-3 

27 

24 

23-5 

Numbers of small cells 
much increased 


60 

25. vii. 38 



6-8 






Amisoeytosis ; large 

63 

25. vii. 38 

From 8. 

7-1 

viii. 38 nos. 60 and 63 

received cliinte also 

numbers of small cor- 
puscles of about 4p 
diam. 

60 

19. viii. 38 

7-8 

6-7 

28 

36 

24 

— 

63 

19. viii. 38 

7-1 

7-2 

26 

36 

27 

Still numbers of small 
t oi-pusoles of about 
4p diam. 

60 

13. ix. 38 

— 

8-7 

— 

— 

— 

— 

63 

13. ix. 38 



8-9 



— 

— 

— 

60 

21. ix. 38 

— 

9-8 

— 

— 

— 

— 

63 

21. ix. 38 



9-6 





— 

— 

60 

5. X. 38 

8-8 

11-7 

37 

42 

31 

Numbers of sm^Ul cor- 
puscles diminished 

63 

5. X. 38 

8-3 

12-0 

33 

40 

36 

— 

60 

16. X. 38 

8*4 

12-1 

40 

47 

30 

Few- small corpuscles 
seen 

63 

15. X. 38 

7-9 

11-8 

37 

42 

32 

^ 141—2 
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3 weeks, but this does not necessarily mean that its blood-forming tissue has 
not responded to the addition. Immediately after it received the filtrate fraction 
this pig started to grow at a great rate and ^ded 25 lb. (45 %) to its body weight 
during the first 18 days and presumably the blood volume was also considerably 
increased (see Table II), 

The effect of deprivation of eluate fraction was at first to cause a small 
decrease in the number of blood corpuscles and a considerable decrease in the 
size. In the case of pig no. 68, in which the deprivation was continued longest* 
the number of corpuscles increased later (11. x. 38) to about 50% in excess of the 
usual number and their mean volume was reduced to about one half. The large 
proportion of small corpuscles ranging about 4fi in diameter was at once obvious 
on inspecting a dried film or when counting them in the haemocytometer. The 
amount of haemoglobin per ml. blood was half, and per unit of corpuscular volume 
three-quarters, of the normal, the result being a microc3rtic hypochromic anaemia. 
In those pigs, nos. 60 and 63, in which after 8 weeks the deprivation of eluate 
fraction was made good, the small corpuscles disappeared from the blood, 
slowly at first and then steadily, until after 7 weeks their size was nearly normal. 
At the same time the amount of haemoglobin increased and approached 
normality (see Table III). 

Here again the initial slowness of recovery in the blood picture must again 
be considered in the light of the concomitant sudden increase in growth rate, and 
presumably in blood volume, brought about by restoration of the missing factor 
in the diet. 

Comparison of our results with those of others leads us to conclude that 
there is more than one substance in the vitamin Bg complex, the lack of which 
embarrasses the blood-forming tissues. 

The anaemia observed by Wintrobe et al, [1938] in pigs fed on a synthetic 
diet not unlike that used by us, to which diminishing quantities of yeast were 
added as the experiment proceeded, was of the simple type which occurred in 
pigs nos. 58, 61 and 64 (see p. 2217, Table II above). These were the animals 
from which filtrate fraction was withheld. The number of red blood corpuscles 
and the amount of haemoglobin in their blood fell together without any obvious 
change in the dimensions of the red cells. 

The anaemia in dogs suffering from black-tongue, produced by feeding them 
on Goldberger’s pellagra-producing diet, was found by Rhoads & MiUer [1933] to 
be of the macrocytic type. Later, when Miller & Rhoads [1935] turned their 
attention to pigs on a similar diet, they found the same evidence of increased 
activity of the bone marrow but the anaemia was microcytic in some animals 
and macrocytic in others. 

Wills 8l Stewart [1935] produced a profound macrocytic anaemia by long- 
continued feeding of monkeys on polish^ rice, margarine, white bread and cod 
liver oil. Some success was obtained by treating the monkeys with Edgar and 
Macrae’s filtrate fraction [Wills & Evans, 1938]. As it is the eluate fraction which 
prevents or cures the microcytic anaemia we have encountered, it is difficult to 
see the connexion between their experiments and ours. Nor is the precise 
relationship obvious between our observations and those of Qyorgy et al. [1937] 
on aplastic anaemia in rats receiving a synthetic diet, beyond the fact that the 
anaemia was cured in both instances by an *Mmpure preparation of vitamin 
Purified preparations of vitamin Bg, whilst curing the dermatitis characteristic 
of deficiency of this vitamin in rats, had no effect on the anaemia. In a later 
paper Gydrgy [1938] concluded that the anti-anaemic substance was nicotinic 
ecid. The anaemia in our pigs nos. 60, 63 and 68 deprived of eluate fraction, 
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was not aplastic in type and as it developed in spite of a daily ration of nicotinic 
acid, there does not appear to be much correspondence between these observa- 
tions on rats and our own. 

The recent observation of Fonts et aL [1938] that hypochromic microcytic 
anaemia, accompanied by convulsive fits, occurred in puppies maintained on a 
synthetic diet, do, .however, afford an almost complete parallel with some of our 
experiments on pigs. Their basal diet included vitamins A and D, vitamin Bj, 
either as crystalline material or as purified concentrate, and riboflavin. The 
remaining constituents of the vitamin Bg complex were provided as (1) a liver 
extract which contained the chick anti-dermatitis filtrate factor [Elvehjem & 
Koehn, 1935; Lepkovsky & Jukes, 1935; 1936] and nicotinic acid, and (2) an 
extract of rice polishings containing the “rat anti-dermatitis factor” (vitamin 
B<j), The activities of their preparations were controlled by experiments on rats 
and chickens. Four puppies which received the basal diet and liver extract only 
(Lepkovsky ’s filtrate factor-f nicotinic acid) developed a severe anaemia and 
exhibited convulsive fits. The anaemia was cured when extract of rice polishings 
was added to the diet. Preparations (1) and (2) above correspond broadly to our 
“filtrate” and “eluate” fractions, respectively, except that in our preparations 
from yeast or liver the nicotinic acid or amide originally present in these sources 
was contained in the eluate fraction, being adsorbed together with it on fuller's 
earth at pH 1*3 and subsequently eluted, whereas in the preparation used by 
Fouts and his colleagues nicotinic acid was present in the filtrate after adsorption 
of their liver extract with Lloyd’s reagent (see also below, p. 2222). 

The results of the experiments of Hogan et al. [1937] are also difficult to bring 
into line, partly because no details are given. Pigeons were fed on a diet of 
casein, sucrose, cellulose and cod liver oil and, when polyneuritis had developed 
a concentrated preparation of vitamin B^ was given. This cured the polyneuritis 
but about 2 months later the birds became profoundly anaemic. Neither ribo- 
flavin nor “anti-dermatitis concentrate” (? chick anti -dermatitis factor) was 
curative. 

The anaemia occurring in pigs after gastrectomy, which has been studied by 
Bence [1933; 1934; 1936] and by Petri ei al, [1937], should perhaps be men- 
tioned, as this may be partly due to “conditioned deficiency”, although the 
former author adduces evidence to show that it is caused by deprivation of 
Castle's intrinsic factor, which is manufactured in the mucous membrane of the 
normal stomach. According to Petri et at, [1937] the pigs manifested symptoms 
suggestive of pellagra and Bence’s interpretation is not to be regarded as sufficient. 
An interesting pathological point is that, for the first year rfter the operation, 
the anaemia was of the hypochromic microcytic type associated with hyperplasia 
of the bone marrow. Bence reports that it subsequently became macrocytic and 
hyperchromic. The pigs studied by Petri and his colleagues were not imder 
observation long enough for this result to be confirmed. 

The confusion indicated in the precis of literature given above will not be 
cleared up until it is possible to employ pure substances in nutritive experiments 
in which one deficiency only is present. Even then it will probably be, found that 
results obtained with one species of animal cannot necessarily be applied to 
another. 

Nervous symptoms in pigs deprived of elwxte fa4stor and of filtrate factor 

All the pigs in these groups had nervous manifestations; those deprived of 
eluate fraction had fits and those deprived of filtrate fraction became paralysed. 
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Altogether, some 30 fits were recorded and it is probable that more occurred 
when nobody was there to observe them. Their severity and frequency 
increased with the length of time the animals had been deprived of eluate frac- 
tion. They were typical epileptic fits as seen in the human being. The pig ran 
round in apparent terror, screamed (epileptic cry) and dropped as if shot, 
making no effort to guard the fall ; tonic spasm followed during which the legs 
were extended. The pig became deathly white. This first stage was succeeded 
by a clonic stage, during which the limbs were jerked about violently; there was 
grinding of teeth and sometimes discharge of urine. The comatose stage followed ; 
respiration was at first deep and stertorous, gradually becoming shallow. The 
pig looked as if dead but in a few minutes the colour improved, consciousness 
was recovered and the animal got up languidly and resumed his previous 
occupation, e.g. feeding. The duration of the fits was from a few minutes to a 
quarter of an hour. In the intervening periods the pigs appeared to be quite 
well. Minor epileptic manifestations were also observed in which the animals 
appeared dazed, butted into obstacles, tottered about without always actually 
falling and then rapidly regained consciousness. After the eluate fraction was 
added to pigs nos. 60 and 63 the epileptic seizures ceased. 

In the experiments on puppies reported by Fonts et [1938] convulsions 
were associated with deprivation of a filtrate fraction somewhat similar to our 
own, prepared from liver; some of the puppies died during the fits. In experi- 
ments of earlier workers on dogs deprived of B-vitamins, convulsions were 
observed towards the termination of their lives, but as far as we know the only 
record of epilepsy being caused by a nutritive deficiency is one by Sheehy & 
Senior [1930], in a group of pigs deprived of vitamin D and shielded from 
ultraviolet rays by glass. The fits occurred from the seventh week of the 
experiment onwards and three of the animals died from them. 

The paralytic symptoms which developed in the pigs deprived of filtrate 
fraction are described above (p. 2213) in the history of the animals in this group. 
It was a flaccid paraplegia confined to the hindquarters and accompanied by 
some disturbance of sensation. Once developed it was not cured by giving 
filtrate fraction (see pig no. 64). 

Posterior paralysis of swine has been not infrequently encountered in young 
pigs in the United State-s. A good description of the disease was given by 
Wehrbein [1916] who found dcmyclination in the spinal cord and peripheral 
nerves. The symptoms described correspond closely with those observed in pigs 
nos. 58, 61, 64. Sporadic cases of posterior paralysis in pigs are also recordt^d by 
Doyle [1937]. Some of these occurred under conditions which rendered it 
improbable that the cause was nutritional in origin and Doyle therefore suggested 
that there was an infective form of the disease. The discovery of some scattered 
areas of small cell infiltration in the nerves and spinal cord supported this view. 

Paraplegias have been reported in swine as the result of an inadequate supply 
of vitamin A by Hughes et ah [1928], Dunlop [1934], Eveleth & Biester [1937] and 
Foot et al, [1938]. The nervous symptoms observed by Dunlop were uncommonly 
like those seen by us, but they took a much longer time to develop. Deficiency 
of vitamin A can hardly have been responsible for the paralysis of our pigs which 
were deprived of filtrate fraction. Each pig received daily 26 g. or more of a 
reliable cod liver oil certified to contain more than 1000 i.u. vitamin A per g. The 
requirements of the pig for this vitamin were carefully determined by Dunlop 
[1935] who concluded that 6000 i.u. daily affords a 50% margin for safety. 

The recently published observations on pigs of Wintrobe et al. [1938] have a 
close bearing upon our own. The basal diet, consisting of purified casein, butter, 
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sucrose, cod liver oil and salts, was similar to that used by us. At first, 3 g. yeast 
per kg. body-weight were given daily, this dose being subsequently gradually 
reduced to 0*1 g. per kg. As the yeast was reduced, crystalline aneurin and 
riboflavin were given. After about 200 days the animals manifested nervous 
symptoms. These consisted of progressive ataxia, with some loss of deep 
and supf?rficial sensation but without much motor weakness. Histologicafiy 
there was scwere degeneration of the posterior columns of the spinal cord, 
the dorsal ganglion cells and the peripheral nerves. 

From a scrutiny of the diet it would appear that the pigs in these experiments 
of WintrolK' and his colleagues were gradually deprived of nicotinic acid and of 
the vitamins contained in our eluate and filtrate fractions. The s^miptoms were 
more of the sensory type than in our pigs, but further comment is deferred until 
the nervous systems of our animals have been examined by appropriate histo- 
logical methods. Until that has been done w’^e also postpone consideration of 
many interesting papers on the nervous lesions produced in other animals by 
feeding on diets deficient in some or all of what is conveniently called the vitamin 
Bg complex. 

Comparison of our eluate and filtrate fractions with those of other investigators 

The fractions containing water-soluble B- vitamins other than aneurin and 
riboflavin which have bt^en described by various investigators have mostly been 
prepared from aqueous extracts of liver, yeast and rice polishings by treatment 
with fuller's earth, but the conditions under which the adsorptions have been 
carried out have varied. 

It is unlikely that the extracts of liver, yeast and rice polishings from which 
these fractions liave been separated were nutritionally equivalent and it is 
quite possible, even should they l)e so, that the individual factors were present 
in the various extracts in dilFerent chemical combinations. The amount and 
composition of other materials present differ and affect the results of the 
adsorption processes. Further, fuller’s earth is by no means a standard product, 
the adsorptive properties of different samples varying considerably. It is there- 
fore not surprising to find that after fractionation of extracts of liver, yeast and 
rice polishings in various laboratories with the use of fuller's earth, the different 
essential nutrients are not always found in the corresponding fractions. For 
example, in the case of yeast, the fuller’s earth adsorbate contains the greater 
part of the nicotinamide or other active pyridine base, as has been demonstrated 
in expcTiments on dogs and pigs, while in the case of sofne extracts of liver and of 
rice polishings these compounds have been found present in the fuller’s earth 
filtrates. Similarlj^, filtrates obtained after treatment of liver extracts with 
fuller's earth are by no means nutritionally equivalent to those obtained by 
exactly similar methods from yeast when tested on the rat [Edgar et aL 1938, 2]. 

Comparison of the liver fractions used in this w^ork with fractions prepared 
by others is therefore* very difficult. When tested on rats, they had the same 
action as the filtrate and eluate fractions prepared from yeast by means of 
fuller’s earth [Edgar ei al. 1938, 2]. 

The eluate fraction certainly contained vitamin B^, the rat anti-dermatitis 
factor of Gyorgy [1935]. We found that the crystalline factor 1 of Lepkovsky 
[1938], which is identical with vitamin B^, completely r<*placed our eluate 
fraction in the diet of the rat [unpublished results]. The rice polishings eluate 
used in the experiments on dogs by Fonts et al, [1938], in which a nutritional 
anaemia similar to that now observed in pigs was noted, would be similar to 
our liver eluate factor, in so far as they both contained vitamin B^, It is 
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probable that our eluate fraction also contained nicotinamide [cf. Dann &; 
Subbarow, 1938]. Since, however, our pigs received nicotinic acid in their basal 
diet, the possibility that nicotinamide was the essential nutrient supplied by the 
eluate fraction is excluded. Kgs deprived of eluate fraction were certainly 
deprived of vitamin but, until the experiments can be repeated with the use 
of crystalline vitamin B^, the question whether all the symptoms observed are 
due to a deficiency of this vitamin must remain unanswered. 

Our filtrate fraction apparently contained the nutrient required for growth 
of rats named factor 2 by Lepkovsky ei cU. [1936]. The growth-promoting action 
of their factor 2 for rats was very similar to that possessed by our liver filtrate 
fraction. 

Lepkovsky & Jukes [1936] first gave the name '‘filtrate factor” to the sub- 
stance obtained after treatment with fuller’s earth of an extract of beef liver. 
This substance had a specific effect in the prevention and cure of the dermatitis 
described by Elvehjem & Koehn [1935] which occurs in chicks receiving a diet 
of yellow maize, wheat middlings and casein heated for 144 hr. at 100°. 
Lepkovsky &; Jukes showed that their filtrate factor withstood autoclaving at 
pH 5*0, was not precipitated by lead acetate at pH 6*6 or by barium hydroxide, 
was not adsorbed on norite charcoal or lead sulphide and was extracted by 
amyl alcohol. Although in many respects our filtrate factor possessed similar 
properties to these, it is uncertain whether the chick “anti-dermatitis factor” 
which was also present in Lepkovsky’s factor 2 and is possibly identical with the 
rat growth filtrate factor of Edgar and Macrae, would be contained in all the 
preparations of “filtrate fraction” used by us. From the properties described 
for this chick factor, the earlier batches used by us ought to have contained it, 
but the later batches made from phenol extracts would only have contained it 
if it is extractable by phenol. It is most improbable that our filtrate fraction 
would contain nicotinamide or other pyridine bases, since one step in its prepara- 
tion was extraction from strong acid solution by amyl alcohol. The liver filtrate 
fractions used by Fouts et aZ, [1938] would probably contain all factors present 
in our filtrate fraction, and nicotinamide in addition. The relation of our 
fractions to the Elvehjem factor W [Elvehjem et ah 1936; Frost ft Elvehjem, 
1937] is obscure. 

As was the case with our eluate fraction it is impossible to tell at present 
whether the vitamins in our filtrate fraction which are essential for the rat and 
the pig, respectively, are identical. 


SUMMilBY 

1. Kgs can be reared on a synthetic diet containing purified casein, purified 
starch, cottonseed oil, cod liver oil and a suitable salt mixture, and optimum 
growth can be obtained, when 4 %, but not 2 %, dried yeast is added. 

2. When the above diet was supplemented by aneurin, riboflavin and nicotinic 
acid, growth ceased after 3-5 weeks according to the age and reserves of the 
animals at the beginning of the experiment. 

3. If to the diet supplemented as described under 2 was added either the 
eluate fraction of Edgar and Macrae or their filtrate fraction, prepared from 
liver, growth proceed^ at about one-third the normal rate, but was checked or 
arrest^ after 4-6 weeks. 

4. When the eluate fraction was added to the diet of pigs which had 
previously received the filtrate fraction only and whose growth was arrested, 
thm:e was an immediate and continuous gain in weight. 
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6. Addition of filtrate fraction to the diet of those pigs which had previously 
received only eluate fraction was followed by immediate improvement in 
appetite and rapid increase in weight in the one case in which paralysis was 
slight and the animal was not too ill to respond. The other 3 animals ^ed in a 
few days after the filtrate was administered. 

6. When, afbej* about 3 weeks on the basal diet supplemented as described 
under 2 , both eluate and filtrate fractions were given, there was an immediate 
response in food intake and good growth was observed for about 5 weeks, after 
which there was no further increase in appetite and the rate of gain in weight 
slackened accordingly. It is therefore probable that yeast contains some 
unidentified essential nutrient for the pig in addition to aneurin, nicotinic acid, 
ribofiavin and what may be contained in the eluate and filtrate fractions. 

7. Pigs maintained on the basal diet supplemented by eluate only, developed 
a fiaccid palsy of the hindquarters. 

8. Pigs receiving supplements of filtrate only, developed a microcytic anaemia 
and had typical epileptic fits. On receiving supplements of the eluate the blood 
returned to normal and the fits ceased. 

9. In addition to aneurin, nicotinic acid and probably riboflavin, at least 
two further water-soluble vitamins are necessary for the nutrition of the pig. 
These vitamins are contained in the filtrate and eluate fractions of Edgar and 
Macrae; whether the whole activity of the eluate fraction is to be accounted for 
by the vitamin which it contains, cannot be decided until this vitamin is 
available in the pure state in sufficient quantity to be tested on pigs. 
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unfortunately unable to use for his investigations on pellagra in Egypt. We wish 
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Note added 7 December 1938. Since the above paper was sent to press we hav<> received the 
report of work by Hughes [1938, Hilgardia, 11, 5951, on the requirements of the pig for different 
members of the vitamin B complex. Although his basal diet and supplements were not as highly 
purified as those used by us, his observations were made on more animals, 83 young pigs in all ; 
the results are in general agreement .with our own. Vitamin Bj , riboflavin given as whey adsorbate, 
nicotinic acid and “rice bran filtrate” (Lepkovsky’s factor 2) were all needed to supplement a 
basal diet of polished rice, puiified casein, salt mixture and cod liver oil. The whey adsorbate, 
given as source of riboflabin, doubtless contained our “eluato factor”. The growth observed 
with the above supplements was superior to that occurring when 3 % yeast w^as added to the 
basal diet. This is in agreement with our observations indicating 4 % yeast as the minimum 
required to ensure an adequate supply of all the B^vitamins. 
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XIL THE PREPARATION FROM LIVER OF FRACTIONS 
CONTAINING THE SAME DIETARY ESSENTIAL FACTORS 
FOR THE RAT AS YEAST ELUATE FRACTION AND 
YEAST FILTRATE FRACTION 

By CONSTANCE ELIZABETH EDGAR, MOHAMMED MAHMOUD 
EL SADRA AND THOMAS FOTHERINGHAM MACRAE 

From the. Division of Nutrition^ Lister Institntey London, aS.JF. 1 
{Received 1 November 1938) 

In this and certain othcir laboratories yeast has btH?n employed as a source of the 
B- vitamins, whilst some workers have favoured the use of liver. Similar experi- 
mental methods have been used for the fractionation of liver and yeast extracts, 
and of these adsorption with fuller’s earth has been most generally employed. 
We have obtain<'d by this means two fractions from autoclaved yeast extracts 
containing distinct rat dietary’' essentials. These we have called yeast eluate 
factor and yeast filtrate factor [Edgar & Macrae, 1937], 

The identity of yeast eluate factor, vitamin Bg [Gyorgy, 1935] and factor 1 
[Lepkovsky et ah 193()1 established [Edgar, El Sadr & Macrae, unpublished]; 
the relationship of the yeast filtrate factor to similar factors described by other 
workers is discussed in the preceding paper [Edgar et al. 1938]. 

Fractionation of liver by the methods we used to separate the factors present 
in yeast extracts did not yield fractions with biological properties corresponding 
to those of the yeast fractions. However, by other methods we have obtained 
fractions from liver extracts biologically similar to the yeast eluate and filtrate 
fractions. The pi-esent paper describes these experiments. 

Experimental 

In general the rat growth method used in the testing for yea^t eluate and 
yeast filtrate factors has been employed [Edgar et al, 1938]. The preliminary 
preparation of the rats was carried out as described, the young animals receiving 
for the first week after weaning the same basal diet and daily supplements of 
0*08 ml. of cod liver oil and 10p.g. of aneurin. Thereafter, the expc^rimental 
methods were varied to some extent, as is described in the separate experiments. 

Yeast eluate fraction and yeast filtrate fraction were prepared by the methods 
described in the previous paper [Edgar et at, 1938]. All the liver fractions were 
prepared from liver residues obtained in the manufacture of the pt^micious 
anaemia factor [Laland & Klem, 1936]; these were kindly supplied to us by 
Messrs Glaxo Laboratories. Three residues have been investigated. 

Liver residue /. This residue was the filtrate resulting when a liver extract, 
obtained by extraction of liver with aqueous acetone and subsequent removal of 
the acetone, was treated with charcoal. Experiments with rats showed that this 
residue probably contained all of the factors of the vitamin Bg complex with the 
exception of riboflavin, since rats receiving the basal diet supplemented by cod 
* Mission Member of the Ej^jptian University, 
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liver oil, aneurin, riboflavin and this liver residue grew as well as did rats re- 
ceiving that diet with whole yeast or liver extract as the source of the B2- vitamins. 

Liver residue II. The liver extract made by aqueous acetone extraction of 
liver, freed from acetone and reduced to small volume was extracted with phenol. 
The fraction insoluble in phenol was liver residue II. This liver fraction was also 
rich in members of the vitamin Bg complex, although it contained less of the 
liver factor corresponding to yeast filtrate factor than did liver residue I. 

Liver residue III. The aqueous layer, obtained when the above phenol 
extract was shaken with water and ether, was treated with charcoal. Liver 
residue III was the filtrate from the charcoal. This residue contained considerable 
amounts of the rat dietary factor corresponding to the yeast filtrate factor and 
only traces of other factors. 

Liver residue I has been mainly used in this investigation. 


Frtictioifuxtion of liver residue I with fuller's earth 

The liver fraction (11.; 1 ml. = 5 g. fresh liver) was adjusted to pH 1 -2 by the 
addition of H2SO4, and 50 g. fuller’s earth (‘'specially selected, activated”, 
Fuller’s Earth Union) was added. After stirring at intervals for 30 min. the 
adsorbate was removed by filtration. The adsorption was repeated, and the filtrate, 
after treatment with Ba(OH)2 to remove H2SO4, was ready for administration to 
rats. 

The first adsorbate was washed twice with 500 ml. of N/IO HCl and suspended 
in 700 ml. of 2 % Ba(OH)a . After several hours at 0°, the eluate was removed by 
filtration, and the adsorbate was again eluted with 500 ml. of 2 % Ba(OH)2 . 
The combined eluates, freed from Ba with H2SO4, were adjusted to pH 8 and 
treated with an excess of basic lead acetate (8 g. in 40 ml. of HgO). The resulting 
precipitate was filtered off and the excess lead removed from the filtrate with 
HgS. The PbS was filtered off and the filtrate reduced in vacuo to 250 ml. 
(1 ml. = 20 g. fresh liver). 

Young rats, prepared as described, having received the basal diet and the cod 
liver oil and aneurin supplements for 1 week, were each given additional daily 
supplements of 50 /xg. of riboflavin and either 1 ml. of the liver fuller’s earth 
filtrate ( = 6g. fresh liver) or 1 ml. of liver fuller’s earth eluate (=s20g. fresh 
liver). 

llie animals receiving the liver fuller’s earth filtrate gained in weight at an 
average rate of 30 g. weekly for 3 weeks (Table I). This growth rate is nearly 
double that obtained when rats receive the diet supplemented by yeast fuller’s 


Table I. Effect’ of fractionaiion of liver residue I with fuller's earth 
Each rat (male) received daily lO-lS/xg. aneurin and 50/Lig. riboflavin 


Av. weekly wt. in- 

No. crease of i^oup 

of Daily supplement given during 3-week 
rats during period of 3 weeks period (g.) 

2 Fuller's earth filtrate from , 35, 29, 27 

liver residue I ( =5 g. 
fresh liver) 

2 Fuller's earth filtrate from 33, 28, 29 

liver residue 1 (-5 g. 
fresh liver) 

4 Fuller’s earth eluate from 22, 15, 10 

liver residue I (=:20 g. 
fresh liver) 


Av. weekly wt. 

Additional daily supple- increase of 
ment given during group during 

4th week 4th week (g.) 

Fuller's earth eluate from 37 

liver residue 1 ( ::=20 g. 
fresh liver) 

None 26 


Yeast fuller’s earth fil- 25 

trate not purified by 
amyl aloohol ektraotion 
(ssl g. dry, yeast) 



BVITAMINS 


2227 


earth filtrate (see Table II), indicating that the liver filtrate contains other 
dietary essentials for the rat in addition to those present in yeast filtrate fraction. 
The addition of liver fuller’s earth eluate fraction to the diet after 3 weeks did, 
however, cause an increase in the growth rate, showing that the liver fuller’s 
earth filtrate was deficient in a growth factor for rats which was contained in the 
liver fuller’s earth eluate fraction. 

The rats which received the liver fuller’s earth eluate fraction from the end of 
the first week after weaning gained less in body weight than those receiving 
filtrate. Here again, however, the growth rate was somewhat in excess of that 
occurring after administration of yeast eluate (see Table II), suggesting the 
presence of other dietary essentials in this liver fraction. The addition of yeast 
filtrate fraction to the diet caused a striking increase in the growth rate, which 
proved that the dietary essential contained in the yeast filtrate fraction was a 
limiting factor in this liver fuller’s earth eluate fraction. 

The above procedure therefore, which is essentially the same as that which 
was employed in the separation from yeast of the yeast eluate and yeast filtrate 
factors, did not yield fractions from liver with the same biological properties as 
those from yeast. 

Preparation from liver residue I of fractions biologically similar to the yeast 
filtrate and yeast eluate fractions 

Since fuller’s earth fractionation of liver extract did not yield fractions 
corresponding to the yeast fractions, other methods of separation had to be 
employed. The liver preparations described below with activities similar to those 
of the yeast filtrate and eluate fractions we have named liver filtrate fraction and 
liver eluate fraction, respectively. 

Liver fiUrate fraction. Liver residue I (500 ml.; lml. = 10g. fresh liver), 
adjusted to pH 1 with ^3804, was extracted six times with 800 ml. portions of 
amyl alcohol. The combined extracts were then shaken three times with 1 1. 
portions of water containing enough NaOH to make the aqueous layer alkaline 
to thymol blue. The combined aqueous extracts were neutralized with HCl, 
evaporated in vacuo to about 100 ml. and treated with 4 vol. of 96% alcohol. 
The precipitated salts were filtered, and the filtrate, after removal of alcohol in 
vacua, was adjusted to 800 ml. (1 ml. = 6 g. of fresh liver). 

Liver eluate fraction. To the residue from the amyl alcohol extraction of liver 
residue I diluted with 3 vol, of water (now 1 ml. = 2*5 g. fresh liver) and readjusted 
to pH 1*2, 150 g,. of fuller’s earth were added. After stirring for 30 min., the 
adsorbate was collected on a Buchner funnel and washed thoroughly with 
N /lO HCl ; it was then twice eluted with 1 1. and 500 ml. portions of 2 % Ba(OH)2 . 
To the combined eluate, freed from Ba with H2SO4 and adjusted to pH 8 with 
NaOH, an excess of basic lead acetate (25 g.) was added. The resulting precipitate 
was filtered, and the lead removed from the filtrate with HgS. The filtrate was 
then reduced in volume in vacua to 200 ml. (1 ml. =25 g. fresh liver). 

Comparison by the rat growth method, of the eluate and filtrate fractions 
from liver with those from yeast 

The rats used in these growth tests were prepared in the usual manner. After 
the usual depletion period of 1 week during which they received supplements of 
cod liver oil and aneurin, each male rat was given the additional daily supple- 
ments ojF 50pg. of riboflavin and either yeast filtrate fraction purified by amyl 
alcohol extraction equivalent to 2 g. dry yeast or the above liver filtrate fraction 
equivalent to 6 g. fresh liver; each femde rat received riboflavin and either yeast 



2228 0. E. EDGAR, M. M. EL SADR AND T. F. MACRAE 

eluate fraction equivalent to 2 g. dry yoast or the above liver eluate fraction 
equivalent to 12 g. fresh liver. 

The two groups of male rats receiving the filtrate fractions increased in weight 
at approximately the same rate during the 2-week period during which they 
received this diet (see Table II). The average weight increases of the animals in 

Table II. Comparison of eluate and filtrate fra^clions from 
liver with those from yeast 

Kach rat received daily 10-15 /ng. aneurin and 50 /xg. riboflavin. The sufiplements indicated in 
the table were given daily in the following equivalents: liver filtrate fraction b g. fresh liver; 
liver eluate fraction = 12 g. fresh liver; yeast filtrate fraction, purified by amyl alcohol extraction 
= 2 g. dry yeast; yeast eluate fraction— 2 g. dry yeast. 


No. 

of 

rats 

Sex 

Daily supplement 
given during pre- 
liminary period 

Av. weekly ivt. 

increase of 
group for pre- 
liminary |)eriod 
of 2 weeks 

U- 

Additional daily sup- 
plement given during 
subsequent period of 

2 weeks 

Av. weekly wt. 
increase during 
subsequent 
})criod of 

2 weeks 
g- 

2 

3 

Liver filtrate fraction 

19. 13 

Li\ er tdunte fraction 

32. 23 

2 

3 

Liver filtrate fraction 

22, 20 

Yeast eluati^ fraction 

27, 2b 

5 

Q 

Yeast filtrate* fraction 

17, 14 

Liver eluate fraction 

25, 24 

6 

3 

^'east filtrate fraction 

18, 12 

Yeast eluate fraction 

24, 25 

8 

» 

I 

Liver eluati^ fraction 

lb, 10 

Liver filtrate fraction 

25, 27 

2 


Liver eluate fraction 

22, 12 

Yeast filtrate fraction 

22, 21 

id 


V'cast eluate fraction 

2oi 10 

Liver filtrate fraction 

24! Is 

b 

F 

Yeast eluate fraction 

21, 13 

Yeast filtrate fraction 

22. 21 


the two groups receiving the eluatos from yeast and liver for the* 2- week period 
were also the same. Certain of the rats of the two groups whicli had rt*ceived the 
different filtrate fractions were now each given an additional daily supplement of 
yeast eluate fraction ( = 2 g. dry yeast) and the otlujrs were given the liver eluat(‘ 
fraction ( = 12 g. fresh liver). In all cases a marked increase in the growth rate 
resulted, and all animals continued to increase in weight at approximately tlio 
same rate during the 2-week test pt*riod, irrespective of the sources of filtrate and 
eluate fractions in their diets. 

The rats which had received the eluate supplements (iuring the first 2 weeks 
were given supplements of the filtrate fractions ; certain animals of the two groups 
were each given doses of yeast filtrate fraction ( = 2 g. dry yeast) and the others 
were given the liver filtrate fraction ( — 6 g. fresh liver). Again, rises in the growth 
rates of all animals occurred, the weight increases being the same whether the 
animals received their fractions from yeast or liver. 

The above experiments prove beyond reasonable doubt that liver filtrate and 
liver eluate fractions, prepared as described, contain the same dietary essentials 
for the rat as the fractions prepared from yeast. 


Preparation of liver eluate and filtreUe frewtions from other liver residues 

Liver eluate fractionfrom liver residue II. The liver residue II was treated with 
fuller’s earth without previous extraction with amyl alcohol; the adsorbate was 
eluted with Ba( 0 H )2 and the eluate purified by treatment with basic lead acetate 
as described above. When tested on rats this fraction proved to be contaminated 
with filtrate factor, which, however, was easily removed by extraction of the 
preparation with amyl alcohol. The product had then the same growth-promoting 
properties for rats as the yeast eluate fraction. 
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Liver filtrate fraction frorn liver residue III. Amyl alcohol extraction of liver 
residue III by the method described for the preparation of liver filtrate fraction 
from liver filtrate I, yielded a preparation with the same growth-promoting 
properties as the yeast filtrate fraction. 

Discussion 

Considerable confusion in the literature concerning the vitamin B complex 
has resulted from the indiscriminate use of yeast, liver, rice bran, wheat germ and 
other materials as sources of factors in the complex. Fractions prepared in the 
same way from different materials have .sometimes been finally proved to have 
quite different biological properties. Confusion has also been caused by certain 
authors assuming that effects noted in different expt*rimental animals after 
deprivation of the same fraction are due to lack of the 8am(^ factor. As each 
additional factor in the vitamin B complex is discovered, the need for caution in 
generalizing conclusions drawn from such results l)ecoraes more apparent. 

In this laboratory wc have realized for some time that the dietary essentials 
of the vitamin B complex contained in yeast fuller’s earth filtrates are by no 
means always the same as those contained in liver fuller's earth filtrates. Experi- 
ments on pigs [Chick ei al. 193S| and dogs [Kot^hn & Elvehjem, 1936] have proved 
that, while yeast fuller's earth filtrates contain little or no nicotinic acid or other 
pyridine derivative with similar biological properties, liver fuller's earth filtrates 
are rich in these substances. The marked difference, r<q)orted in this papei*, 
between the fuller's (*arth filtrates as sources of rat dietary factors, cannot be due 
to the difference in the amounts of nicotinic acid derivatives tlie\v contain, since 
we hav(^ not been able to show that nicotinic acid or its dcTivatives have growth - 
promoting projxTtu^s for rats |Macra<‘ & Edgar, 1937]. Lepkovsky et al. [1936] 
reported that the preparation of liver fuller’s earth filtrates free from factor I 
(yeast (duate factor) was comparatively easy, but it is possible that in our experi- 
ments all of that factor was not removed from the liver filtrate. Further bio- 
logical investigation of liver fuller's earth filtrate fraction must be (tarried out 
before the relationship of the dietary factors contained in it to those of other 
vitamin fractions is clarified ; the proof of the biological identity of one fraction 
from liver with our yeast filtrate fraction is one step in that direction. Since 
extraetability from acid aqueous solution is a common property of the rat filtrate 
factor and the chick antidermatitis factor | Elvehjem & Koehn, 1935], the 
probability that these factors will eventually prove identical is inci-eased. The 
relationship between our rat dietary factors and those required for growth and 
maintenance of pigeons [Carter & O’Brien, 1937] is an interesting problem which 
will probably be solved in the near future. 

Only when all factors of the vitamin B complex are obtained in a pure state 
will the vitamin B problem be finally solved. The isolation of yeast eluate factor 
(vitamin B^, factor I) in a pure state [Lepkovsky, 1938; Keresztesy & Stevens, 
1938; Gydrgy, 1938; Kuhn & Wendt, 1938: Edgar, El Sadr & Macrae, un- 
published] has proved an important step. Since the crystalline vitamin completely 
replaces our eluate fraction in the diet of the rat, it seems probable that vitamin 

is the only essential nutrient for the rat present in our yeast and liver 
eluates. The possibility, however, still exists that other essential nutrients may 
be common contaminants of our eluate fraction, our filtrate fraction and even 
our basal diet. 
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SUMMAEY 

1. Fuller’s earth treatment of liver extracts did not 3 rield fractions with the 
same dietary essentials for the rat as did similar treatment of autoclaved yeast 
extracts. 

2. Fractions with the same growth-promoting properties for rats as the yeast 
eluate fraction and yeast filtrate fraction were obtained from liver extracts by 
other methods. 

We are very grateful to Dr H. Chick for her valuable advice and criticism. 
Wc wish to thank Messrs Glaxo Laboratories, Ltd. for gifts of large amounts of 
liver extracts and Messrs Hoffmann-La Roche for gifts of riboflavin. 
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CCLXXXVII. THE ISOLATION OF A FLAVO- 
PROTEIN FROM COWS’ MILK 

By H. S. (.'ORRANi and D. E. GREENS 
From the Dejmrtfnent of Biochemistry , Cambridge 

(Receivexl 1 November 1938) 

The starting-point of this investigation was the observation that concentrated 
solutions of the xanthine oxidase of milk were characterized by a pronounced 
orange coloration. We have been able to isolate a flavoprotein compound which 
accounts for some though not all of this colour. There are, very likely, other 
flavoprotein a>mpounds in milk besides the one to be described. 

I. Isolation 

(1) Fresh untreated cows’ milk is warmed to So"" and treated with rennet as 
described by Dixon & Kodama [1926]. The curd is broken up and filtered through 
muslin. The filtrate is mixed with 1-1 vol. of sat. {NH4)2S04. The precipitate 
rises to form a sharp layer, and the fluid underneath is sucked off and discarded. 
The layer of precipitate is filkTed with suction on Biichner funnels. The well- 
packed cake of precipitate is dried in vacuo over H2SO4 and the fat is extracted 
with ether. The yield is ca, 700 g. from 100 1. of milk. The powder keeps 
indefinitely when stored dry. 

(2) A 10 % solution of the powder is cooled to 0"' and mixed with 0*56 vol. of 
sat. (NH4)2S()4, Glacial acetic acid is added with vigorous stirring until the pH 
is 4*0 (just yellow to bromoeresol greem). The precipitate is centrifuged, and 
mixed with water equal in volume to the discarded supernatant fluid. After 
neutralizing with NaOH, the total volume is measured and the degree of satura- 
tion of the solution with respect to (NH4)2S04 is calculated on the assumption 
that the cake of precipitate is 36% saturated. 01 vol. of ethyl alcohol is added 
with vigorous stirring followed by sufficient sat. (NH4)2S04 to bring the degree 
of saturation to 25%. After acidification with glacial acetic to pH 4-0 the 
precipitate is centrifuged and discarded. The supernatant fluid is made 50 % 
saturated with (NH4)2S04 and the precipitate filtered with suction and dried in 
vacuo. The yield is m. 200 g. from 100 1. of milk. 

(3) A 6 % solution of the above powder is dialysi'd against running tap water 

for 12 hr. and mixed with 0*05 vol. of 26 % basic lead acetate solution. The bulky 
precipitate is rapidty centrifuged and discarded. The relatively clear supernatant 
fluid is mixed with an equal volume of sat. (NH4)2S04. The centrifuged precipi- 
tate, which contains PbS04 protein, is resuspended in 6 vol. of water. After 

neutralizing with NaOH, the suspension is centrifuged. The supernatant fluid 
which is retained has a pronounced orange colour. After dialysis against running 
tap water until free of (NH4)jjS04, the solution is mixed with an equal volume of 
ethyleneglycol monoethyl ether and the pH adjusted to 3-8 by addition of glacial 
acetic acid. The precipitate is centrifuged and redissolved in the minimum quantity 
of iV/100 NaOH, The solution is dialj^ed against running tap water and finally 
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* Beit Memorial Beseech Fellow. 

Bioohem. 1938 xxxn ( 2231 ) 


142 



2232 


H. S. CORRAN AND D. E. GREEN 


against distilled water until free of the reagent. The yield at this stage is about 
2 g. from 100 1. of milk. 

(4) At 38 % saturation of (NH4)2S04 and ;pH 7-0 only part of the flavoprotein 
is precipitated together with a large amount of colourless material. The precipi- 
tate is discarded. The supernatant fluid is made 50 % saturated with respect to 
(NH4)2S04 and centrifuged. The above procedure is repeated twice. The orange- 
red precipitate is dissolved in the minimum volume of N 1 100 NaOH and the 
solution dialysed against distilled water until salt-free. The yield is ca. 0*25 g. 
firom 100 1. of milk. 

(5) Milk flavoprotein is readily adsorbed on alumina Cy at pH 0-7 and can 
be eluted from the adsorbing agent with a mixture of (NH4)2HP04 and NH3 
according to the method of Weygand' & Stocker [1937]. This method of puri- 
fication is only successful after extensive concentration of milk flavoprotein. The 
minimum quantity of alumina necessary to adsorb flavoprotein completely from 
a 0*5 % solution is used and this quantity must be determined experimentally for 
each preparation. Two elutions are sufficient for extraction of at least 90 % of the 
adsorbed flavoprotein. The combined eluates are dialysed against distilled water. 
After two adsorptions the yield is ca. 0*12 g. from 100 1. of milk. 

Table I contains a summary of the scheme of purification and of the degree of 
concentration at the various stages. Assuming a 96 % loss in the purification 

Table I, Preparation of milk flavoprotein 

llavoprotein present 


Milk 

in 

Rennin treatment, 35" 

Filtrate 

sat. (NH 4 ),S 04 

j 

Precipitate 

Dried and extracted with ether 

Precipitate 

1 

38% sat. (NH 4 ),S 04 pH 4-0 and 0^ 

1 

25 % sat. (NH 4 ) 4 S 04 pH 4-0 and in 10 % alcohol 

1 

Precipitate 

Filtrate 

W% sat. (NH 4 ),S 04 

Precipitate dried and dialysed (0*01 % davinphosphate) 

Precipitate 

— 

5% solution treated with 0*06 vol. 25% basic lead 
acetate 

Filtrate 

sat. (NH 4 ),S 04 

1 

Precipitate 

Y 

Prec^nt^ redissolved and dialysed after centrifuging 

Filtrate 

Treated with equal volume ethyleneglycol monoethyl 
ether (0*1 % davinphosphate) 

4' 

Precipitate 

Hedissolved precipitate dialysed and 38 % sat. 
(NH 4 ) 4 S 04 at pH 7*0 

Filtrate 

50% sat. (NH 4 ) 9 S 04 (0*2% flavinphosphate) 

Precipitate 

Repeat twice the 38 and 50% sat. (NH 4 )*S 04 pro- 
cedures (0*35% flavinphotphate) 

After dialysis, adsorb on alumina Cy and elute twice 
with (NH 4 ^HP 04 and NHj. Dialyse. Repeat process 
(0*53 % davinphosphate) 

— 
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there should be 2*4 g. of flavoprotein in 100 1. of milk. Since each litre contains 
120 g. dry weight, the degree of concentration at the 0-53 % flavinphosphate 
stage should be 12,000/2-4 = 5000. It is difficult for various reasons to determine 
directly the initial concentration of flavoprotein in milk. Most important is the 
fact that fresh milk and the whey powder contain an enz 3 mie which inactivates 
coenzyme I. Since the presence of flavoprotein at these stages can only be 
detected by a catalytic test, involving the use of coenzyme I, obviously no accu- 
rate estimation of concentration is possible. In addition to this complication, 
there is the fact that the concentration of flavoprotein in milk lies within the 
limits of error of the method of dett*ction. The estimation of the loss in the puri- 
flcation process, particularly in the early stages, is approximate and merely gives 
order of magnitude. Stages 1 and 2 together involve about a 30 % loss mainly 
due to the buUdnoss of the precipitate at 25% saturation of (NH 4 ) 2 S 04 and 
pH 4-0. Stages 3, 4 and 5 involve losses of approximately 75, 60 and 30% 
respectively. 

A preparation of flavoprotein at the 0-53 % flavinphosphate stage is not homo- 
geneous in an ultracentrifugal field. The amount of the impurity and the theoretical 
% of flavinphosphate which a homogeneous preparation should contain are dis- 
cussed in the appendix by J. St L. Philpot. The low initial concentration of 
flavoprotein in milk and the great losses in the purification procedure render 
attempts at further purification extremely expensive. Starting with 50 1. of milk, 
one practically reaches the vanishing point at the 0*53 % flavinphosphate stage. 
In the final stages, scarcity of material is the limiting factor in the purification. 

II. Physical and chemical properties 

A concentrated solution of purified milk flavoprotein ( > 10 mg./ml.) is 
orange-red in colour. Dilute solutions ( < 2 mg./ml.) appear brownish yellow. On 
addition of hyposulphite to a neutral solution of the protein, the colour is bleached 
and restored by shaking with air. Re-oxidation is practically instantaneous as 
soon as all the hy}>osulphite is oxidized to sulphite. 

Milk flavoprotein is rapidly denatured at room temperature in solutions of 
pH 3-8 or less, likewise in concentrated aqueous solutions (>40%) of methyl 
alcohol and acetone. Temperatures higher than fiO"* denature the protein within 
a few min. Denaturation is always accompanied by the liberation of the pros- 
thetic flavin. Indeed the appearance of greenish fluorescence serves as a delicate 
indic4itor of denaturation. Loss of catalytic activity can be used as a quantitative 
measure of denaturation of flavoprotein. No success has yet been attained in the 
reversible resolution of flavoprotein into prosthetic flavin and undenatured 
protein. 

The absorption spectrum of our purest flavoprotein preparation (0-53% 
flavinphosphate) is given in Fig. 1. There are three main absorption bands with 
maxima at 279, 350 and 450 mp respectively. The spectrum was recorded by a 
Hilger “Spekker ” photometer. The positions of the band peaks are identical in 
all preparations examined although with purification the ratio 

log J- (279 mfx) / log ^ (460 m/t) 

increased. 

The spectrophotometric method was used to estimate the flavin content of 
preparations of known dry weight. The assumption was made that the absorp- 
tion coefficient jS at 450 mp was 2-4 x 10^. The justification for this assumption 
is that all known flavin-protein compounds have the same value for their main 
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absorption band in the visible range of the spectrum. Since J3=^.^.ln j then 
by determining the value of In - at 450 m/^ in a 2 cm. cell, the concentration of 

riboflavin, c, in mol. per ml. can be calculated from the formula. The concentra- 
tion was always expressed in terms of g. % of flavinphosphate. 




Fig. 1. Absorption spectrum of 1*76 % flavoprotein solution at the 0-53 flavinphosphate stage; 
pH 7. 

Fig. 2. Absorption spectrum of the prosthetic flavin after precipitation as the Ag anti Ba salts; 
pH 7. 

Estimation of the flavin content both directly in the combined form and 
indirectly after extraction with 75 % methyl alcohol from the protein shows that 
the yield of free flavin is about 80 % . We are satisfied that this small discrepancy 
is referable (1) to the inefficiency of extraction, and (2) to the marked tendency of 
the prosthetic flavin to become adsorbed on the protein precipitate. Fig. 2 shows 
the absorption spectrum of a purified sample of the prosthetic flavin. There are 
three main absorption bands ifrith peaks at 260, 365 and 450 m/x. The spectrum 
is similar to, but not identical with, that of riboflavinphosphate. 


in. Prosthetic flavin 

By extracting a dry preparation of flavoprotein with 75% methanol, the 
prosthetic flavin is obtained in solution and the protein is denatured. After 
removing methyl alchohol by distillation in vacuo, and precipitating residual 
denatur^ protein with (NH 4 ) 2 S 04 , a clear yellow highly fluorescent aqueous 
solution is obtained. The prosthetic flavin is insoluble in benzyl alcohol; hence it 
cannot be riboflavin [cf. Emmerie, 1938] and is more probably a phosphorylated 
derivative. Cataphoretic measurements kindly carried out by Dr R. A. Kekwick 
of the Lister Institute show that the prosthetic flavin migrates anodically in a 
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cataphoretie field more rapidly than lactoflavinphosphate. At pH 7 in phos- 
phate buffer, at 0® and p,=()-02 the mobilities of lactoflavinphosphate and the 
prosthetic group were, respectively, 1-8 x and 2*4 x 10“® cm.^/volt^'^/sec.*”^. 
To quote Dr Kekwick : “these measurements are not very accurate owing to the 
large diffusion constants of the material, but it is safe to say that the unknown 
flavin migratc^d the faster It was therefore clear that the prosthetic group was 
a phosphorylated derivative not identical with lactoflavinphosphate. 

Straub [1938] and Warburg & Christian [1938] have demonstrated that the 
coenzyme of the amino-acid oxidase is a flavin-adenine dinucleotide. With the 
assistance of Dr Straub, we have been able to show that the prosthetic group of 
milk flavoprotein can act as the coenzyme of the amino-acid oxidase (of. Table II) . 

Table 11 

The quantitioH used were: 0-7 ml. flavin-free amino-aeid oxidase preparoil by an unpublished 
method of J)r Htraub; 1 ml. phosphate biifTor, pH 7*2; 0*2 ml. M d-alanine. Total vol. 2*9 ml. 
Air in gas space. 

Flavin added as pg. flavin phosphate 0 0*16 0*4 0-8 2 

per ml. 

pi. Oj/10 min. 0 36 69 108 108 

The high specificity of oxidation coenzyunes in general argues the close chemical 
similarity of the prosthetic flavin and the coenzyme of the amino-acid oxidase, 
but biological interchangeability is by no means conclusive evidence of identity. 
In collaboration with A. H. Gordon and S. Williamson we are pursuing further 
the question of its relation to the amino-acid oxidase coenzyme. The physical 
and chemical prop^jrties of the two compounds do not seem to be identical. 

IV. Catalytic properties 

Reduced coenzyme I (diphosphopyxidinenncleotide) is oxidized extremely 
slowly by methylene blue and other oxidation-reduction indicators. In presence 
of milk flavoprotein these reactions are enormously accelerated. The catalysis 
has been quantitatively measured in the following three test systems: 

(1) reduced coenzyme 4* methylene blue ; 

(2) lactic dehydrogenase system -{-oxidized coenzyme -f methylene blue; 

(3) lactic dehydrogenase system 4- oxidized coenzyme 4- methylene blue (or 

pyocyanine) 4 Og . 

In systems (1) and (2) the velocity of the catalytic reaction is determined by 
measuring the rate of decoloration of methylene blue under anaerobic conditions. 
The difference between the two systems lies in the method of reducing the co- 
enzyme. In (1) reduced coenzyme prepared by treating oxidized coonzyme with 
hyposulphite is used. In (2) the lactic dehydrogenase system is used to reduce 
oxidized coenzyme in situ. Since methylene blue is autoxidizable it is possible 
to study the reaction manometrically by measuring the rate of oxygen absorp- 
tion as in (3). Apaurt from the different methods of measuring the reactions in (2) 
and (3) respectively, we are dealing in (2) with a steadily falling concentration of 
methylene blue and in (3) with a constant concentration of methylene blue. 
There should, therefore, be differences in the respective rates of reaction. 

Table III shows the catalytic eflFect of flavoprotein on the reaction between 
reduced coenzyme I and methylene blue. The coenzyme was reduced by hypo- 
sulphite in MI2 NaHCOg solution according to the method of Green & Dewan 
[1937]. For the details of the Thunbeig technique, cf. Green & Dixon [1934]. The 
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Table ni 

The quantities used were: 0*8 ml. of 1 % coenzyme solution and 0*2 ml. 0*0125 if methylene 
blue. Total vol. 2*6 ml. 

Flavoprotein as fig. flay inphosphate 0 10 2 1 0*2 

Reduction time in min. 15 0*5 0*9 1*6 2*1 

rate of reduction of methylene blue by reduced coenzyme is within limits pro- 
portional to the concentration of flavoprotein. Increase of the concentration of 
flavoprotein beyond 4/ig./ml. of flavinphosphate has no influence on the catalytic 
rate under the conditions of the above experiment. It is also interesting that the 
efficiency of flavoprotein as a catalyst increases with dilution. In other words, 
the greatest efficiency is reached when the ratio 

concejitration of reduced fioenzyino 
becomes very large. concentration of flavoprotein 

In test system (2), the lactic dehydrogenase -f lactate is used as the reducing 
agent of the coenzyme. The enzyme is prepared from rabbit skeletal muscle by 
the method of Green et al, [1937]. The product of oxidation, p 3 iTuvic acid, in- 
hibits the reduction process and must be fixed with cyanide. Kg. 3 shows the 
dependence of the rate of methylene blue reduction on the concentration of 
flavoprotein. Above 4/ig. flavinphosphate per ml. increase of flavoprotein con- 
centration effects no further increase in the rate of decoloration of methylene 
blue. As little as 0*04 /xg. flavinphosphate per ml. is sufficient to demonstrate a 
positive catalytic test. No reduction occurs in absence of flavoprotein. 




Fig. 3. The effect of the concentration of flavoprotein (expressed as flavinphosphate) on the 
rate of reduction of methylene blue by reduced coenzyme. 

Fig. 4. The dejpendence of the Turnover Numbw on the concentration of flavoprotein (expressed 
as fig, flavinphosphate). 

A asm ning that flavoprotein undergoes a cycle of oxidation and reduction, 
thereby catalysing the reaction between reduced coeniqrme I and methylene 
blue, one can easily calculate fifom the above data the number of timaa flavo> 
proton would have to be reduced or oxidized in 1 min. (Turnover Number) in 
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order to account for the overall reaction. The exact molarity of the methylene 
blue solution was 0-0125. Therefore 0-2 ml. of the methylene blue solution is 
equivalent to 66 /a1. Hj. Also 1 fig, flavinphosphate is equivalent to 0-049 fil, Hj. 
The Turnover Number (T.N.) is equal to the hydrogen equivalent of the methy- 
lene blue reduced per min., divided by the hydrogen equivalent of the flavo- 
protein present. Fig. 4 shows the dependence of the T.N. on the concentration of 
flavoprotein. Under the conditions of the experiment a limiting value of about 
165 per min. was reached. 

In the above experiment, the concentration of coenzyme I was 0-38 mg./ml. 
The T.N. increases with the concentration of coenzyme. For example with 1 mg. 
coenzyme, 0-42 /xg. flavinphosphate and 0*2 ml. 0*0125 Jlf methylene blue in a 
total volume of 3-6 ml. the T.N. was 105. Repeating the experiment with 
3-3 mg. coenzyme the T.N. was 294. Fig. 5 shows the dependence of the T.N. on 
the concentration of flavoprotein using 2*6 mg. coenzyme per ml. Under optimum 
conditions, i.e. high coenzyme and low flavoprotein concentrations, the limiting 
T.N. is about 550. 



Kg. 6. The 0. uptake of the lactic dehydrogenase 
* protein, lio <^titiee need were: 1-6 ml. enayme solution; I ml 0-1 % coenxyme I, 0 2 mL 
Ik HCN; 0-2 ml 0-1% pyooyanine and 01 ml. 2Jf lactate. 


TaWelV 


The quantitiee used were: 1-6 ml. lactic dehydrogenase; 1 ml. 0-1 % coeniyme I; 0-2 ml. 
2if HCN; 0-2 ml. 2Jf lactate; 0-2 ml. 0-1 % pyocyanino. Total vol. 41 ml. 


mL flavqirotein solution (14 pg. 1*0 0-3 

flavinidiOBpliate per ml.) 

id, OJIO min. 


0 1-0 
(No pyooyanine) 

22 28 


162 


94 


43 


31 
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Warburg & Christian [1932] have isolated a flavoprotein compound from 
yeast which also catalyses the oxidation of reduced coenzyme I by methylene 
blue. We compared the relative catal 3 rtic efficiencies of the two flavoproteins 
under identical experimental conditions. The ratio of activities milk flavo- 
protein : yeast flavoprotein was 7. This is in rough agreement with the limiting 
value of 50 for the T.N. of yeast flavoprotein, as compared with 500 for the milk 
compound. 

The lactic dehydrogenase system 4- oxidized coenzyme -f pyocyanine hardly 
absorbs oxygen. On addition of flavoprotein a vigorous uptake ensues (cf. Pig. 6). 
The dependence of the rate of O 2 uptake on the concentration of flavoprotein is 
sliown in Table IV. The blank without flavoprotein is not inappreciable, a fact 
which rules out experiments with low concentiations of flavoprotein. 

There is an unexpected result in Table IV, viz. that in absence of pyocyanine, 
flavoprotein shows no catalytic activity. In the previous section it was pointed 
out that reduced flavoprotein is autoxidizable. Two possibilities were open: 
either that reduced flavoprotein was not autoxidizable under the experimental 
conditions or that the assumption of flavoprotein undergoing a cycle of reduction 
and oxidation was incorrect. If the rate of oxidation of reduced flavoprotein by 
molecular Og was the limiting factor we should expect a higher rate of uptake in 
an atmosphere of O 2 than in air. Experiment showed that flavoprotein in absence 
of pyocyanine had no catalytic activity, regardless of whether an atmosphere of 
air or pure Og was used. The autoxidation of flavoprotein was therefore not the 
factor in question. If flavoprotein does not undergo a cycle of reduction and 
oxidation, it should be possible to demonstrate that flavoprotein is not reduced 
under the conditions of the experiment. The following experiments show that 
this is indeed the case. 8 mg. reduced coenzyme and flavoprot^un in a concentra- 
tion of 20/Lig. flavmphosphate per ml. were mixed anaerobically in a Thunberg 
tube at 38®. No decoloration of flavoprotein was observed in the course of 1 hr. 
In another tube, 0-2 ml. of 0*0125 Jlf methylene blue was added to the above 
mixture. Reduction of the methylene blue was complete in 30 sec. whereas the 
colour of oxidized flavoprotein persisted for more than 1 hr. Simple calculation 
shows that if flavoprotein were undergoing a cycle of reduction and oxidation, it 
would have to be reduced and oxidized 56/0*98 x 60 or 3400 times in 1 hr. in 
order to account for the observed rate of reduction of methylene blue. Yet even 
in 1 hr. there was no evidence of complete reduction. The same result was 
obtained when using the lactic dehydrogenase system -f oxidized coenzyme in- 
stead of hyposulphite-reduced coenzyme. The colour of flavoprotein in these 
experiments was sufficiently intense to allow visual observation of changes in 
colour. A control tube with flavoprotein reduced by hyposulphite was used for 
comparison with the experimental tubes. 

The above facts suggest the following picture of flavoprotein catalysis. 
Reduced coenzyme combines with flavoprotein. The pyridine ring in this com- 
plex is easily dehydrogenated by oxidation-reduction indicators such as methylene 
blue, pyocyanine etc. When oxidation of the pyridine ring takes place, the com- 
plex dissociates into oxidized coenzyme and the original flavoprotein. That is to 
say, flavoprotein remains in the oxidized state during the cycle of its catalysis. 
The oataphoretic method should easily decide whether such complex formation 
does in fact take place. 

We have carried out similar experiments with the Warburg and Christian 
flavoprotein of yeast. Although this compound definitely undergoes a cycle of 
oxidation and r^uction our calculations indicate that the cycle is not sufficiently 
rapid to account for the catalytic effect on the oxidation of reduced coenzyme I 
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by methylene blue. This may be due to the presence in our yeast preparations 
of the flavoprotein described by Haas [1938J which does not react directly 
with Og. 

It is possible to use many variations of the three test systems for demon- 
strating the catalytic action of milk flavoprotein. For example, the lactic 
dehydrogenase system can be replaced by other systems which require coenz3mic 1 
such as the malic, triose, triosephosphoric and a-glycerophosphoric systems. 
Similarly methylene blue or pyocyanine can be replaced by flavinphosphate or 
cytochrome c. There were indications that coenzymc I (diphosphopyridine- 
nucleotide) could be replaced by coenzyme II (triphosphopyiidinenucleotide), 
but the experiments were not conclusive. 

Preparations of flavoprotein at and beyond the 0*1 % flavinphosphate stage 
of purity have no xanthine oxidase activity. There is no question, therefore, of 
the identity of flavoprotein with the xanthine oxidase. 

V. Catalysis for the ozidaiion of reduced ph^sphopyridinenticleotides 

There are four catalysts known to catalyse the oxidation of phosphopyridine- 
nucleotides. Table V summarizes essential information about their properties. 
Coenzyme factor is by far the most active catalyst of this group and is the only 



Table 

V 

Prosthetic 

Absorption 

bands 



Refei'enoe Source 

group 

m/Li 

Colour 

Coenzymo factor 

Dowan & Green Animal 

[ 1 938 ), Adler dal, tisBuos 
[1937] and 

yeast 

Cnknown 



Warburg- 
Christian tlavo- 
protein 

Warburg & Chris- Veast 
tian 119321, 

Theorell [1934J 

11 iboHavijiphosphate 

275, 380, 
465 

Yellow 

Haas flavo- 

Haas 11938) Yeast 

Dinucleotide of ade- 

275, 377, 

Greenish 

protcin 

nine and riboflavin 

455 

yellow 

Milk flavoprotein 

— Milk 

I'nidentified flavin 

279, 350. 
450 

Orange- 

red 

one which has a wide distribution in animal tissues and micro-organisms. 

. Nothing 


is known of its prosthetic group. All three flavoproteins differ in their physical 
and chemical properties. The differences are referable not only to the flavin but 
also to the protein portion. 

ScrMMABY 

The isolation and properties of a flavoprotein and its prosthetic group from 
milk are described. 


We are grateful to Messrs Boots, Ltd., and to Mr Slater of this Department for 
co-operating in the processing of large quantities of milk. One of us (D. E. G.) is 
indebted to the Ella Sachs Plotz Foundation for a research grant. 
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ADDENDUM: EXAMINATION IN THE ULTRACENTRIFUGE 


By J. St L. Philpot, DepartmerU of BiochemiMryy Oxford (with 
E. Dodwbll, Technical Assistant) 


Three specimens of milk flavoprotein at dilTerent stages of purification were 
t by Messrs Corran and Green, The ultracentrifuge results are given in Table I. 
every case the fiavin appeared to belong wholly to a component having 
= 11-12x10'^’. Table I i^ows that in the purest preparation, containing 


Table I 


Sedimentation constants x 10^’ Concentration 
s of 

Flavin- Reflection method Absoxption 5 component 
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0*63% flavin (expressed as lactoflavinphosphate) the flavoprotein forms 39~ 
46 % of the total protein. Hence the pure flavoprotein must contain M5-1-36 % 
flavin, and its mol. wt. divided by the number of flavin groups per mol. must 
34,000-40,000. In this it differs from yeast flavoprotein, which has one flavin 
group per mol. of weight 78,000 [Kekwick & Pedersen, 1936]. 

!^om the sedimentation constant 12 x 10^^^ and, assuming the usual partial 
specific volume 0-76, the minimum mol. wt. (i.e. that of a spherical particle) is 
about 220,000. Hence there must be at least 220/40 = 5-4 flavin groups per mol. 
Actually all known proteins with sedimentation constant about 12 x lO”^’ have 
mol. wt. about 280,000 [cf. Svedberg, 1937], which is sixteen times the approxi- 
mate “Svedberg unit” 17,600. The figure 34,000-40,000 given above suggests 
that milk flavoprotein may contain one flavin group to every two Sv^berg 
units. If it were composed in all of sixteen Svedberg units it would therefore have 
eight flavin groups in a molecule of weight 270,000-320,000. Until the homo- 
geneous protein is available this seems the most reasonable assumption. 

I am grateful to the Medical Research Council and the Nuffield Trust for 
financial assistance. 
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Btibn & Ling [1930] were the first to demonstrate that the injection of anterior 
pituitary extracts into normal fasting rats is followed by an increased urinary 
excretion of acetone bodies. This observation has been repeatedly confirmed in 
the rat and a similar increase in the urinary excretion of these substances has 
also been found in the dog [Rietti, 1934] and guinea pig [Best & Campbell, 1938]. 
As may be anticipated there also occurs in susceptible animals a simultaneous 
increase in the blood acetone bodies and this has been found in the rat, dog, man 
[Anselmino & Hoffmann, 1931] and rabbit [Magistris, 1932; Mirsky, 1936; 
Best A Campbell, 1936]. 

The nature of this effect of anterior pituitary extracts has given rise to some 
differences of opinion. Some investigators have been inclined to attribute it to a 
separate “ketogenic principle” or fat metabolism hormone [Anselmino &, 
Hoffmann, 1931; 1936; Black et al. 1934]. Since the fatty acids represent the 
chief source of these substances it is not surprising to find that pituitary extracts 
also cause an increase in liver fat and- a decrease in the quantity of depot fat 
[Anselmino et al. 1935; Best &; Campbell, 1936; Fry, 1937]. However, as Best & 
Campbell [1936] have pointed out, wide discrepancies may exist in the magnitude 
of the ketonuria and the accumulation of liver fat under the infiuenoe of these 
extracts. 

While the existence of a . separate anterior pituitary principle specifically 
concerned with the mobilization and metabolism of fatty acids forms an attractive 
hypothesis for the interpretation of the experimental facts, there are other con- 
siderations of the action of anterior pituitary extracts that should be borne in 
mind before such a view is generally accepted. 

The discovery [Houssay k Biasotti, 1931] that hyperglycaemia and glyco- 
suria may be produced in fed dogs by crude anterior lobe extracts has been 
amply confirmed and since one explanation of their results is that such extracts 
suppress the utilization of carbohydrate [Bussell, 1938], it would not be surpris- 
ing if under such circumstances an increased proportion of fatty adds was 
utilized to meet the energy requirements. Furthermore, these crude extracts 
also produce marked effects on the protein metabolism of normal fed dogs. 

^ National Bosearob Council Fellow in Medloine, 1936-1938. 

( 2242 ) 



KETOGENIC PITUITARY PRINCIPLE 


2243 


Teel & Cushing [1930] andGaebler [1933] have shown that such injections produce 
not only a fall in the blood non-protein N but also a very striking decrease in the 
urinary N excretion. Consequently, it would seem that an equally strong case 
could be made for the view that the occurrence of ketonuria and an increased 
liver fat content is a secondary effect induced by an anterior pituitary hormone 
(or hormones) whose n>ain influenct^ is directed upon the carbohydrate and protein 
metabolism of the organism. 

The above diflBculty would be resolved if it could be shown that it is possible 
to isolate from the anterior pituitary gland fractions that independently alter 
the metabolism of fat, protein and carbohydrate. Anselmino & Hoffmann [1934] 
have claimed that by selective ultrafiltration at different concentrations 
such a separation is possible. They report that one such protein-free fraction will 
increase the blood acetone bodies without affecting liver glycogen while another 
causes a decreasci in liver glycogen without increasing blood acetone bodies. 
Magistris [1932] has also reported that the ketogenic principle of anterior pitui- 
tary extracts is ultrafilterable. Recently, in a series of preliminary communica- 
tions, workers in Collip’s laboratory have reported that not only is the ketogenic 
principle ultrafilterable but also that it is heat-stable at pH 10 and that they have 
obtained evidence that this activity is either identical or closely associated with 
the mclanophore-expanding principle of the pituitary [Neufeld & Collip, 1938 : 
O’Donovan & Collip, 1938; Denstedt et aL 1938]. Of even greater interest is 
their statement that this principle will also increase the glycosuria of hypo- 
physectomized and depancn^atized dogs, and raise the Og consumption and 
depress the r.q. in both the normal and thyi*oidectomized rabbit. Finally, it 
may be pointed out in this connexion that although both Anselmino & Hoffmann 
and Magistris report that their ketogenic substance is ultrafilterable they find 
that the activity is destroyed by heating to 60"" for 15 min. 

The present paper deals with an attempt to establish more exactly the nature 
of this ketogenic action of anterior pituitary extracts. Unexpected difficulties 
were, however, encountered in the development of a reliable assay method for 
this activity based either upon alterations in the blood or urine ketone bodies, 
and sinct? these observations have a definite bearing on the main problem they 
will also be considered at this time. 


1. THE RELATION OF KETONAEMIA TO KETONURIA 

IN THE RAT 

The success of any fractionation of the ketogenic activity of anterior pituitary 
extracts is dependent on the development of an accurate and reproducible 
method of assay. 

The injection of crude saline or alkaline extracts into normal animals is 
followed by increases in the blood and urine acetone bodies that are mainly 
dependent on the sex, species and dietary condition of the animal used. Our own 
experience as well as that of others has indicated that the white rat of 120-150 g, 
initial weight does not excrete appreciable quantities of acetone bodies over a 
period of 72 hr. fasting, but the injection of anterior pituitary extracts produces 
in the majority of animals a well-marked ketonuria. Unfortunately we have 
observed a great variability in the mc^nitude of the ketonuria evoked in the 
responsive animals. Moreover, about 25% of the rats developed no ketonuria. 
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even though they were drawn from the same stock and were of the same sex as 
the responsive members. 

Such a variability of re8i)onse, which obviously excludes the induction of 
ketonuria as a quantitative method of assay, strongly suggests either that certain 
rats are immune to the extract or else that a definite level of ketonaemia must be 
reached before ketonuria can be detected. The latter alternative has proved to be 
the correct one and the following experiments would appear to establish at least 
in the rat a definite renal threshold for the acetone bodies. 

Meihoda 

Male rats weighing 120-150 g. were used exclusively. Determinations of the 
total acetone-body content of the urine were made by the method of Van Slyke 
[1917] and of the blood by the method of Van Slyke & Fitz [1917] with slight 
modifications which permitted the analyses to be made on 3 ml. blood. 

The animals were divided into four groups. 

(1) The first group of 69 rats had been maintained on a diet of dog chow 
(26% protein, 7% fat, 67% carbohydrate) before use. They were fasted for 
48 hr. and the urinary excretion of acetone bodies was determined during the 
second 24 hr. of fasting. Following this the animak were exsanguinated under 
Nembutal anaesthesia and the blood analyses made by a micro-method for the 
determination of blood acetone bodies which will be described in Part II. 
A fairly constant level of these substances is reached after some 30 hr. of fasting 
and this is maintained practically unchanged at least until the 55th hr. Con- 
sequently a blood analysis at the end of 48 hr. of fasting should give a fair 
representation of the level that had prevailed during the preceding 24 hr. 

(2) 31 rats which comprised the second group were injected after 24 hr. 
fasting with 0*6 ml. anterior pituitary extract of proved ketogenic activity and 
the urinary excretion of acetone bodies during the next 24 hr. was determined. 
Following this a second injection of 0‘5 ml, extract was given and the blooci 
acetone bodies determined 4-6 hr, later. 

(3) While exception might be taken to this last procedure on the grounds 
that the blood samples were not taken during the period of urine collection, we 
have previously found that the 24-hr. urinary excretion of acetone bodies in a 
given rat, after the succeeding daily injections of extract, is reasonably similar 
on the two successive days. However, in order to leave no doubt on this point, 
in another series of 12 rats we have taken blood during the period of urine 
collection. The relationship between the blood and urine acetone bodies of these 
rats was in no way different from those treated as in the first series. 

(4) The final small group consisted of 6 rats that had been maintained on a 
low protein, high fat diet prior to fasting (protein 11 %, fat 40%, carbohydrate 
43 %). Deuel et al. [1937] have shown that a diet of this nature markedly in- 
creases the ketonuria of rats when they are fasted. In this series the urinary 
excretion between the 24th and 48th hr. of fasting was determined as well as the 
blood acetone bodies at the end of this period. 

Meatdta 

Table I contains the average values and the range of both the urine and blood 
acetone bodies for these four groups of rats with an additional group of fully fed 
rats. This table clearly showB that in the control of fasting animals, although the 
blood acetone bodies varied over a wide range, yet in no animal did the ketonuria 
exceed 3*8 mg. in the 24 hr. In both series of animals injected with anterior 
pituitary extracts, although the average blood level was approximately double 
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that of the controls, the variation in the blood level within both the control and 
injected groups would make it impossible to decide by a single determination 
whether or not a given injection ht^ exerted a stimulating action on the forma- 
tion of acetone bodies. Consideration of the urinary acetone body excretion leads 
to similar difficulties. Although no control animal excreted more than 4 mg. 
acetone bodies, yet in one injected group 64 % and in the other 83 % of the rats 
failed to excrete more than this quantity when injected with 0*5 ml. anterior 
pituitary extract, a dose which is five times that which will produce ketonuria in 
some of the animals. It is true that as progressively greater amounts of extract 
are injected a larger proportion of animals will exhibit ketonuria, but it may be 
concluded that neither the urinary excretion of ketone bodies nor a siv/gU 
determination of blood acetone bodies is an adequate criterion for the presence 
or absence of ketogenic activity in a given extract unless prohibitively large 
numbers of animals are used. 


1 


*> 


3 

4 

5 


Treatment 

(-Jontrols. Fasting 
24-48 hr. 

Fasting. Injected 
0*5 ml AFE 

Fasting. Injected 
0-5 ml APE 

Fasting. High fat, 
low protein diet 

Fully fed. Dog 
("how diet 


No. of 
rats 

Table I 

24 hr. excretion of 
acetone bodies 

Blood acetone bodies 

% with 
urine ace- 
tone bodies 
greater than 
4 mg./24 hr. 

f 

Mean 

Range 

f 

Mean 

Range 

50 

1*3 ±01 

0-5- 3-8 

121 J:M 

oa-32-3 

0*0 

31 

8*8i21 

0-5-491 

23-2 ±1-9 

0-5-444 

36*0 

12 

7-6:c4-2 

0-3-44-2 

23-8 ±4-2 

6-0-53*0 

17-0 

6 

55*6 

.35*2-72-7 

32*5 

25-0-37*6 

100*0 

11 





14 

0-7- 1-9 



The reason for the variability in ketonuric response becomes apparent when 
the blood level of acetone bodies in all four groups of animals is correlated with the 
urinary excretion (Table II). It will be seen that the urinary acetone body 
content does not rise above 5 mg./24 hr. imtil the blood level has reached a value 
of c. 25-30 mg. l(X)ml. Beyond this point the excretion rises sharply. Theexistence 
of this urinary threshold explains the phenomenon of a complete lack of response 
in a proportion of fasting rats wliich have been given anterior pituitary extract. 
These rats happen to have a low initial level of blood acetone bodies and although 
the extract produces ketonaemia, the kidney tlu*eshold is not exceeded and hence 
no ketonuria follows the injection. 


Table II. Relation beiwejen blood and urin^ oMion^ bodies 
of control and injected rats 


1 acetone bodies 

No. of 

Trine acetone bodies 

mg. % 

animals 

mg./24 hr. 

0- 4-9 

16 

1-0 ±0-1 

5*0- 9*9 

21 

Ml 0*1 

10*0-14*9 

8 

1*2 ±0*2 

160-19*9 

17 

l*9i0*4 

26 0-299 

15 

6*7 ±2*4 

30*0-34*9 

9 

38*0 ±9*3 

35*0 

7 

28-6 ±6*1 


It has previously been shown that acetone itself is not a threshold substance 
[Widm^k, 1920; Briggs ft Shaffer, 1921] and consequently this threshold effect 
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is due either to the behaviour of jS-hydroxybutyric acid or to acetoacetic acid or 
both. The existence of a renal threshold for these substances would be in accord 
with the view that these compounds are normally utilized by the organism. 

Finally, it may be pointed out that the view that the fasting rat does not 
develop ketosis since it does not exhibit ketonuria would appear to be incorrect 
inasmuch as the blood level during fasting may exceed that in the fed animal 
by some twenty-fold (Table I). 


II. A METHOD FOR THE ASSAY OF 
THE KETOGENIC ACTIVITY 

The methods used to detect the ketogenic activity of anterior pituitary 
extracts have hitherto consisted either of detc^rmining the ketonuria following 
their injection into fasted animals, usually rats [Burn & Ling, 1930; 1933; 
Butts et al. 1934; Black ei al. 1934; Best & Campbell, 1936; Gray, 1938] by the 
determination of blood ketone bodies in single samples of blood some hours after 
the injection [Ansebnino & Hoffmann, 1931], or by following the blood ketone 
curve of injected rabbits [Magistris, 1932]. 

Our results (Part I) indicate that none of these methods will decide with 
certainty whether or not a given extract possesses activity. Thus, whiles a large 
dose of an active extract will unmistakably increast" the ketonuria of a fair 
proportion of animals yet smaller doses of the same extract will fail to indicate 
the presence of the active principle. On the other hand, a single determination 
on the blood would be of value were it not for the extreme individual variation 
in the fasting ketonaemia, in consequence of which a large number of dcjtermina- 
tions must be made on both fasting and injected animals before statistically 
significant conclusions can be drawn (Table I). 

The most desirable method, without question, would be one in which the 
acetone body content of the blood could be determined on the same animal both 
before and at a given time after injection. However, since the reliable blood 
acetone methods which exist at present require the use of fairly large blood 
samples for each determination, only animals of sufficient size to yield a copious 
quantity of blood can be successfully used. Magistris [1932] has employed 
rabbits in this manner for the assay of ketogenic activity, but it has been our 
experience with the strains of rabbits at our command that even large doses of 
an active extract often fail to produce any marked increase in ketonaemia even 
though the animals are first fasted for 48 hr. Dingemanse [1936] has likewise 
had no success in producing ketonaemia by the injection of anterior pituitary 
extract in this species. 

Since the fasting young rat is perhaps the animal most sensitive to this action 
of anterior pituitary extract it appeared necessary to devise a micro-method by 
which serial determinations could be made of the acetone body content in the 
quantities of blood that might be withdrawn from the tail (c. 0*2 ml.). The 
reagent described by Scott- Wilson [1911] is sufficiently stmsitive to be used for 
the nephelometric determination of the acetone body content in blood samples 
of this magnitude provided that the osddation and distillation for the conversion 
of acetoacetic acid and j 8 -h 3 Wlroxybutyric acid into acetone can be performed 
with reasonable uniformity and accuracy. This reagent has already been used in 
this manner for the determination of acetone bodies in larger quantities of blood 
by Marriott [1913] and Bietti [1937]. 
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The method of Abels [1937] is adaptable to 0-2 ml. blood but is only applicable 
to the determination of acetone and acetoaeetic acid which comprise not more 
than 20-30 % of the total acetone bodies. 

The following method for the assay of the ketogenic activity of anterior 
pituitary extracts was evolved and has proved the only procedure which, in our 
hands, has yielded consistently satisfactory results. 

Procedure 

Male rats weighing between 120 and 150 g. which had been maintained on a 
stock diet of Purina Dog Chow before Ixnng used, were fasted for 48 hr. ; 24 hr. 
is not sufficient because the ketonaemia dot^s not reach a plateau until the 30th 
hour after withdrawal of food. We have not found the fed rat to be sufficiently 
sensitive to pituitary extract to use it for the assay. 

An initial sample of blood is obtained as will l)€5 described below. The extract 
under examination is then injected intraperitoneally, and a second sample of 
bloo<l withdrawn 4-5 hr. later. Although the rise in blood acetone bodies after 
the injection of an active preparation does not reach a maximum for about 8 hr., 
it is sufficiently near its peak within 4 hr. for the purposes of assa\'. A response 
has been (jonsid(*red positive only when the blood acetone body content has 
inerease<l 4 mg./l(X) ml. or more above the control level. 

It has also been observed that rats which have an initial fasting level of less 
than r. 3 mg. 100 ml. are often relatively unresponsive and therefore rats which 
had a fast ing ketotuiemia of 2*5 mg./ UK) ml. or less were not included in any series 
for assay. 

DeUmmwtion of total blood acetone bodies in (h2 ml. blood 

Blood was obtained by section of the tip of the tail after preliminary exposure 
of the rat to the heat of an electric bulb. The blood was gently milked from the 
tail on to a watch glass coated with K oxalate, 

0*2 ml. blood taken up into an accurately 
calibrat(‘d pipette and transferred at once to 
a 15 ml. graduat<*d centrifuge tube containing 
10 ml. A/70 H2SO4. After stirring with a fine 
rod and allowing to stand for 10 min., 0-2 ml. 

10 Na tungstate solution was addinl and the 
mixture again well stirred and allowed to 
stand for an additional 2-3 min. It was then 
centrifuged and all the clear supernatant fluid 
poured into the distilling flask (*4) of the 
apparatus showm in Fig. 1. This apparatus 
was made entirely of pyrex glass with the 
glass joint carefully ground in order to elimi- 
nak' the use of grease, the presence of which 
is not desirable. The volume of the precipitate 
adherent to the centrifuge tube was noted (0*8- 
I’O ml.) and subtracted from the total volume 
in order to obtain the true quantity of filtrate 
analysed. 

Two ml. 2 % NaHSOj wore placed in the 
receiving tube (B) of the apparatus and the latter placed bfuieath the condenser 
(C) so that the outlet tul>e dipped almost to the bottom of the receiving tube. 

The distilling flask was then heated with the flame of a shielded micro-burner. 
When the contents just reached the boiling point, the flame was slightly lowered 
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and 2 ml. 2 % K dichromate in 20 % H2SO4 to which a little talc powder had been 
added were run through the stopcock (D) which was then closed and the flame 
adjusted so that 5 ml. were distilled over into the receiving tube in the course of 
20-30 min. It is advisable to calibrate the receiving tube so that distillation may 
be stopped when this volume has been collecttHl. The contents of the receiving 
tube (7 ml.) were transferred to a 50 ml. Erlenmeyer flask and 5 ml. Scott-Wilson 
reagent added while the flask was whirled to insure uniform and rapid mixing. 
The receiving tube was then washed out with the mixture. Any delay or lack of 
thoroughness in the mixing will lead to erroneous and irregular results. Sub- 
sequent agitation should be avoided. 

A series of standards for comparison with the unknown solution was pre- 
pared by placing 2 ml. NaHSOg in the flasks, then adding the requisite amount of 
a standard acetone solution and enough water to bring the volume to 7 ml. The 
Scott-Wilson reagent (5 ml.) was then added as above. A stock solution con- 
taining 1 mg. acetone per ml. may be kept in a closely stoppered bottle in the 
refrigerator for months without serious deterioration. One ml. of this solution 
was diluted to 50 ml. just before use ; 1 ml. diluted solution is then equivalent 
to 10 mg./lOO ml. of blood acetone. Standards equivalent to 5, 10 and 20 mg./ 
100 ml. will suffice. 

The unknown and the standard solutions are kept for 15 min. and then 
compared either in a colorimeter, using a blue filter, or else in a nephelometer. 

The time of standing before comparison is of some importance since tlie 
turbidity develops rather slowly when quantities of less than 5mg./100ml. acetone 
are present. It reaches a maximum after approximately 20 min. with the?s(i low 
concentrations while, on the other hand, with concentrations above 5 mg./IOO ml. 
the maximum turbidity is reached within 3-4 min. In the determination at high 
concentrations a period of standing beyond 5 min. causes some aggregation and 
consequently a slight diminution in turbidity; however, this error is not of 
serious magnitude below values of 25 mg./IOO ml. 

The method is sensitive to blood acetime body concentrations as low as 
l-6-2'0 mg./IOO ml. and, if desired, the preformed acetone and acetoacetic acid 
may be determined separately. To determine these 5 ml. 0*25 % H2SO4 are added 
to the blood filtrate in the distilling flask and a preliminary distillation carried 
out before the addition of potassium dichromate. 

Results 

In Table III are recorded a series of consecutive determinations of acetone 
and jS-hydroxybutyric acid. Of the former 20jLtg. were added to 12 ml water; 
of the latter, sufficient was added to whole blood to give initial concentrations 
of 5, 10 and 20 mg./IOO ml. in terms of aet^tone. 

Table III. Recoveries of aoetone and of ^-hydroxybutyric acid 

20 /tig. acetone in 12 ml. water. % recovery: 85, 87, 81, 92, 82, 90, 90, 84, 82, 85. Average 85% 

j3-Hydroxybutyric acid Converted and 

expressed as acedione in recovered as 

blood sample acetone Average 

mg./IOO ml. % 0 /^ 

5 77, 63, 73, 76 79 

10 . 73, 65. 70,75 71 

30 72, 64, 64, 65 66 

The aver^ recovery of acetone is 85 % ; while the conversion of jS-hydroxy- 
botyric acid into acetone averages 66—70 %, a value that compares favouraUy 
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with that obtained by other methods. The variability in the results is, in actual 
practice, of little consequence since the significant blood changes that are mea- 
sured are always of a much greater order of magnitude. A combination of aera- 
tion and distillation will raise the recovery of acetone alone? to 9o %, but leads to 
a still grcat(?r variability in the quantity of j8-hydroxybutyi ic acid converted 
into acetone even when the rate of air flow is carefully controlled. 

It was discovered that simple boiling of a very dilute solution of acetone 
(20p,g. in 10 ml.) for 15 min. in a sealed glass container resulted in a 15% loss. 
The low recovery of acetone by distillation is thereby explained. Aeration un- 
doubttidly allows a higher recovery by virtue of the fact that the acetone is 
rapidly ‘'washed out ” at a temperature somewhat }>elow 100°. In the determination 
of total acetone bodies a reduction in tempe^rature during aeration would un- 
desirably influence the oxidation of j8-hydroxybutyric acid and thereby reduce 
the yield of acetone. 

The use of this method to detect the ketogenic activity of small quantities of 
anterior pituitary extract is illustrated in Fig. 2. The activity of such quantities 
of extract would be difficult, if not impossible, to detect if reliance had to be 



Fig. 2. The efFeet of anterior pituitary extract on the blood acetone bodies of fasted rata. 
The quantity in nig. of organic solids injected is indicated on the curves. 

placed on single blood estimations or on the ketonuria over a period of 24 hr. 
A most gratifying aspect of the use of the method has b€*en the relative constancy 
with which various animals show cither a positive or negativ^e response to small 
doses of a given extract. 


III. THE NATURE OF THE KETOGENIC PRINCIPLE 

The development of a sensitive method for detecting the ketogenic activity 
of anterior pituitary extracts (Part II) has enabled us tc» investigate certain 
claims that have been advanc^ as to the chemical natui'e of the substance 
responsible for this activity. 

i43— 2 
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(a) Heat’^stability, All workers with the exception of Neufeld & Collip [1938] 
have found the ketogenic principle to be heat-labile. Our results show that 
heating previously active extracts in the boiling water bath at pH 10 for 10 min. 
destroys their activity (Table IV). 

Table IV. Effect of heating at pH 10 in boiling water bath for 10 min. 
on the ketogenic activity of anterior pituitary extracts 

Amount Blood acetone bodies (mg./l(K) ml.) 


Extract 

injected 
mg, protein 

Ht) hr. 

4 hr. 

A, unheated 

1-4 

7*2 

14*2 

ft 

1*4 ' 


no 

heated 

1-4 

7*2 

81 

»» 

1-4 

2-8 

30 

B, unheated 

0*3 

9-8 

16-9 

»» 

0*3 

110 

15-5 

heated 

20 

104 

101 

9f 

2-0 

30 

60 


(6) Ultrafiltration. Anselmino & Hoffmoim [1931 ; 1936], Magistris [1932], 
and more recently Denstedt et al. [1938], have reportc^d that the ketogenic 
principle will pass through membranes that retain proteins, i.e. cellophane and 
8% acetic-acid -collodion. In our experience, however, this principle will not 
pass through such membranes. Our starting materials have iH'en both aqueous 
extiacts of acetone-dried glands and alkaline extracts of fresh glands. The 
filtration was carried out under suction at pH 8-0-9 (), and both the original 
ultrafiltrate and that concentrated fourfold in vacuo failed to influence the blood 
acetone oody content of the fasted rat (Table V). However, the residue remaining 
in the sac» still possessed marked activity in much smaller doses than those" given 
of the ultrafiltrate. The latter, although free from protc‘in, still contained con- 
siderable quantities of N (()*2~0-25 mg. per ml.). 

It is well known that membranes may be made with any desiri'd pore size ; 
those that we have used would neither p^^^mit proteins nor the substance re- 
sponsible for the ketogenic activity of the anterior pituitary to pass. It would be* 
necessary to employ a series of graded membranes in order to det(?rmine the 

Table V. Effects of (A) original extract., (H) its uUrafiltrale, and (C) a boiled 
extract of pituitary colloid'' on the blood acetone bodies of fasted rats 

Melanophore Bloorl acMstone bodies 


Extrac*t 

Amount injected 

^ A ^ 

ml. ' mg. 

expanding 
activity 
fw>g unit8/ml. 

jol- 

"ohr. 4 hr.' 

% change 

(A) Original 

003 

004 

1,300 

220 

294 

-1- 34 


003 

004 

1,300 

22*8 

32*9 

t 44 

99 

003 

004 

1,300 

11*0 

26-7 

4^143 

99 

0-03 

0*04 

1,300 

90 

16-2 

-f 80 

(B) Ultrafiltrate 

1-5 

0-36 

20 

13r> 

134 

± 0 

Concentrated ultra- 

1-5 

0-36 

20 

84 

7*8 

8 

1-6 

14 

200 

22-9 

241 

+ 5 

filtrate 

1-6 

14 

200 

8-8 

7-0 

~ 20 

(C) Pituitary “colloid” 

1*0 

— 

10,000 

14-9 

17*0 

+ 14 

ft 
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10,000 

40 

2*6 
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*» 

20 

— 
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6*9 

- 9 

*» 

20 

— 

10,000 

3*9 

3*7 

- 6 

ft 

2*0 

— 

10,000 

10*6 

9*7 

- 9 

tt 

20 

— 

10,000 

93 

110 

+ 16 
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molecular size of this substance. Our findings suggest, however, that the molecule 
is a relatively large one. 

(c) The meXanophore-expanding principle. In view of the suggestion by 
O’Donovan & CoUip [1938] and Denstedt ei al. [1938] that the ketogenic 
activity is either identical or closely associated with the melanophore-expanding 
principle, we have prepand from 10 g. beef pituitary “colloid”, by extraction 
with boiling 0*25% acetic acid, an extract that contained 10,000 frog units 
per ml. of this principle. This extract, in doses of 1-2 ml., did not increase the 
bloo<l acetone bodies of fasted rats (Table V) nor did it increase the glycosuria 
of partially depancrcatized rats when administered in doses as large as 20,000 
units, although these same rats responded to doses of crude anterior pituitary 
extract containing only 1000 units of melanophore principle. 

The heat-lability of the ketogenic principle (Table IV) also speaks against its 
identity with the melanophore principle since the activity of the latter was 
som(‘what increased by heating at pH 10 for 15 min. It may be mentioned that 
crude anterior pituitary extracts also lost their glyeosuric activity in the 
partially depancrcatized rat after heating, a confirmation of the report of 
Houssay & Biassotti [1931]. 

(d) Fractionation of the protein of the anterior pituitary. Inasmuch as the 
present evidence would indicate that the hormones of the anterior pituitary are 
either prottuns or else closely associated with proti*ins, we have made various 
attempts to concentrate the ketogenic activity by simple protein fractionations. 
Neither isw^lectric precipitation of alkaline or saline extracts, nor fractional 
precipitation by different coiKicntrations of ammonium sulphate gave any clear- 
out separation of active from inert material, since the ketogenic activity appeared 
to spread itself over a numlw of diffTertmt fractions. 

The following plan of fractionation was the most satisfactory in the sense 
that a fair degree of separation of the various pituitarj’^ principles was achievc'd 
and that a ketogenic fraction was obtained relatively free from certain of the 
other hormones (Table VI). 

Table VI 

CRCDE EXTRACT at pH 3-.> 

Acetone addcMl to eoneentration 

PRECIPITATE 

( 80^0 acetone- insoluble) 


PRECIPITATE FILTRATE 

Isoelectric separation (Discarded) 



pH 6*8 INSOLUBLE pH 5*5 INSOLUBLE 

FRACTION FRACTION 

Four vol. acetone are added to a Bum & Ling extract [Burn A Ling, 1983] 
after bringing the pH to 3'5 with dil. HCl. If flocculation docs not occur, a small 
amount of sat. NaCl is stirred in until there is a distinct separation of flocculent 
precipitate from clear solution. After centrifuging and filtering through hardened 
filter paper, the clear light brown filtrate is treated with an equal vol. acetone and 
allowed to stand about | hr. The precipitate is centrifuged oft‘, dissolved in a 
vol. of water equal to J of the original extract, and the pH brought to 6-8. The 


riLTKATE 

(80 Hcptono-suluble) 
Acet-tme oxuirentration raised to 90 
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isoelectric precipitate is taken up in water containing enough NaOH to bring 
to pH 10-11. Dil. HCl is then added until the pH readies 7-5-8-0. There should 
lie a distinct turbidity at this point, but no flocculation. The solution is then 
frozen, thawed and the greenish-gray precipitate centrifuged off; dissolved in 
alkali again and refrozen at pH 7*5-8'0, as before. For the final solution this 
precipitate is dissolved in alkali at pH 9-0, or acid at pH 5*5. The throe super- 
natants from the above precipitations are pooled, the pH lowered to 5*5 ; and the 
precipitate, which may be enhanced in yield by freezing, dissolved in water and 
alkali and brought to pH 7*0. The final solutions may be preserved indefinitely if 
kept frozen at —10° to —20°. 

The acetone-insoluble fraction and the two acetone-soluble fractions were 
assayed for the familiar anterior lobe hormones in order to determine how the 
ketogenic potency was affected by the fractionation as compared with the other 
hormonal activities. The results are summarized in Table VII. 

The methods which were used for assay were as follows : 1 00 g. hypophysecto- 
mized rats, 14-20 days after operation, were used for growth assay. The intra- 
cutaneous crop test of Lyons & Page 1 1935J was employed for assaying the 
lactogenic principle. The chick method of Smelsc^r [1937] has proved both simple 
and reliable for the assay of thyrotropic activity. 21-day old male rats were used 
for adrenotropic assays [Moon, 1937] and gonadotropic activity was dct<u*mino(l 
by the mouse uterus method as used by Levin & Tyndale [1937]. The familiar 
darkening of the bleached skin of the frog was utilized for the dett^etion t>f 
melanophore activity. Ketogenic assays were performed as already descrilied. 
The partially depancreatized rat has proved to be an excellent test object for tlu? 
‘‘diabetogenic’^ principle. Many of these rats do not exhibit a spontaneous 
glycosuria, but will readily respond after the injection of anterior pituitary 
extract. Although quantitative assays of the “diabetogenic” principle were not 
attempted, these animals serve as very satisfactory test objects to establish th<‘ 
presence or absence of the substance which is capable of producing hyperglycaemia 
and glycosuria. For the sake of convenience the various potencies are expressed 


Table Vll. RekUive hormonal pokneies 
(Units per mg of organic solids.) 

Go- 



Thyro- 

Keto- 

Diabeto- 


I^acto- nado- 

Melano< 


tropic 

genic 

genic 

(.irowth 

genii* Adrenotropic tropic 

pbore 

Original Bum & 
Ling extract 

10-15 

4-8 

Active 

1.5-25 

100 10 mg. produced -- 

25 *^0 increase in 
wt, of adi'emalH 

1300 

80% acetone-in- 

30 

— 

. — 

— 

— 



soluble fraction 

80 % acetone- 

None* 

4-8 

Active 

15 25 

1000 


soluble pH 5*5 
fraction 

80 % aectone- 
solulde pH 6*8 
fraction 

None* 

4-8 

Active 

15-25 

It) 10 mg. produced Nonet 
21^0 increase in 
wt. of adrenals 

5 


♦ No response with 3*5 mg. t response with 8-6 mg. 


in terms of arbitrary units wherever possible. A unit refers simply to the 
minimal dose in terms of organio solids which produces an unquestionable 
response in the majority of test animals. With the thyrotropic, growth and 
adrenotropic assays units are expressed in terms of daily dose, otherwise the 
total dose is referred to. 
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The outcome of the series of assays was significant (Table VII) not only 
because of the fact that ketogenic and “diabetogenic ” activities were seen to run 
parallel with each other, but also because their occurrence coincided with that of 
the growth principle. It had appeared from preliminary assays that the 5-5 
fraction would be low in growth-promoting activity, but in the end it became 
quite clear that this fraction was fully as potent as any otlicr. 

The 6*8 isoelectric fraction, in addition to b(‘ing free from thyrotropic 
principle, was also quite low in lactogenic principle, and contained no detectable 
gonadotropic activity. A moderate amount of adrenotropic activity was present 
and the very low content of melanophorc principle in this fraction again speaks 
against this hprrnone being responsible for the ketogtmic and “diabc^togenic *' 
eflects of anterior pituitary extracts. 

The assays are disappointing in the fact that they reveal that there has been 
no conct*ntration of ketogenic activity as the* result of the procjcss of fractionation. 
While this may be diie to a destruction of some of the active material during the 
fractionation procedure, the retention of kctogtuiic, growth and “diabetogenic'* 
activity in equal amounts is a fact of some significance. Furthermore, the 
absence of all or most of the thyrotropic, gonadotropic, lactogenic and melano- 
})hore principles from the pH 6*8 fraction allows us to conclude that these hor- 
mones are not of chief importance* in the produc^tion of these effects on metabolism . 

Additional information as to the identity of the ketogenic principle is 
obtained by the assay of the two proteins obtained by the Lyons [1937] acid 
acetone extraction meth<»d for the preparation of prolactin (Table VHl). 


Table \TII. Rdaiwe hormonal pot4>ncies — Lyov^ acid acetone fractions 


pH 5*5 fraction 
pH 6-5 fraction 


Lactogenic 

UMHM) units 
|x»r mg. 


Adrenotropic Ketogenic Glyoosurie Gnmth 

— Less than { No res|K)ii8e than J 

unit jH?r mg. with 20 mg. unit jK»r mg. 

10 rag. produced No renponae No response No response 
29% increase in wt. with 7 mg. with 17 mg. with 4 mg. 
of adrenals per day 


The pH 5*5 fraction has an exceedingly high content of lactogenic activity, 
while the pH 6*5 fraction, although not especially rich in adrenotropic activity, 
at least contained more of this principle than hf\,s been found in other preparations. 
Both these fractions, however, contained, at the most, onl}" traces of growth, 
ketogenic and “diabetogenic'* activities as judged by our methods of assay. 


Discussion 

The practice of assuming that the multiple effects of anterior pituitary 
extracts upon metabolism are due to separate hormones does not seeth desirable 
in the absence of any chemical evidence that this is the case. On the contrary, 
a consideration of the known facts of metabolism indicates that some of the 
alterations produced by the injection of anterior pituitary extracts may be 
regarded as secondary consequences of their action. Among these we suggest the 
pi^uction of ketosis may lx? included. 

Our reasons for this assumption are not only our failure to confirm the claim 
of Anselmino and Hoffman that ultrafiltration will jdeld a product that 
specifically increases the acetone body content of the blood and urine, but are 
based on the contention that the well-substantiated action of anterior pituitary 
extracts on the carbohydrate and protein metabolism must of necessity increase 
the proportion of fat undergoing catabolism and, in consequence, increase the 
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formation of acetone bodies. Thus, it has been shown that the injection of these 
extracts into fed normal or hypophysectomized rats results in a decreased utiliza- 
tion of carbohydrate as evidenced by a fall in b.q., an increase in blood sugar and 
in muscle and liver glycogen [Fisher et al. 1936; Meyer et al. 1937; Russell, 
1938]. There is little reason to suspect that a similar action of anterior pituitary 
extracts in suppressing carbohydrate utilization does not occur in fasted rats, 
even though the utilization of carbohydrate under th(‘8c conditions is reduced to 
a low level. Now, since it is in the fasted rat that the ketogenic action of this 
extract is most readily demonstrated, it may be suggested that this is a necessary 
consequence of its effect on carbohydrate utilization and is not due to a specific 
stimulation of fatty acid catabolism. Although it might be argued tliat a further 
reduction in the already low level of carbohydrate metabolism would not account 
for the magnitude of the observed ketosis it is necessary to point out that 
anterior pituitary extracts also decrease the proportion of protein undergoing 
catabolism. This is shown by the fall in blood non-prot(*in N and urinary N 
excretion that follows their injection into fed animals |Teel & Cushing, 1930; 
Gaebler, 1933]. In addition, Lc'c & Schaffer [1934] have found that under these 
circumstances there is an increased retention of protein in the body. This effect 
has been attributed to the growth-promoting principle of the pituitary and is not 
associated with either the thyrotropic or gonadotro]>ic principles [Gaid>ler, 1935, 
1 ; 1938]. Furthermore, in the fed dog, Gaebler [1935, 2] has conclusively shown 
that this protein-sparing effect is accompanied by an increased utilization of fat. 
In the fasting rat, Harrison & Long [1938] have obstTved a 30-40% reduction 
in urine N on treatment with anterior pituitary extracts rich in gro\\i^h- promoting, 
“diabetogenic “ and ketogenic activities. Consequently, although in the fasted rat 
a further reduction in carbohydrate utilization may be of little consequence, the 
removal of such a large proportion of protein from catabolism must incr(‘ase the 
proportion of fatty acid catabolism and offers a satisfactory explanation for the 
ketosis and fatty infiltration of the liver tliat follows these injections. 

This view of the mode of action of the anterior pituitary removes the necessity 
for postulating a hormone specifically concerned with fat metaliolism and most 
certainly for a separate principle whose function is to increase the acetone body 
content of the blood and urine. Such a view is also in accord with our present 
inability to dissociate by chemical means the ketogenic activity of the anterior 
pituitary from its growth-promoting and “diabetogenic activities. Even if the 
latter two effects are ultimately shown to be due to separate hormones it 
does not lessen the present argument that a decreased utilization of carbohydrate 
or protein must be reflected by an increased catabolism of fatty acids since the 
energy requirements of the organism must still be met. 

Since, in the fasting animal, the sole source of carbohydrates is the tissue 
protein, this effect of the anterior pituitary in decreasing protein catabolism may 
be regarded as an advantage to the organism. In a larger sense there must exist 
some critical mechanism which determines whether a cell will store protein or 
catabolize that already present. In such a mechanism a hormonal factor, 
derived from the anterior pituitary, might be of primary importance. 


SUMMABY 

1* T3xe existence of a urinary threshold for acetone bodies in the rat renders 
the development of ketonuria in response to anterior pituitary extracts in this 
animal unsuitable for purposes of assay. The increase in blood acetone-bodies 
will not give rise to ketonuria unless tlds urinary threshold is exceeded. 
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2. While the fed rat shows a negligible increase in blood acetone bodies in 
response to the injection of anterior pituitary preparations, the fasting rat 
responds quite readily. Fasting alone however produces a distinct but exceedingly 
variable ketonaemia. In consequence, single blood analyses made on injected 
rats are not reliable for the determination of ketogenic activity unless extremely 
large groups of animals are used. 

3. A micro blood acetone body method is descril^d which employs only 
0*2 ml. tail blood, and thus allows a control blood acetone reading to be made on 
a given animal before injection of an extract. This method makes it possible to 
detect the presence of a small quantity of ketogenic principle and to determine 
the minimal effective dose. 

4. The ketogenic principle could not be filtered through 8 % acetic collodion 
or cellophane. It was destroyed by heating on the boiling water bath for 
15 min. at pH 10. 

5. (bmparative assays of relative potencies of the various anterior pituitarj'^ 
hormones present in a nurabt'r of different preparations obtained by chemical 
fractionation, indicated that ketogenic activity followed growth and ‘*dial)cto- 
genic” activity. This finding suggests that a single principle may be responsible 
for all of theses three effects of tiic anterior pituitary on metabolism. 

6. It is pointed out that the inhibitory action of anterior pituitary extracts 
on the catatelism of carbohydrate and protein offers a satisfactory explanation 
for the occurrence of the ketosis that follows their injection. 

We wish to acknowledge the assistance^ of Miss E. G. Fry and Miss H. B. 
Ritter of this Laboratory. We are also indebted to Dr H. R. Catchpole of the 
Laboratory of Physiology for much helpful advice with regard to the assay of 
the gonadotropic and lactogenic activities. 

This work was materially assisted by grants to one of us (C. N. H. L.) from 
the Endocrine Committee of the National Research Council and the Fluid 
Research Fund of the Yale University School of Medicine. 
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The substances whose action will he described are mainlj'*. (1) the ammonium 
ion, (2) glutamic acid and (3) maleic acid. They affect tissue glycolysis in 
different ways: either, as with (1), by raising the aerobic glycolysis and at the 
same time depressing anaerobic glycolysis, or, as with (2), mainly by inhibiting 
anaerobic glycolysis, or, as with (3), by a slow and continuous rise of the 
aerobic glycolysis to the normal level of the anatTobic gl^’^colysis. The obscTved 
efiFects only ocjcur or are specially pronounced in brain tissue. 

Methods 

The expt'riments were carried out at 37*5° in the Warburg apparatus. Tissue 
slices, susptmded in bicarbonate or phosphate Krebs-Ringer solution containing 
0*2 % glucose (pH 7-4), were used. In most experiments respiration and glycolysis 
were simultaneously measured by Warburg’s differential method |1930J. Addi- 
tions to the suspension medium were pn‘8t»nt from the Ix^ginning in most cases, 
so that the first reading was taken 15-20 min. after the tissue came in contact 
with the solution. For brain, embryo and medulla of kidney r.q. of 1, for testis, 
intestinal mucosa and spleen r.q. =0-9 and for Jensen sarcoma r.q. = 0*8 were 
assumed [cf. Dickens & fiimer, 1930; 1931: Dickens & Weil-Malherbe, 1936]. 

Estimations of lactic acid were made according to Friedemann & Kendall 
[1929] after copper-lime treatment, estimations of XH;, by steam distillation 
m vaeuo and subsequent Ncsslerization according to Parnas & Heller [1924]. 

I. The effect of ammonium ions 

Ashford & Dixon [1935] found that addition of J//10 KCl to the Ringer 
solution increases both respiration and aerobic glycolysis of rabbit brain slices, 
while inhibiting their anaerobic glycolysis. Later, Dixon & Holmes [1935] and 
Dickens k Greville [1935] showed that the same effect can lx? obtained with 
CsCl and RbCl. The effect is absent from tumour, kidney, testis and yolk sac of 
the rat [Dickens & Greville, 1935] and from chick embryo [Needham et ah 1937]. 
According to Dixon [1937] the effect on brain tissue is seen equally well with 
-Jf/20 KCl, though it is only small at Jf/100. 

NH4CI affects respiration and glycolysis of brain tissue in a very similar way : 
Jlf/30 NH4CI causes a rise of respiration as well as of aerobic glycolysis up to the 

^ Most of the experimental work was carried out in spring and summer 1935, partly at the 
Biochemical Lalxnratoiy, Cambridge. The results were reported at the meeting of the Biochemical 
Society, December 1935 [see Weil-Malherbe, 1936]. 

( 2267 ) 
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normal level of the anaerobic glycolysis, while at the same time inhibiting the 
anaerobic glycolysis. As with KCl this effect is, with few exceptions, restricted 
to brain tissue (Table II). In spleen an increased aerobic glycolysis was found. 
An effect comparable with that in brain was also observed with intestinal mucous 
membrane in one experiment. But in another experiment with the same tissue 
this effect was very small and in a third experiment inhibition of both respiration 
and glycolysis occurred. The figures for the metabolism of the control were very 
similar to each other in these and other expt^riments.^ With several other glyco- 
lysing tissues inhibition of anaerobic glycolysis by M /SO NH 4 CI was observed, but 
the effect on respiration and aerobic glycol^^'sis was negligible or, at most, a slight 
suggestion of that found with brain. 

The action of NH 4 + on brain however differs in one respect from those of K*^, 
Cs+ or Rb+. Whereas in these cases concentrations >3// 100 are apparently 
necessary to produce an effect, the effect of is still recognizable at concen- 
trations as small as 0-3 x 10 “® M (Table I), wdiich still cause a marked increase 
of aerobic glycolysis and also a small stimulation of respiration. Low concentra- 
tions (3// 1000 and less) sometimes seem to stimulate the anaerobic glycolj^sis 
as well; but in other experiments, reporttnl in Tabh' XI, inhibition was still 
observable at 3//1000. 

Table I. The. effect of NH 4 ^ on brain metabolism . Slices of 
guinexi-pig brain (grey matter) in bicarbonafe-salirte 

Concentration * n / ^ ^ Q<!* 

10~’ JIf NH.Cl l8t hr. 2iid hr. Isthr. 2nd hr. Isthr. 

(1) 33-3 -195 -10-2 19-2 121 4-4 

10 - 11-6 - IM) 8 0 6 1 6 (> 

.3-3 -11-8 - 8-6 11-2 8-8 19-6 

1 -10-6 - 8-7 9-2 7 2 26 0 

0 - 6-9 - 5-8 3-1 0-6 20-4 

(2) 1 -10-8 - 8-8 10-2 7-6 160 

0-33 - 9-3 - 6-3 6-8 2-5 15-9 

01 - 7-0 - 6-3 40 1-0 17-8 

0 - 6-8 - 6 0 4-4 0-9 16-8 

Dickens & Greville [1935] explained the effect as the result of a disturb- 
ance of the ionic balance of the medium leading to physical changes in the 
colloidal structure of the cell protoplasm and probably to increased permeability. 
The same may be true for NH 4 + in high concentration, but with NH 4 + -concentra- 
tions of the order of 10“® M a specific toxic effect seems more likely. 

II. The effect of glutamic acid 
(a) Action on the anaerobic glycolysis 

During his studies on glutamine formation in nervous tissues Krebs [1935] 
discovered the inhibition of anaerobic lactic acid formation by glutamic acid . On 
his suggestion I investigated the phenomenon in greater detail. 

J( + )Glutamic acid, in a concentration of 3f/100, inhibits the anaerobic 
glycolysis of brain slices by 30-70%. The inhibition increases with time and 

^ The figures reported here for the normal metabolism of rat intestinal mucous membrane 
differ from those found in the literature [e.g. Hosenthal & Lasnitzki, 1928]. We observed usually a 
high aerobic glycolysis of the same order as the respiration. Both ac^tivities showed a rather rapid 
fati. 
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reaches its maximum value after about 60 min. (Table III). Variation of the 
glutamic acid concentration between ilf/50 and ilf/1 000 does not greatly affect the 
inhibition. 

Table III. Inhibition of anaerobic glycolysis of brain slices 
by \(-\-)ghiiamic acid 


With glutamic 

acid (\>ntrol Inhibition % 

ClO 00-ik) I'-IO 60-80 1-10 60-m) 


Species 

Cone. 

inin. 

min. 

min. 

min. 

min. 

min. 

Remarks 

Rat 

Mim 

lOo 

61 

160 

13-8 

35 

63 

.Mean of 4 exp. 

Guinea-pig 

M/KK) 

12-2 

6*() 

210 

18-4 

42 

67 

Mean of 8 oxp, 

Rat 

M/im) 

13-5 

6*4 

15-6 

121 

i:i-5 

55r> 


Guinea-pig 

M/l(m 

18*2 

8-6 

18-9 

14-8 

4 

42-5 

Moan of 4 exp. 


The effect seems to be specific for brain (Table IV). Even in n^tina it was 
found to be absent or, at the most, very feeble. Neither the anaerobic glycolysis 
of yeast cells, nor that of defibrinated blood (guinea-pig), nor the acid production 
from starch in a dialysed muscle extract (rabbit) was inhibited by glutamic acid. 


Table IV. Effect of 1( 4- )glutamic acid on the anaerobic glycolysis 
of various glycolysing tissues 

(iHt hr.) 




Sfieoies 

Tissue 

With J/;100 
glutamate 

( -ontn^l 

Guinea-pig 

Retina 

48*7 

61-8 

Pigeon 

Retina 

764) 

81 0 

Guinea-pig 

Medulla of kidney 

27-6 

29-0 

Rat 

Intestinal mucosa 

16-3 

15-5 

Guinea-pig 

Intestine (whole w^all) 

7-5 

6*9 

Guinea-pig 

Spleen 

5'3 

,5-9 

Rat 

Testis 

7-2 

7-5 

Rat 

Diaphragm 

61 

5-9 

Rat 

Jensen sarcoma 

36-9 

39-2 

Rat 

Yolk sac 

131 

12-9 

Guinea-pig 

Heart 

12 

6*5 


Specificity of the effect. A few closely related substances cause similar inhibi- 
tion of the anaerobic glycolysis of brain tissue. They are: (1) the non-natural 
isomeride, d( — )glutamic acid; (2) glutamine; (3) di-jS-hydroxyglutamic acid^ 
(Table V and VI). d{ — )Glutamic acid is slightly less efficient than l{ -f )glutamic 
acid: at a concentration of Jlf/3000 where the {-acid is still seem to cause some 
inhibition even a stimulating effect appears. The effecsts of the two stereoiso- 
merides in different concentrations are compared in the same experiment 
(Table V). The actions of glutamine and hydroxyglutaraic acid are shown in 
Table VI. Oxidized and r^uced glutathione are also included, although they 
did not affect the anaerobic glycolysis; there was perhaps an initial activation by 
the reduced glutathione. The observation of Geiger [1935] that oxidized gluta- 
thione inhibits the anaerobic glycolysis of chopped brain could not be confirmed 
with brain slices. Geiger’s results have been severely criticized by Dixon [1937]. 

Apart from the substances* mentioned no other amino-acid of 13 tested^ 
({( -f )alanine, {(+) valine, Z( — )leucine, {( — )methionine, {( — )proline, {( - )hydroxy- 
^ Gift from Prof. Harington to Dr Krelxi. 

‘ ConoentrationB Jf/lOO. Retention was allowed for where necessary. 
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Table V. Inhibition of anaerobic brain glycolysis by various 
concentrations of l( -f )- and d( — )glutamic acids 

With /( + )glutatnic acid With (l{ - )glutamic acid 





t 

% Inhibition 




Inhibition 


Cone. 

r “ — ' 

1~1() 

60-80 

i-10 

'60-80 

Con<*. 

/-lO 

()0-80 

1^0 

60-80 

Species 

10 » M 

min. 

min. 

min. 

min. 

JO ® M 

min. 

rain. 

min. 

min. 

Rat 

0 

irv6 

12- 1 

— 


0 

15*6 

121 






10 

9-7 

3*6 

38 

70 

10 

13*2 

5*9 

l.l 

51 


3 

10-9 

3 9 

30 

68 

3 

11*9 

5*8 

23*5 

52 


1 

13-5 

r>*4 

13*r» 

55 

1 

13*6 

6*9 

13 

43 


0-3 

10-9 

9-4 

0 

22 

0*3 

20*1 

12*7 

0 

0 

Guinea 

0 

i9« 

15*4 


— 

0 

19*6 

15*4 


■■ 

10 

14-5 

6*7 

26 

.56*5 

10 

16*3 

7*2 

17 

53 


3 

15-2 

7*6 

22r> 

51 

3 

16*9 

11*5 

14 

25 


1 

lfi-8 

6*0 

14 

61 

1 

22*6 

J2-5 

0 

19 


0-3 

17*0 

12*2 

13 

21 

0*3 

23*5 

18*9 

0 

0 


Table VT. Specificity of the inhibition of anaerobic brain glycolysis 
by glutamic acid and related substances 




Q 

Nl 

(> 

• „ 

% Inhibition 

_A. 






r 





MO 

60-80 

1 10 

60-80 


SfM'CiCH 

Addition 

min. 

min. 

mm. 

min. 

Hemarks 

Rat 

0 

16*7 

14*8 




Mean of 2 exp. 


A//1(K> d{ - )glutannc acid 

12*8 

8*8 

23 

41 } 

Guinea-pig 

0 

2M 

17*9 



-- 1 

Mean of 5 exp. 

Jf '1(X> d{ - )glutamic acid 

16*6 

8*5 

21 

53 f 

Guinea-pig 

0 

19*3 

17*7 





M > 1(H) l{ -f )glutainic acid 

10*5 

5*5 

45 

69 



jlf /100 d/-)3-hydmxvglutamic 

13*6 

6*8 

30 

62 



acid 

M/](H) glutamine 

14*8 

8*1 

23 

54 



M/500 glutamine 

18*8 

14*1 

3 

20 


Rabbit 

0 

17*5 

128 







M/lOO d{ - )glutamic acid 

120 

7*1 

31 

45 



M 1(X) glutaniino 

101 

4*8 

42 

62 


Guinea-pig 

0 

18*6 

17*0 


— 


if/100 glutathione (GSSG) 

181 

16*8 

- 

- 


Guinea-pig 

0 

i//l(X) glutathione (GSH) 

14*0 

19*7 

10*1 

11*8 

— 

-1 

-I 

Gas mixture freed 
from Oj over hot 
copper 


proline, dl-serine, — )aspartie acid, /( — )pyn'olidonecarboxylic acid, /(-f )orni- 
thine, I(4')arginine, I( — )hi8tidine, Z( ~ )tryptophan) affected the anaerobic gly- 
colysis of brain slices. In addition a large number of mono-, di- and tri-basic 
organic acids (for some of them see Table XVI) were tested. Except for a slight 
unspecific inhibition in a few cases, no effect was found. The effect of the glutamic 
acid group is therefore quite specific. 

(6) AuymenUxtion of the glvJtamic acid effect on anaerobic glycolysis 

Meyerhof & Lohmann [1926, 1, 2] found that lactic acid in 3//l(X)~Jf/50 
concentration inhibited anaerobic glycolysis of rat brain by about 50%. As in 
the case of glutamic acid they observed a similar effect of the natural and un- 
natural isomerides. Dickens k Greville [1933] who reinvestigated this effect found 
a similar inhibition of anaerobic brain glycolysis only with higher concentrations 
( Jf/lO-jyr/20) ; they also found d{ — )lactate less efficient than Z( -f )lactate. 



2262 


H. WEIL-MALHERBE 


Jfef/100 dZ-lactate did not inhibit the anaerobic glycolysis of guinea-pig brain 
in our experiments ; in an experiment with rat brain however some inhibition was 
observed. Jfcf/100 lactate however always enhanced the inhibition caused by 
glutamic acid. This effect is especially large, when small concentrations of glutamic 
acid are used (Table VII). 


Table VII. Increase of the glutamic acid effect on anaerobic 



brain glycolysis 





Q 

>•» 

u 

% inhibition 



1 10 

60-80 

1-10 

60^ 

Specios 

Addition 

min. 

min. 

min. 

min. 

Remarks 

Guinea-pig 

0 

19-9 

17*5 

— 

— 


Mjm d/-lactato 

18-9 

16*3 

5 

7 


Jfcf/100 + )glutamate 

131 

7*3 

34 

58 


Mjm di-lactate + Mjm 

9*6 

3*7 

52 

79 


l( + Iglutamate 





Rat 

0 

18*3 

10*3 

— 

— 


J//100 d/-lactate 

14*4 

6*2 

21 

40 


MIIOOO i( -f )glutamate 

12*4 

6*6 

32 

36 


M/m di-lactate + M/IOOO 

7*8 

3*1 

57 

70 


l{ + )glutamate 





Guinea-pig 

0 

23*1 

20*0 

__ 

- 1 



M/IQO succinate 

22*0 

19 1 

3 


i Mean of 4 ex 


Jf/lOO i( + )glutamato 

14*8 

7*0 

36 

65 



M/lOO succinate 4- M/lOO 

8*3 

3'5 

64 

82-6 



i( -h )glutamate 





1 

Guinea-pig 

0 

24*2 

21*2 

— 

— 


Jf/1600 i( + )glutamate 

21*6 

14*7 

11 

31 


JIf/KM) succinate 4- Jtf/1600 

19*6 

9*6 

19 

55 


i( 4- )glutamate 







let hr. 

2nd hr. 

1st hr. 2nd hr. 

Guinea-pig 

0 

17 4 

17*1 

— 

— 


M/lOO di-lactate 

19*8 

16*3 

0 

5 


M/m succinate 

16*8 

15*6 

3 

9 


M/m l{ 4- )glutamate 

91 

4*9 

48 

71 


M/m di-lac^tatc 4- Jfcf/IOO 

7*9 

4*2 

55 

75*5 


i( 4- )glutamate 






M/lOO succinate 4* Jf/100 

7*2 

2*6 

59 

85 


i( 4’ Iglutamate 






Another substance which unexpectedly increased the glutamic acid effect 
was found to be succinic acid. Jf/100 succinic acid alone never affected the 
anaerobic glycolysis. In combination with glutamic acid however the residue of 
the anaerobic glycolysis observed in presence of glutamic acid alone was again 
reduced by nearly t50%. The effect can again best be demonstrated with small 
concentrations of glutamic acid (Table VII, Fig. 1). 

Many other substances which were tried in combination with glutamic acid 
did not influence its action. 

(c) Reversibility of the inhibition of anmrobic glycolysis 

The glutamic acid inhibition of anaerobic glycolysis of brain slices can be 
reversed by pyruvic acid (Table VIII, Fig. 2). Variation of the pyruvic acid 
concentration between MjlOO and Jlf/1000 does not change the result. The fall of 
anaerobic glycolysis is not entirely prevented, but only delayed. After some 
time inhibition again prevails. Pyravic acid also relieves the inhibition caused 
by d( — )glutamic acid and by the combination of glutamic -f succinic acids. The 
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action of pyruvic acid ia leas efficient if it is added after the first 20 min. of the 
experiment. 

A similar effect, though to a smaller extent, is displayed by a-ketoglutaric 
acid (Table VIII). e . . 



Min. Min. 

Fig. 1. Fig. 2. 


Fig. 1. Anaerobic glycolysis of guinea-pig brain slices in bioarbonate-glucose-Ringer. I, no 
addition; 11, with A//100 succinate; III, with Af/100 1{ + )ghitamate; IV, with J/, 100 
succinate + Af/100 l{ + )glutatnat<e. 

Fig. 2. Anaerobic glycolysis of rat brain slices in biearbonate-glucosc-Hinger. 1, with MflOO pyru- 
vate; II, with 100 pyruvate Jf/lOO ?( 4 )glutaraate; 111, with Jf/100 /( + )glutamate. 


Species 

Hat 


Guinea-pig 


Guinea-pig 


Guinea-pig 


Guinea-pig 

Guinea-pig 


Table VIII. Reversal of the ghUamlc acid effect on anaerobic 


brain glycolysis 




a 

% Inhibition 


1-10 

6(^) 

KIO 


Addition 

min. 

min. 

min. 

min. 

0 

16-7 

14-9 

— 



i//500 pyi*uvate 

21-7 

17*8 

— 

— 

if /1 00 + Iglutamate 

91 

60 

45*5 

60 

if/100 l{ + jglutamate -j- if/50() pyruvate 

21-6 

15-3 

0 

0 

U 

23*2 

19-4 


— 

if/ 100 pyruvate 
if /lOO I( -f )glutamato 

22-8 

15*3 

20-3 

84 

34-0 

56*7 

if/100 l{ + jglutamate -f- J//10U pyruvate 

220 

13-6 

5 

30 

0 

21-2 

lS-7 

— 



if /1 00 l( + )glutamate + if /lOO succinate 

10-3 

4-9 

51-5 

74 

if /lOO l( + Iglutamate -f- if/ UK) succinate + 

19-6 

13-7 

7-5 

26-6 

MIlOO pyruvate 





0 

20-6 

17-7 

— 

— 

M/m sucoinuto 1 ^ j/yjooo pyruvate 

17*5 

16-7 

19*8 

134 

IM) 

15-2 

15 

19 

4 

24 

34 

14 

0 

16-9 

11-9 

— 

— 

M/lOO d{ - )glutamate 

16-0 

7-8 

5*5 

34*5 

if/100 d{ ~ )glutamate + if/lOO pyruvate 

210 

10-9 

0 

8 

0 

18-7 

170 

— 

— 

if/iOO a-ketoglutarato 

23-2 

210 

— 

— 

if /lOO li -h )glutamato 

14-3 

7 4 

23-5 

r>6-5 

il/lOOa-ketoglutarate + if/100 /{ + )glutamate 

18-2 

114 

3 

33 


Blochem. 1938 xxxn 


144 
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As Mendel et aL [1931] have shown, pyruvic acid also counteracts the inhibi- 
tion of anaerobic glycolysis of tumour tissue caused by glyceraldehyde. The same 
is true for embryonic tissue [Needham & Nowinski, 1937]. In brain however 
pyruvic acid cannot prevent the inhibition of anaerobic glycolysis by glyceralde- 
hydo [Holmes, 1934; Baker, 1938]. 

The increased COg evolution in presence of pyruvic acid is not due to an 
increased decarboxylation of pyruvic acid. The rate of anaerobic disappearance 
of pyruvic acid was determined by the carboxylase method after incubation with 
brain slices in presence and in absence of glucose and of Z( -h )glutamic acid. It 
was found to be independent of these (Table IX). A similar result has recently 


Table IX. Anaerobic disappearance of pyruvic acid after 
incubation with guinea-pig brain slices 


Initial concentration of pyruvic acid; jl//200. Duration of exp.; SK) inin. 


Addition 

0 

0*2 % glucose 

0*2 glucose + M/lOO l( + )ghitamato 


^pyrn\ate 

/ 

Exp. I Exp. 2 

- 3*8 - 3 5 

4*4 - 3 0 

-4*3 -3-2 


been reported by Kritzmann [1938] who found that the disappearance of pyruvic 
acid from minced brain is not increased by the presence of Z( + )glutamic acid. 
From a ^-value = 3-4 for pyruvic acid disappearance an extra COg production of 
1*5-2 can be deduced [cf. Weil-Malherl>e, 1937]. This is too small to account 
for the restoration of the acid production after inhibition by glutamic acid. 


{d) Mechanism of the glutamic acid effect 

(1) Since it is known that brain tissue can convert /(-f )glutamic acid into 
a-ketoglutaric acid by oxidative deamination [Weil-Malherbe, 1936] the described 
effects might have iKJcn due to a liberation of NHg which indeed inhibits the 
anaerobic glycolysis of brain in fairly low concemtrations, as has been shown in 
the first section of this paper. There are however several objections to this 
view: (a) the deamination is an oxidative process and do<‘S not occur anaero- 
bically, at any rate not to any significant extent, (b) During the deamination of 
Z( + )glutamic acid, owing to secondary reactions, the concentration of free NHg 
in the suspension medium does not rise. This has l>een well established for brain 
tissue under aerobic conditions [Krebs, 1935; Weil-Malherbe, 1936]. Table X 

Table X. Anaerobic ammonia formation by guinea-pig brain slices 


Addition (0-2 % glucose in all exp.) 

Ql' 

Ist hr. 

^NHa 

Ut hr. 

0 

17*3 

0*1.5 

Af/100 Z( + )glutamate 

11*4 

0*11 

Jf/100 d( - iglutamato 

11*4 

0*23 

M/lOO pyruvate 

Af/100 -f Iglutamate + M/100 pyruvate 
if/100 d( - )glutamate 4- m/lOO pyruvate 

15*9 

0*18 

15*9 

14*3 

0*21 

0*23 


shows that there is no increase of free NHg in presence of l{ + )- or d{ - )glutamio 
acid under anaerobic conditions either, (c) Jf/1000 Z(-f )^utamic acid some- 
times has a greater inhibitory effect than Jlf/1000 NH4CI (Table XI). 
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Table XI. Comparison of the inhibitions of anaerobic glycolysis of guinea-pig 
brain slices by M.I1000 \{ + )glutamaie and ^jlOOO NH 4 CI 


Addition 

0 

Mj 1000 I( + )glutamate 
MjlOOO NH4OI 


(1st hr.) 

^ A ^ 

Exp. 1 Exp. 2 Kx]). 3 

13*3 ir)-4 16-8 

10*2 9-.5 13*7 

9*3 9-5 100 


In spite of these facts it could be argued that a transitory liberation of a very 
small amount of NH3 inside the cell may suffice to produce the same effects as a 
higher concentration in the surrounding medium. However, though a very 
slight deamination of Z(+)glutamic acid cannot be excluded, this explanation 
cannot account for the effects of d( — )giutamic and j8-hydroxyglutamic acids 
which are, as far as we know, not deaminated by brain tissue. The sample of 
d( — )ghitamic acid used was probably optically pure. It was a gift from Dr Krebs 
and was prepared from the racemic acid by yeast fermentation. Analytical 
figures were published by Krebs [1935J. 

(2) Braunstein & Kritzmann [1937] suggested that the intermolecular transfer 
of amino groups, discovered by them, might, in presences of glutamic acid, lead to 
the formation of alanine instead of lactic acid from glucose and that this process 
might explain the inliibition of lactic acid formation by glutamic acid. This 
reaction would however involve the formation of an equivalent amount of 
a-ketoglutarie acid from glutamic acid, so that the rate of acid formation would 
remain the same and no inhibition would result in manometric expe^riments. It 
is of course* possible that the trapping** of the pynnic acid arising during 
glycolysis deprives the glycolytic enzyme system of its natural hydrogen acceptor 
and that its replacement by the ketoglutaric acid formed from glutamic acid does 
not i*e8tore the original activity. The reversing effect of added pyruvate supports 
such an int(*rpretation. But against it the following facts must be considered: 
(1) there is no increased consumption of pyruvate in presence of glutamic acid, 
at least as far as can l>e concluded from carboxylase estimations, (2) since 
rf( — )glutamic and /5-hydroxyglutamic acids act similarly to /( -f )glutamic 
acid, one must assume that they can I’cplace it in the prot^»ss of amino transfer. 

(3) Z( -f )Glutaraic, d(~)glutamic and (^Z-j3-hydroxyglutamic acids w'ere the 
only substances found by Krebs [1935] to react with the enzyme concerned with 
tlie synthesis and hydrolysis of glutamine, the first as a natural substrate, the 
latter two causing competitive inhibition. Though there is as yet no other evidence 
for it, it is not impossible that the state of this enzyme, whether combined or free, 
has something to do with the control of glycolysis in nervous tissues. This would 
explain w^hy the glutamic acid effect is specific for nervous tissue which is the 
only one of the highly glycolysing tissues where a synthesis of glutamine occurs. 


(e) Action on aerobic glycolysis 

Whereas the substances of the glutamic acid group depix^ss the glycolysis of 
brain tissue under anaerobic conditions, tliey provoke on the other hand an 
appreciable aerobic lactic acid formation. Freshly cut brain slices, suspended in 
bicarbonate-glucose-Binger solution have a fairly high aerobic glycolysis during 
the first 10-20 min. of the experiment (QJ)*=4-6). Normally this aerobic 
glycolysis soon disappears entirely in the further course of the experiment. In 
the presence of the substances of the glutamic acid group (i.e. Z(4-)- and 
<Z( — )glutamio adds, glutamine and dZ-jS-hydroxyglutamie acid) it remains at 

144—2 
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this high level. The respiration is unchanged or even accelerated, especially with 
l{ + )glutamic acid. Reduced glutathione which differs from these substances in 
its action on anaerobic glycolysis has the same effect upon aerobic glycolysis of 
brain slices [see also Baker, 1937]. I confirmed Baker’s finding that the autoxi- 
dation of reduced glutathione becomes quite negligible after a short incubation 
with brain slices. Nevertheless, only the results of the chemical lactic acid 
analysis ai*e reproduced in Table XII. 

Table XII. Effect of glutamic acids on aerobic glycolgsis of 
guinea-pig brain slices 




Addition 

Oo* 
let hr. 

1-10 

min. 

00-80 

min. 

Remarks 

0 " 

- 10*3 

3*7 

10 

Mean of 6 exp. 

Af/100 l{ 4- )glutamate 

-13-7 

5*6 

4*8 

0 

-10 7 

3*8 

1*3 

Mean of 4 exp. 

J//1(K) d{ - )glutamate 

- 9-2 

8*7 

0*3 

0 

- 9-9 

4*5 

1*7 


AT/lOO {-glutamine 

-13-8 

7-3 

6*1 


0 

-10-3 

30 

0-6 


Af/JOO d{-/3-hydroxyglutamat6 

-101 

0*2 

4*1 


0 

JI//100 l{ + )glutamate 
M 1100 d( - )glutaraate 


, A 

Manomctriually Chemically 

0-8 1-9 

4- « 5-5 

5- 2 6-0 

if/100 glutathione (GSH) 

— 


5*3 


The rise of aerobic glycolysis is usually greater with the non-natural than with 
the natural glutamic acid. 

In no other glycolysing tissue was an increase of aerobic glycolysis observed 
in presence of l{ + )glutamic acid (Table XIII). 

Table XIII. Aerobic metabolism of various glycolysing tissues 
with glutamic acid 


With MjlOO 

f( + )glutomate Ck>ntrol 


Species 

Tissue 

Coj 

Co* 

Qoi 


Rat 

Testis 

- 9*9 

31 

- 7*5 

3*8 


Spleen 

-10*4 

2-8 

- 9*3 

2*0 


Intestine (whole wall) 

- 80 

46 

- 7*7 

4*7 


Jensen sarcoma (a) 

-10-5 

23*3 

- 9*7 

20*9 


(b) 

-12-7 

261 

-12*3 

30*8 


Yolk sac 

- 4-4 

1*9 

- 2 f) 

3*9 

Guinea-pig 

Medulla of kidney 

-10-7 

14*2 

-11*3 

13*8 


Pastmr-Meyerhof quotient : respiration, aerobic and anaerobic ^ycolyses of 
brain slices were simultaneously determined in several oases with both l{ + ). and 
d{-)glutamic acids. Owing to the inhibition of the anaerobic glycolysis the 
aerobic glycolysis almost reaches the level of the anaerobic glycolysis. Thus the 

Pasteur-Meyerhof quotient which was l-S-2-0 in the controls 

fell to 0-2-0-8 in preswsnce of glutamic iSid. This is nsurily interpreted as an 
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indication that the Pasteur reaction is inhibited. But it is doubtful whether 
much significance can be attributed to these figures. We do not know whether 
or not the reactions which lead to an inhibition of glycolysis under anaerobic 
conditions also operate under aerobic conditions. Indeed, in the presence of high 
concentrations of or K+, the aerobic glycolysis rises to the level of the 

normal anaerobic glycolysis, while the anaerobic glycolysis is strongly inhibited 
in the same medium. This is obviously a case where aerobic and anaerobic 
conditions cannot he compared and where the p.m.q. becomejs meaningless. The 
same may be true for the effects of glutamic acid. As long as the aerobic glyco- 
lysis does not reach the level of the normal anaerobic glycolysis it is not safe to 
assume a breakdown of the Pasteur mechanism though, as in this case, the 
P.M.Q. may be practically zero. 

III. The effect of maleic acid 
Preliminary notes 

(1) In several experiments solutions of maleic acid were prepared from 
freshly distilled maleic anhydride. The results diSered in no way from those 
obtained with a sample of commercial maleic acid. 

(2) Since the effects observed often change so quickly with time, the usual 
method of calculating average figures for respiration and glycolysis over periods 
of hours does not give an adequate impression of the real phenomena. The 
(2- values were therefore calculated for periods of 20 min. and the figures plotted 
at the midpoint of the corresponding period. Of course only a limited proportion 
of the experiments which were actually done can thus be communicated. 

It will be noticed that often assumes negative values in the control 
experiment after some time. This is probably due to oxidative disappearance of 
acid initially formed. 

(3) Reieniion : Solutions of Af /50 maleic acid in biearbonate-Ringer at pH 7*4 
have a retention of about 9 %. In the early experiments no allowance for this was 
made, since it was believed that the smallness of the retention could not greatly 
influence the results and did not warrant tlie rather complicated extra analyses 
and calculations involvtMi. Later however the retention was allowed for, using a 
new simplified principle developed by Dickens [unpublished]. It appeared that, 
if no allowance for retention were made, the curve of the aerobic glycolysis was 
quite similar to, and only slightly lower than the true glycolysis, corresponding to 
the proportion of the retention. The respiration, too, was hardly affected as long 
as the aerobic glycolysis was low. When the aerobic glycol^^sis was high, however, 
the errors became very serious indeed the respiration appearing too high by 
100~) 60 %. Thus a secondary rise of respiration following the rise of aerobic glyco- 
lysis was revealed as spurious. With Jlf/50 mixtures of glutamic and maleic acids 
or citric and maleic acids which have a retention of 12-14 % the errors amounted 
to several hundred per cent. 

(a) The effect on brain metabolism 

The action of maleic acid as a respiratory poison is well known [Thunberg, 
1920; Grdnvall, 1924; Gozsy & Szent-Gyorgyi, 1934]. I find that the inhibition 
of brain respiration depends (1) on the substrate present, (2) on the medium used : 
it is higher in phosphate than in bicarbonate medium. 

(1) The inhibition in phosphate-Ringer solution is largest with glucose as sub- 
strate and only slightly less with lactate. It is on the other hand comparatively 
small with succinate and pyruvate, though it increases with time (Table XIV). 
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Table XIV. IMbition of brain respiration {gtiin 'd^pig) in phmpJuxte- 
Binger by M/SO maleate in presence of various substrates 


^ !a 2 — ^ % Inhibition 

Without maleate With maleate f ^ 

A ^ , ^ 1st 2nd 3rd 


Substrate added 

1st hr. 

2nd hr. 

3rd hr. 

1st lu'. 

2nd hr. 

3rd hr. 

hr. 

hr. 

hr. 

0-2% glucose 
if /5() lactate 

- 9*8 

-100 

- 10-3 

- 4*3 

-1-2 

-0*8 

56 

88 

92 

- 10*9 

-10*7 

-10*8 

- 0*3 

-1-6 

-0-8 

42 

85 

92 

if /50 pyruvate 
if/50 ketoglutaratc 

- 9-9 

- 9-3 

- 9-3 

- 8-9 

-5*9 

-3-5 

10 

36 

62 

- 9*2 

- 7*9 

- 70 

^ 7-2 

-3-0 

-1-3 

22 

62 

81 

if /50 succinate 

-12*0 

-10*5 

- 8*3 

-11-3 

-6-9 

-4-2 

6 

34 

49 

if/50 fumarate 

- 91 

- 71 

- 4-6 

- 7-5 

-3-3 

-1*5 

18 

*54 

78 



Fig. 3. Respiration and aerobic glycolysis of guinea-pig brain slices. Thick line: with Mj50 maleate. 
Retention allow^ed for. Thin line : control in bicarbonate-glucose-Ringer. a- — l respiration, 
o o aerobic glycolysis. 



Fig. 4. Respiration and aerobic glycolysis of guinea-pig brain slices, (a) control; (6) with if/100 

maleate; (c) with if/50 maleate* Retention allowed for. • • respiration, o-— o aerobic 

glycolysis. 

(2) In bicarbonate-Binger solution with glucose as substrate the following 
observations were made : in presence of MflQO maleate there is a slow and steady 
fall of respiration which at the end of the 3rd hr. reaches almost zero. The 
a^Uc glycolysis does not differ much from the control ; a slow rise is sometimes 
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observed in the 3rd hr. (Pig. 4). If the maleate coneentratiori is increased to 
Jkf/50, the fall of respiration is much less severe. In one experiment (Fig. 4) 
respiration fell to about 40-50% of the control within th(‘ first 20 min. and re- 
mained at this level. In another ex|H'riment (Fig. 3) there was only about 
20-30% inhibition throughout. On the other hand there was a steady rise of 
the aerobic; glycolysis starting after 30-60 min. and reacdiing the level of the; 
normal anac'robic glycolysis towards the emd of the 3rd hr. Values of Q\\ =24 
have been observed (see Fig. 7). It seems that the onset of the strong aerobic 
glycolysis prevents the complete breakdown of respiration in presence of J//50 
maleate. A concentration of Mj 100 maleate is too small to bring about an early 
and sufficiently large rise of aiTobic glycolysis and theiefore the paradoxical 
result is obtained that in this case the respiration is finally inhibited more 
strongly than with Ji//50 maleate. 

In absence of glucose no acid formation occurs, (’hemieal analysis shows that 
the acid formed from glucose is lactic acid (Table XV^). 

Table XV. Lactic acid formation (by chemical estimation) 
in presence of maleate. Gmnea-pig brain 


Addition mean of 3 hr. 

0 lo 

Ji/KM) raaloato 5-3 

M /hK> maleate + ‘ 1 00 glutamate 8*2 

Jl/;100 muleute -i- M, 1(X> gliitothione 9 0 


0 2-7 

j1//50 maleate 7-2 

3//50 maleate 4- 3 / TjO glutamate 7*8 

Af /."lO maleate -f J//o0 ketogluturate 6*8 


Specificity of the maleic acid effect. Though the action of maleic acid is not 
entirely a specific inhibition of the Pasteur reaction, it is of considerable interest 
for several reasons: (1) the inhibition of respiration is comparatively small; 
(2) maleic acid is a simple organic compound closely related to normal meta- 
bolites of the cell. Although there are several di- and tri-basic acids which are 
known to have toxic actions on ecdl metabolism, none of these caused such a 
drastic increase of aerobic glycoly.sis. TJie following acids have been tested: 
malonic, hydroxymalonic, hydroxymaleie, tartaric, racemic, dihydroxytartaric, 
oxalic, itaconic and citraconic acids (all in J/;5() concentration). Oxalic acid, for 
instance, inhibited both respiration and glycolysis. Others, like hydroxymalonic 
acid, had an inhibitory action on brain respiration which was certainly not 
smaller than that of maleic acid. But although there w^as no inhibition of the 
anaerobic glycolysis,^ the aerobic glycolysis was not significantly increased. 
Jlf/50 maleic acid did not inhibit the anac'robic glycolvvsis of brain slices (Table 
XVI). This is in contrast to the ex})eriments of Morgan & Friedmann [1938, 2] 
who, it is true, worked under different conditions since they used a concentration 
of J//12*5 and minced brain suspended in phosphate buffer. 

It may bo mentioned in this connexion that i9,’50 malonate does not affect the respiration of 
brain slices in bicarbonate^glii cose- Ringer solution. In phosphate-glucoac-Riuger there is an 
inhibition of 40-50% (Table XVI). 

^ Jowett & Quastel [1037] found an inhibition of anaerobic brain glycolysis with A//14 
hydroxymalonate. 



Table XVI. Metabolism of guinea-pig brain slices in present of dibasic acids {non-metabolites) 

B = Bicarbonate-glucose-Ringer ; P = phosphate-glucose-Ringer. 
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Influence of metabolites on the maleic acid effect 

Certain substrates seem to increase the toxicity of maleic acid. With MjSi) 
l{ + )glutamic acid there is an almost immediate rise of the aerobic glycolysis to 
the normal anaerobic level followed by a rapid fall. The respiration falls sharply 
from the begirming (Fig. 5a). d( — )Glutamic acid has the same ejffect. With 
M/50 citrate there is a similar fall of respiration. The aerobic glycolysis reaches 
its peak after 90 min. and declines later (Fig. 56). The presence of MjoO pyruvate 
on the other hand not only keeps the respiration intact, but also abolishes the 
effect on aerobic glycolysis to a large extent (Fig. 5 c). 



Fig. 5. Kospiration and aerobic glycolysis of guinea-pig brain slices, (a) M’ith 3f/50 maleate + if; 50 
+ )glwtamate; (b) with maleate -fJf,* 50 citrate; (r) with Jf;50 maleate + Jf/50 pyru- 
vate. Retention allowed for in all ex})erimcnt8. • • respiration, o o aerobic glycolysis. 


In Fig. 6 some of the older experiments are reproduced. Since no allowance 
for retention was then made, only the curves of tlie aerobic glycolysis which is 
only slightly affected by the retention are given. 31/50 ketoglutarate has an 
effect similar to that of citrate. With Jlf/50 furaarate the aerobic glycolysis is 
diminished. 

Although the aerobic glycolysis is hardly increased by Jf/100 maleate 
addition of J//100 glutamate raises it strongly, espindally during the 2nd hr. 
M/lOO reduced glutathione has a very similar effect (see also Table XV). This is 
pailiicularly interesting in view of the reaction of maleic acid with thiol compounds 
discovered by Morgan & Friedmann [1938, 1]. If the effects of maleic acid were 
due to a destruction of the glutathione of the tissue, the addition of an equivalent 
amount of glutathione together with the maleic acid should neutralize the effect. 
What happens is actually the reverse : the effect of maleic acid is accentuated, 
as is the case with glutamic acid. 

Another fact may here be commented upon : the anaerobic glycolysis of brain 
slices is inhibited by a combination of 31/100 glutamic acid +MI100 maleic 
acid to approximately the same extent as by M/lOO glutamic acid alone. Yet 
under aerobic conditions a strong glycolysis occurs which may be double the 
glycolysis occurring in the same medium under anaerobic conditions. As pointed 
out before, the is here meaningless. 

Reversibility: the effect of maleic acid can to some extent be reversed by 
washing (Fig. 7). After 2 hr. incubation with Jf/50 maleate the slices were 
removed from the vessels and rinsed several times with Ringer solution; the 
manometric measurements were then resumed without maleate. In another pair 
of vessels the observation of the metabolism in presence of M/50 maleate was 




20 



Hr. 

Pig. 6. Aerobic glycolysis of guinea-pig brain slices, (a) 1. with Jf/SO maleate; II, with ilf/ftO 
ma1oate + if/50 fumarate. (b) Same exp. 3//50 nialeato +i!//50 a-ketoglutarate. (c) I, with 
if/100 maleate; II, with i//100 l{ + Iglutamato; III, with MjlOO maleate + if /lOO l{ + )gluta- 
mate. {d) Same exp. if/100 maleate + if /lOO GSH. 



Pig. 7. Reveroibility of the maleic acid effect by washing. Guinea-pig brain slices. Downward 
aww: slices removed from if/50 maleate sol. Upward arrow: slices put back in thermostat 
after wariiiim. Continuous line: metabolism in presence of if /50 maleate. The risd'of respira- 
fron m the 2nd hr. is probably spurious, since no allowance for retention was made, 
Rroken Ime: metabolism in bicarbonate-gluooso-Ringer after washinir. • — — • resniiation. 
o o aerobio glycolysis, 
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continued until its final destruction. There was, after the washing, some fall of 
aerobic glycolysis, but not to the normal level, while the respiration recovered 
almost completely. Another experiment gave a similar result. 

(6) The effect on other tissues 

The effect of maleic acid is not restricted to brain, but was also observed in 
other tissues, though to a less marked degree. The inhibition of respiration is 
usually higher in these tissues (Table XVII). A rise of aerobic glycolysis occurred 
for instance in embryo, heart and spleen, also in one experiment with Jensen 
sarcoma, where the respiration was strongly inhibited. Retention was not al- 
lowed for in these experiments, but since the aerobic glycol}'^8is was in most cases 
small or moderate, the errors of respiration values will be small. 

(c) The mechanism of the maleic acid effect 

(1) The slow development of the maleic acid effect might have been due to 
poisoning of the ammonia-binding mechanism” of brain [Weil-Malherbe, 1936] 
which would lead to an increase of the concentration of in the tissue. This 
would also have explained why the effect was so much accelerated by the 
presence of glutamic acid which would have acted as NHg donator. Estimations 
of NH3 however showed that no increase occurred after 3 hr. incubation of brain 
slices with Jlf/50 maleate or with 3f/50 maleate + J//50 glutamate. 

(2) It is of course tempting to seek a connexion between the biological action 
of maleic acid and the recently discovered reaction with thiol groups [Morgan & 
Friedmann, 1938, 1, 2]. Indeed Lehmann & Needham [1938] quote the results 
of Morgan & Friedmann as supporting the theory that the glycolysis of brain 
needs glutathione as cocmzyme. Yet, as has been shown, glutathione does not 
reverse tlie action of maleic acid, but, on the contrary, enhances it. 

Another compound which is known to react with thiol compounds is iodo- 
acetic acid [Dickens, 1933]. But whereas maleic acid acted as a stimulant of 
glycolysis in the experiments descrilwd, iodoacetic acid is a very potent inliibitor 
of glycolysis. Tliis action of iodoacetic acid too could not l)e correlated with the 
destruction of glutathione [Schroeder et ah 1933; cf. also Sm3i:he, 1936]. 
Needham & Lehmann [1937] could not rtn'crse the inhibition of glycolysis of 
embryonic tissue caused by iodoacetic acid b}^ the addition of glutathione. 

IV. Relevance of the obsekved phenomena to the theories 
OF the Pasteur reaction 

Even if the action of a substance on isolated enz^^me 83'stems has been care- 
fully studied, it may be dangerous to apply this knowledge directly to observa- 
tions made on the intact cell, where its action may be quitx' diflFercut. As for 
maleic acid little is known about its action on isolated enzymes and nothing that 
could explain the observed effects. But that they are due to reactions with 
enzymes seems to be a justifiable conclusion in view of the inactivity of other 
sulMitances with similar physical properties and a similar or even greater toxicity. 
This strengthens the case for an enzymic rather than a physico-chemical control 
of the Pasteur reaction. 

Since Z-glyceraldehyde is in all probability not an intermediate of animal 
metabolism [Needham & Lehmann, 1937], I(-f )glutamic, i(-f-)lactic and 
succinic acids are the only naturally occurring substances which have teen 
shown to inhibit anaerobic glycolysis. Their close connexion with the various 
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cycles of carbohydrate oxidation may suggest that the degree of saturation of 
certain dehydrogenases which are parts of these is a factor in the control of the 
Pasteur mechanism. 

SXJMMABY 

1. NH4+ affects the metabolism of brain slices in a way similar to K+, Rb‘‘' 
and Cs+. i^/30 NH4CI causes increase of respiration, increase of aerobic glycolysis 
to the anaerobic level and inhibition of anaerobic glycolysis. Some increase of 
aerobic glycolysis is still seen with concentrations of Jlf/lOOO-Jlf/3000 NH4CI. 
The only other tissue where a similar effect of J//30 NH4CI was observed was 
spleen. In intestinal mucosa the effect was observed once, but the observation 
could not be repeated. 

2. Jif/lOO-Jkf/lOOO i(4')glutamic acid inhibits the anaerobic glycolysis of 
brain slices by 30-70%. d( — )Glutamic acid, Z>glutamine and dZ-jS-hydroxy- 
glutamic acid act similarly. The effect is only observed in brain. 

3. The effect of glutamic acid is increased by the addition of Jf/100 lactate 
or Jf/100 succinate. 

4. The effect of glutamic acid is largely reversed by Jf /100-3f/1000 pyruvate. 

5. The substances of the glutamic acid group which inhibit the anaerobic 
glycolysis of brain increase the aerobic gtycolysis to values of ©iJ* =5-8. This 
effect, too, only occurs in brain. 

6. J[f/60 maleic acid inhibits the respiration of brain sheets in biearbonate- 
glucose-Ringer to a degree varying in different experiments from 10 to 50%. 
Aerobic glycolysis rises slowly and reaches the anaerobic level during the 3rd hr. 
of the experiment. No other simple organic acid has a similar effect. 

7. Jf/50 glutamate and Jf/50 citrate accelerate the effect of maleate; 
3f/50 pyruvate abolishes it to a large extent. 

8. Induced glutathione does not reverse the effect of maleic acid, but like 
glutamic acid enhances it. 

9. The effect of maleic acid can be partly reversed bj’' washing. 

10. In embryo, heart and spleen maleic acid causes a rise of aerobic glycolysis, 
which in some cases reaches the level of the anaerobic glycolysis. 
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In an earlier paper fWeil-Malherbc, 1938] the formation of a reducing sub- 
stance from acetoacetic acid by rat kidney slices was reported. It will be shown 
that this substance is very probably glucose. 

This observation is of interest in view of the still unsettled question of the 
transformation of fat into carbohydrate. BUxcnkrone-Mollcr [1938] found an 
increase of liver glycogen after perfusion of cat liver with Na butyrate, but not 
with j 8 ,-hydroxybutyrate. Haarmann & Schroeder [1938] described the forma- 
tion of reducing substances from j 8 -hydroxybutyric and dihydroxybutyrie acids, 
but no evidence was brought forward by which these substances could be con- 
clusively identified as carbohydrates. How important this identification is will 
be obvious in the light of the fact that, while the i-educing compound formed by 
rat kidney slices from the first substance is glucose, it is mainly a-hydroxyaceto- 
acetic acid or acetol in the second case. 

Benoy & Elliott [1937] showed that a considerable increase of total carbo- 
hydrate is found after the aerobic incubation of rat kidney slices with pyruvate 
and, to a smaller extent, also with lactate, succinate or malate, though no 
synthesis of glycogen occurs in kidney. 


Experimental 


Estimation of reducing power. The reagent of Somogyi [1937] was used 
throughout. An empirical calibration curve for glucose was determined, which 
was almost linear except for very low concentrations, 1 ml. J 1 // 100 1 * indicating 
30/il. glucose. In the case of acetol 1 ml. indicates 112 jul. 

If not stated otherwise, proteins and interfering substances were removed 
by Od(OH)j precipitation [Miller & Van Slyke, 1936]. The reagent used con- 
tained 13'0 g. 3 CdS 04 , SHjO and 63’6 ml. N H 2 SO 4 in 100 ml. 0’8 ml. of this 
solution -fl-l ml. N NaOH were added per 10 ml. 

The results are expressed in the conventional Q-units 


^e.g. Qciucoae 


glucose \ 
mg. dry wt. x hr./ 


I. Formation of a reducing substance 

After aerobic incubation of rat kidney slices with acetoacetic add an 
increased amount of a reducing substance is found in the suspension fluid. The 
magnitude of the effect may be seen from TaUe I where the results are calculated 
on tlm assumption that the reducing substance is i^ucose. 

{ 2278 ) 
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Table I. Formation of reducing substaTice by slices of rat kidney cortex 


Bicarbonate-Baline. Oj + 6 % 00^ . 3 hr. incubation 


Exp. 

Substrate 


1 

0 

on 

' 

Jf/50 acctoacctato 

0-41 

2 

0 

012 


M/50 acetoacetate 

0*34 

3 

0 

0*07 


M/50 acetoacetate 

0-26 

The amount of reducing substance slowly increases with time (Fig. 1). 



Fip, 1. Increase of reflueing substance (cale. as glucose) with time. 

No soluble reducing substances were found after aerobic incubation of 
acetoacetic acid with slices of brain, heart, Jensen rat sarcoma or with testicular 
tissue. 

II. Identification of the reducing substance as glucose 

(1) The reducing substance was found not to be volatile from neutral, acid 
or alkaline solution. The skatole test of Jordan & Prydo [1938] gave a vivid 
purple colour after heating to SO"'’, while it was negative at 40°, thus indicating 
the presence of an aldohexose. 

Each of two vessels contained approx. 200 mg, dry wt. of slices susjwndod in 25 ml. bicarbonate- 
saline. The gas space was filled with 5 in O,. One of the vessels also conUined aceto- 

acetat© as substrate. Afto 3 hr. incubation the tissue was removed and 3 ml. CdS 04 and 4 ml. N 
NaOH were added. The filtrate was neutralize<l and evaporated i « vocmo to dryness. The residue was 
dissolved in 1 ml. water. 10 ml. cone. HCl and 10 mg. recryst. skatole were then added and the 
solutions put in a water bath at for 30 min. No colour dev©lo]wd. After transfer to a water 
bath at 80"* a deep violet colour soon developed in the solution with acetoacetic acid. The colour 
in the control appeared much later and was very much feebler. A pure solution of acetoacetate 
showed no colour at all. 

(2) One of the most characteristic properties of glucose is its fermcntability 
by yeast. Instead of estimating the redaction before and after fermentation, as 
is the usual procedure, the CO, of fermentation was measured manometrically 
thus preventing the possible loss of reducing substances by processes other than 
fennentatiem. The ratio of jul. glucose by reduction : /tl. CO, of fermentation was 
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simultaneoualy determined in the experimental solutions and in a standard 
solution of glucose. The latter was made up with an amount of saline equal to 
that used for the experiment and was sub^quently subjected to an identical 
treatment so that the final salt concentration in the standard and experimental 
solutions was the same. In addition a control solution without glucose con- 
taining an equal salt concentration was prepared. This was found necessary, as 
the blank gas evolution was somewhat increased in the high salt concentration. 
Also the yield of CO 2 of fermentation which was 90-92% in Jlf/30 KH 2 PO 4 
(reduction/fermentation =0*65) was slightly lower and varied from 82 to 90% 
(reduction/fermentation =0*61-0*56) accor^ng to the method of deproteiniza- 
tion and the salt concentration which it entailed. The jdeld was highest after a 
simple kieselguhr filtration though in the experimental solutions the reduction 
value greatly exceeded the value calculated from the fermentation, especially 
in absence of the substrate (Table II). The lowest yield (82%) was obtained 
after a combined tungstic acid-Cd(OH )2 deproteinization, but by this pro- 
cedure most of the non-sugar reducing material appeared to bo eliminated and 
the ratio of reduction/fermentation was almost identical in the experimental 
and standard solutions. This is strong evidence for the identity of the substanc(j 
estimated in both cases. 


Table II. Formation of fermentable reducing mbstance by slices of rat 

kidney cortex 


Exp. 


Method of 

QkMm'Owi 

calc, from 
COg of for- 

Reduction/ 

fermenta- 

Reduction/ 
fermenta- 
tion in 
stiiiidard 
of pure 

Substrate 

deproteinization 

mentation 

tion 

glucose 

1 

0 

Jf/60 acetoacetato 

Kieselguhr 

004 

0*23 

2*18 

0*78 

1 0-56 

2 

0 

ilf/60 acetoacetate 

Cd(OH)g 

0H)8 

0*29 

0-93 

0*68 

1 ()-5» 

3 

0 

NagWOg + 

0-07 

0*62 

1 0-61 


if/60 acetoacetate 

Cd(OH)g 

0*28 

0*61 


Each of two vessek contained 130-160 mg. dry wt. of slicea susponded in 25 ml. bicarbonate- 
saline in an atmosphere of Og + 5 % COg. One of the vessels (vessel I J ) contained M /60 acetoaccvtate. 
Duration of the experiment: 3 hr. 

Deproteinizaticm, Exp. 1: 1 ml, 10% HgPOg (10 vol. syrupy H,P()g in 100 vol. solution) was 
added to vessel I and 1*5 ml, 10% HgPOg to vessel II, After J hr, in a boiling water bath (see 
below) the solutions were brought to pH 5-6 by the addition of 1 ml. and 1-6 ml. N KaOH 
respectively, and filtered aftm* addition of kieselguhr. 

Exp. 2: 3 mi. CdSOg sol. and 4 ml. N NaOH added and centrifuged. 

Exp. 3: 2*5 ml. N HgSOg and 2*6 ml. 10% NogWOg were added and the sol. centrifuged after 
10 min. 2 ml. CdSOg sol. and 4 ml. N NaOH were then added to the supernatant solution it 
was again centrifuged. 

The deproteinized solutions were placed in a boiling water bath for 30 min. to decompose 
excess acetoacetic acid. After cooling they were adjusted to pH 5-6 by the addition of 10% 
HgPOg and evaporated to dryness in vacuo. The dry residue was taken up in 6 ml. water. 2 ml. 
were transferred to the manometer vessel for tim measurement of fermentation, while the 
remamder was used for estimation of reducing power. The side bulb of the manometer vessel 
contained 0*6 ml. of a 10% suspension of well washed D.C.L. baker’s yeast in Jf/30 KHgPOg. 
The gas space was filled with 6% COg in Ng, freed from Og over hot copper. Control vessels con- 
taming salt solutions with and without a known amount of glucose were set up simultaneously. 
The measurement was carried out at 26®, ' 
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(3) Finally glucose was estimated by the method of Butkevid & Gajevskaja 
[1935] based on the colorimetric estimation of the osazone formed from glucose. 
The conditions worked out by these authors were rigorously adliered to, except 
that a glucose standard solution was used for the preparation of the colorimetric 
standard (Table III). 

Table III. Farrmtion of omzone-yielding aubstance by rat kidney slices 

QkIucohc 
esti mated by 

estimated by osazone 

Substrate reduction method 

0 0*12 004 

Jf/50 acetoar^tate 0-30 0*21 

The arrangement of the experiment was as described under (1). After Cd(OH )2 precipitation 
aootoacetic acid was decomposed by boiling and acetone removed by evaporation in vacuo as 
under (2). The residue was taken up in 10 ml. water, of which 3 ml. were used for estimation of 
reducing power and the rest for osazone formation. No hydrazono was formo<i with a pure 
solution of aoetoacetic acid treated in this way. 

The experiments described show that, on incubation of rat kidney slices with 
aoetoacetic acid, a soluble, reducing, fermentable and osazone-yielding substance 
is formed in amounts which are from 3 to 7 times larger than in the control. The 
relative increase is larger with the more specific fermentation and osazone methods 
than with the unspecific reduction method. iSince the skatole test which at 80° is 
specific for aldohexoses was strongly positive, it can be safely assumed that the 
substance in question is indeed glucose. 

III. hverejOLse of total fermentable carbohydrale 

It remained to decide whether the effect observed was due to a sparing action 
of aoetoacetic acid on preformed carbohydrate or to a true synthesis of glucose. 
Analyses of the total fermentable carbohydrate showed a considerable increase 
after incubation with aoetoacetic acid, thus indicating a synthesis (Table IV). 


Table IV. Increase of total fermentable carbohydrate in rat kidney slices 

fil. total fermentable carbohydrate (as glucose) per 100 mg. 
wet wt. 


With if/60 acetoacetate Without substrate 


-A . A. 


£xp. 

T 

Initial 

Final 

Initial 

Final 

1 

9-2 

14-6 

8-5 

8*4 

2 

8-1 

21-8 

9-2 

8-0 

3 

10-0 

23-3 

8-0 

6*5 

4 

8-8 

14-5 

7-4 

15-4 

5 

8-8 

17-6 

6-6 

12*2 


Slioes firom 6 rat kldneya were distributed into 4 tared, stoppered weighing bottles containing 
saline and weighed. They were then transferred to vessels 1-4 (about 500 mg. slices (wet wt.) per 
vemel). 

Veesel ... 1 2 3 4 

Bioarh. saline (ml.) 8 S 8 8 

0-4 if acetoacetate (ml.) 0 0 0*4 0-4 

Addition ofO-6 ml. 10 JVHiS 04 3 hr. 3 hr. 

Qas space: 5% C0« in O,. 

After th e experiment the vessels were put in a boiling water bath for 10 min. The contents 
wete transferred to a mmtar, thoroughly ground and finally poured into a large test tube. 

BkMhMklMSxxzn 
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Vessel and mortar were rinsed 3 times with 1 ml. N HjSOi. The test tube was heated in a boiling 
water bath for 3 hr. After cooling, 2-6 ml. 10% NaOH and 1*3 ml. 10% sodium tungstate were 
added, the volume measured and the solution centrifuged. 1 ml. CdS ()4 sol. and 0-4 ml. 20 % NaOH 
were added to the measured supernatant fluid and it was again centrifuged. The clear solution was 
made up to 10 ml. or, if more than 10 ml., its volume noted. The estimation of reducing power was 
carried out with 5 ml. before, and with 6 ml. after fermentation. For fermentation 5 ml. of a 
10% suspension of well washed baker's yeast were contrifugwl and the solution to be fermented 
was added to the residue. After thorough mixing the tube was left at rot^m temp, for 16 min, 
before it was again centrifuged and the reduction determined in the supernatant solution. 

IV. The nature of the reducing substance formed from dihydroxybutyric acid 

by rat kidney slices 

Previously [Weil-Malherbe, 1938] experiments with rat kidney slices were 
described showing the disappearance of dihydroxybutyric acid and the simul- 
taneous formation of a reducing compound . The latter was assumed to be largely 
acetol, since the intensity of the fluorescence test with o-aminobenzaldehyde 
roughly corresponded to that obtained with a solution containing an amount of 
acetol equivalent to the reduction value of the experimental solution. It was 
however desirable, in view of the results obtained with acetoacetic acid, to adduce 
further evidence and to decide whether glucose was formed besides acetol and if 
so in what quantity. The reducing power was therefore determined in the 
experimental solution before and after evaporation to dryness in vacuo, and the 
soluble fermentable carbohydrate in the non-volatile residue. The same anal 3 rticai 
procedure was carried out with a control (no substrate) and with an experiment 
with acetoacetic acid as substrate. The decrease of reducing power after 
evaporation was calculated as acetol, that after fermentation as glucose. 


Table V, Formation of aceiol and glucose by rat kidney slices 


Exp. 

Substrate 


^kIuoohi' 

1 

0 

0 

0*01 


M/50 dZ-throo-l;2-dihydroxybutyrate 

2*03 

0*12 


M/50 acetoaoetate 

0 

0*23 

2 

0 

0 

0*14 


M/50 d/-threo- 1 :2-dihydroxy butyrate 

2*3 

OU 


M/50 acetoaoetate 

0*07 (?) 

0*31 


Each of three vesaels contained about 80 mg. slices (dry wt.) suspended in 8 ml. bicarbonate- 
saline. There was no substrate in the first, M/50 (2Z>thTeo-l:2-dihydroxy butyrate in the second 
and M/50 acetoaoetate in the third vessel. The gas spac^ was filled with 6 % CO* in 0|. After an 
incubation of 2} hr. the solution was acidified with 0*3 ml. 2 N HCl, the tissue was removed and the 
solution neutralized to litmus with about 0*33 ml. JV NaOH. A little kieselguhr was added and the 
solution was heated in a boiling water bath for 5 min. The clear filtrate was made up to 10 ml. : 
3 ml. were taken for the estimation of reducing power immediately and the remaining 7 ml. were 
evaporated in vacuo to dryness. 2 ml. water were added to the dry residue, again evaporated and 
this process was repeated once more. The residue was taken up in 10 ml. water: 5 ml. were used 
for reduction before, and 5 ml. after fermentation, as described. A large proportion of the volatile 
reducing substance was recovered in the distillate from the solution containing dihydroxybutyric 
acid, whereas the distillates from the other two solutions did not contain any reducing substance. 

It is qtiite dear from Table V that the results frilly confirm the earlier 
observations and conclusions. A considerable quantity of a volatile reducing 
sabstanoe is formed in the experiment with dihydroxybutyric add, but in 
die control or in the acetoaoetate experiment. The small amo u n t of “acetol” 
frrand in 2 in the presence of acetoacetic add is within the experimental 
mm and is therefore insignificant. On the other hand much more soluble 
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fermentable carbohydrate is found in the presence of acetoacetic acid than in 
the other experiments. As far as the formation of glucose from dihydroxybutyric 
acid is eoncerned, there was no increase over the control in Exp. 2. Almost the 
same value as in Exp. 2 was observed in Exp. 1, but here the amount found in 
the control was unusually low and the apparent increase may well have been due 
to a sparing action. 

There is therefore hardly any doubt that the metalx>lism of dihydroxybutyric 
acid and that of acetoacetic acid follow different routes and our earlier conclusion 
that neither dihydroxybutyric nor hydroxyacetoacetic acid is an intermediary in 
the oxidation of acetoacetic acid is confirmed. 


V. The mechanism of the. formation of glucose from acetoacetic acid 

Benoy & Elliott [1937] find that the greatest synthesis of carbohydrate in rat 
kidney is obsc'rvt^d in presence of pyruvic acid, and 
they conclude that pyruvic acid is an intermediary 
in the process of carbohydrate synthesis from other 
substrates, such as lactic, succinic and malic acids 
and alanine, all of which are known to be con- 
vertible into p\TUvic acid. 

The quantities of soluble reducing matter (calcu- 
lated as glucose) found in the susf)ension fluid after 
2 hr. incubation of rat kidney slices in presence 
and in abstmee of /( -f) -alanine, acetoacetic acid 
and pyruvic acid are })re8ented in Fig. 2, showing 
the enormous superiority of pyruvic acid. Though 
the conversion of acetoacetic acid into pyruvic acid 
has not yet b(»en established, such a reaction may 
well occur. It is however extremely improbable that 
a-hydroxyacetoacetic acid is an intermediary in the 
process. 

Should the oxidative conversion of acetoacetic 
into p^TUvic acid l)e confirmed, it would mean another 
example of a cyclic oxidation of py^ruvic acid, 
since pyruvic acid is converted into acetoacetic 
acid in many tissues (cf. Embden & Oppenheimer 
[1912], Annau [1934] and Edson [1935] for liver; 

Annau [1935] for liver, muscle and kidney; Weil- 
Malherbe [1936] for brain; Krebs & Johnson [1937] 
for muscle, heart, liver and kidney). 



Fig. 2. Formation of reducing 
Bubstanre (cal. as glucoao) 
from variouB substrates. 


SUMMABY 

If slices of rat kidney cortex are incubated with acetoacetic acid aerobically, 
an increased quantity of a reducing substance appears in the suspension fluid. 
This substance has been identified as glucose by the colour reaction with skatole, 
by its fermentability by yeast and by the formation of an osazone. An increase 
of the total fermentable carbohydrate indicates a true synthesis of carbohydrate 
from acetoacetic acid. 

It is confirmed that no acetol is formed from acetoacetic acid, whereas the 
reducing substance formed from dihydroxybutyric acid is largely acetoh only a 
minute fraction being glucose. 

It is suggested that pyruvic acid is an intermediary in the S 3 nith 6 ais of glucose 
from acetoacetic acid. 
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CCXCI. THE BIOCHEMISTRY OF 
SILICIC ACID 

VII. DEPRESSION OF THE APPARENT SOLUBILITY 
OF SILICA IN BODY FLUIDS 

By earl JUDSON KING and WADIM ROMAN 
From ihe British PostgraducUe Medical School, London 

(Received 29 October 1938) 

Thb depression of solubility of SiOj through the agency of various metals and 
metallic oxides, notably Fe and Al, was briefly referred to in a former com- 
munication [King & McGeorge, 1938]. It was suggested that the apparent 
decrease in solubility of quartz and amorphous SiOj was due to precipitation of 
the dissolved silicic acid as the insoluble silicate of the metal. The phenomenon 
has now been explored farther, and the effects of various mineral dusts on the 
solution -of SiOj from quartz have been investigated. 

Most of the mineral silicates are much less soluble in blood serum and ascitic 
fluid than are the free forms of SiOj. Kaolin is particularly insoluble. In a 
mixture of kaolin and quartz powder suspended in a liquid it might be expected 
that the amount of SiOj dissolved would be conditioned by the most active 
member of the mixture, and that in the presence of an excess of the mixed powder 
the solubility would approach that of quartz powder taken alone. Naturally 
occurring kaolins, such as those represented in shales, contain variable, some- 
times large, amounts of free SiOj , and yet these natural stone dusts have an 
exceedingly low solubility. The amount of free SiOj represented in a sample of 
stone dust would lead to much more solution of silica if suspended alone in the 
same volume of liquid. This fact was brought out in the previous communication 
where it was shown that a stone dust (shale — used for mine dusting) had a 
solubility of less than 1 mg./lOO mi. although it contained about 40 % free SiOg, 
whereas the 0*8 g. free SiOg present in the 2 g. stone dust taken for 100 ml. 
ascitic fluid would if taken separately dissolve to the extent of 9 mg./lOO ml. 
The figures set out in Table I demonstrate these points more fully. The 
methods used in this in-vestigation — ^preparation and examination of dusts, 
solution experiments, separation of solid from liquid phase, determination of 
dissolved SiOg etc. — ^were those described in the previous communication [King & 
McGeorge, 1938]. The silicate mineralB are much less soluble than quartz in the 
ascitic fluid used,^ and the stone dusts are only slightly soluble despite their free 
SiOg contents which in some cases are laige. The SiOg dissolved from the coal 
and coal-mine dusts is, of course, related to the silicate minerals contained in 
them, and is of the same order as that from the stone dusts. 

The apparent dejMression of the solution of free SiOg contained in the stone 
dusts suggested that the effect might be extended to quartz admixed with the 
stone dust. This proved to be the case as is shown in Table II. The addition of 
increasing amounts of stone dust to 2 g. quartz suspended in 100 ml. asdtic fluid 
led to a progressive decrease in the SiO^ dissolved, from 7 mg. SiOj/100 ml. to 

* This aaoitic fluid was of a more Alkaline reaction (pH 8-0) than that used in the previous 
inveattgatfam, aad the figntea for sedubility of the various dusts are hmeo not identical with those 
reeonM in tite pcevions paper. 
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Table I. Dissolution of silica from mineral dusts 


2 g. duBt 8U8i>ended in 100 ml, ascitic* fluid at 37° 


Mg. SiOj per 

Mineral dusts: 

100 ml. 

1 day 

3 days 

6 days 

Ouartz 

4*4 

6*4 

7*0 

Sericite 

— 

1*7 

1*6 

Chlorite (Mass.) 

— 

1*1 

1*4 

Chlorite (Saxony) 

— 

1*0 

1*2 

Kaolin 

0*1 

0*1 

0*1 

Biotite 

— 

1*0 

1*1 

Stone dusts: 

D. and C., S. 194* <39% fie© SiO,. 10-8% Al) 

0*5 

0*6 

0*6 

C. and W., S. 20* (7% free 8iO„ 13-5% Al) 

0*6 

0*9 

1*6 

P. and P., S. 31* (21 % free SiO„ 91 % Al) 

1*4 

1*5 

1*3 

Somereet Greyst (49% free SlOj, 7-2% Al) 
Pennant Kockf (42% free SiO,, .'>•9% Al) 

2*2 

2*1 

2*0 

.2*4 

2*5 

2*2 

Air- borne coal-mine dusts: 

Am. I). (16% ash) 

1*2 

1*4 

1*4 

Am. E. (39% ash) 

1*5 

1*4 

1*1 

Am. 1. (18% ash) 

1*2 

1*4 

1*8 

Am. J. (26% ash) 

0*8 

1*3 

1*4 

Coal dusts: 

Am. anthracite (3*0 % ash) 

0*9 

1*6 

2*0 

Cy. bottom coal (2*6% ash) 

1*5 

2*1 

2*1 

Ba. soft coal (4*5 %, ash) 

1*7 

1-6 

1*8 

Yn. anthracite (6*3% ash) 

1*5 

1*2 

1*4 


* Sholo dusts used for dusting underground, 
t Coal-measure sandstones, produced by drilling. 


Table IT. Diasolviion of silica from mixtures of quartz and mineral dusts 

mg. 8i0, dissolved by 100 ml. ascitic fluid 




1 day 

3 days 

6 days 

2%* 

Quartz (alone) 

4*4 

5*4 

7*0 

2% 

D. and C. stone dust (alone) 

0*6 

0*6 

0*6 

2% 

Quartz + 1 % stone dust 

3*2 

3*4 

4*6 

2% 

Quartz + 2 % stone dust 

1*8 

1*7 

2*4 

2% 

Quartz + 4 % stone dust 

1*6 

1*4 

1*7 

2% 

Yn. coal dust (alone) 

16 

1*2 

1*4 

2% 

Quartz + 2 % coal dust 

2*9 

2*6 

3*7 

2% 

Quartz + 4 % coal dust 

2*2 

1*8 

2*2 

2% 

Kaolin (alone) 

0*1 

0*1 

0*1 

2% 

Quartz + 2 % kaolin 

2*7 

4*6 

4*5 

2% 

Quartz + 4 % kaolin 

1*8 

2*3 

2*4 

2% 

Quartz + 1% AlgO, 

0*4 

0*3 

0*3 


* The % figures (e.g. 2% quartz) denote the number of g. dust per 100 ml. ascitic fluid. 

1'7 mg. when twice as much stone dust as quartz was present. The phenomenon, 
moreover, seemed to be a general one, as a similar depression was obtained with 
several stone dusts and silicate minerals (Table 111). 

Cioal dust, and the air-bome dusts from coal mines, appear to depress 
SiO, soluMIity in proportion to their silicate mineral content. Pure carbon 
(Kaiilbaum’s “carbo activ”) and charcoal of low ash content have no effect on 
the solution of quartz. The depressions seen jn Table IV would seem, therefore, 
to depend on tiie presence of stone dust in the coal. One of the coid dusts (Cy.) 
differs from the others in that it causes an increase m the amount of SiO| dis- 
served. IMs dust probably differs also from the others in the nature of its 
flilioeoas constituents. 
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Table III. Effect of mineral dusts on the dissolution of quartz 
% reduction in amount of SiOj disaolvcid from 2 g. quartz in 100 ml. of ascitic fluid 



1 day 

3 days 

6 days 

Sericite (2 g.) 

— 

49 

61 

Biutitc (2 g.) 

— . 

79 

81 

(*hlorito (Mitos.) (2 g.) 

' -- 

80 

78 

Chlorite (Saxony) (2 g.) 


81 

81 

Kaolin (1 g.) 

3 

(» 

18 

Kaolin (4 g.) 

59 

62 

64 

A1*03 (1 g.) 

m 

96 

96 

ALA (4g.) 

96 

98 

97 

D. and C. stone dust (1 g.) 

28 

38 

27 

1). and C. stone dust (2 g.) 

58 

69 

66 

C. and W. stone dust (1 g.) 

28 

20 

32 

C. and \V. stone dust (2 g.) 

39 

38 

40 

I*, and P. stone dust (1 g.) 

44 

37 

50 

P. and P. stone dust (2 g.) 

55 

61 

64 

Somerset Greys (1 g.) 

23 

36 

37 

Somerset Greys (2 g.) 

28 

44 

57 

Pennant Hock (1 g.) 

37 

4i 

56 

IVnnant Hock (2 g.) 

42 

44 

65 


Table IV. Effect of coal dust on the dissolution of quartz 
2 g. quartz, 4 g. coal dust per 100 ml. ascitic fluid; reduction in amount of SiOjj dissolved 


Am. I), air-borne dust (16^o 

1 day 

e,' 

o 

23 

3 days 

0 

0 

6 

6 days 

0 

o 

21 

Am. E. air- borne dust (39% ash) 

53 

63 

75 

Am. T. air- borne dust (18^*,', ^‘**h) 

33 

50 

54 

Am. »). air-lKtrne dust (25% ash) 

71 

64 

71 

Am. anthracite (3*9 % asli) 

40 

3t) 

35 

Ba. soft coal (4‘5'',o ^sb) 

54 

55 

62 

Yn. anthracite (6*3 ash) 

51 

69 

69 

bottom coal (2*5 % asli) 

(H) 

(34) 

(5 increase) 


Depression of solubility of SiOg by those dusts may be dependent on adsorp- 
tion of the dissolving silicic acid, on its precipitation as an insoluble silicate, or 
on the coating of the silica particles by some constituent of the depressor. In 
Table V are shown the results of adding silicate and mixed stone dusts to a 
saturated solution of SiOg in ascitic fluid which had been previously filtered free 
of all suspended particles. The depression of the amount of dissolved SiOg by 
the various mineral dusts is here clearly a case of precipitation or of adsorption. 
The SiOg dissolved in the liquid may react with some constituent of the mineral 
dust to form an insoluble precipitate. The coating of the solid particles of SiOg 
by a layer of the “depressor’’, e.g. of Al(OH)3, would account for the depression 
of solubility shown in Table III, but this sort of mechanism cannot furnish a 
satisfactory explanation of the precipitation of dissolved SiOg shown in Table V. 
Further work on the composition of the solid phase of those mixtures should 
reveal an enrichment of the dust in SiOg , and may possibly reveal the nature of 
the change taking place. Most mineral silicates are not of rigidly uniform com- 
position, and it is possible that many of them may be capable of reacting with 
excess free SiOg with a consequent formation of a complex of higher SiOg content 
than the original. 

The precipitation of SiOg from its solution by dusts from coal mines is shown 
in Table V. The results are somewhat irregular. No well-defined relationship is 
seen between the amount of depression of the SiOg in solution and the ash content. 
But the precipitation of dissolved SiOg has nevertheless almost certainly been 
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Table V. PrecipiUUum of dissolved silica by mineral dusts 

Deca'ease of dissolved SiO* in a “saturated solution’* of quartz in ascitic fluid, 9 mg./lOO inl.» 

due to added dust 


dust % decrease in dissolved SiOj 

* 



added per 

100 nd. 

r 

1 day 

3 days 

\ 

6 days 

Sericite 

2 


24 

17 

Biotite 

2 

— 

33 

35 

Chlorite (Mass.) 

2 

— 

76 

75 

Chlorite (Saxony) 

2 

— 

69 

66 

Kaolin 

2 

' 32 

29 

26 


4 

38 

26 

32 

AL,0, 

2 

94 

94 

94 


4 

95 

95 

96 

D. and C. stone dust 

2 

24 

31 

38 


4 

36 

44 

54 

C. and W. stone dust 

2 

40 

53 

— 


4 

46 

50 

— 

P. and P. stone dust 

2 

27 

25 

18 


4 

37 

21 

27 

Somerset Gre^^s 

2 

11 

10 

24 


4 

22 

20 

30 

Pennant Bock 

2 

8 

5 

12 


4 

7 

14 

30 

Am. D. air-borne dust 

2 

6 

1 

0 


4 

9 

4 

4 

Am. E. air-borne dust 

2 

4 

21 

20 


4 

14 

18 

21 

Am. I. air-borne dust 

2 

8 

12 

— 


4 

16 

23 

12 

Am. «T. air-bome dust 

2 

20 



7 


4 

27 

21 

21 


brought about by the minerals contaminating the coal. It is possible that 
adsorption of silicic acid by the carbonaceous particles of coal dust may play a 
part in the retardation of solution of SiOs and in the precipitation of SiO^ 
already existing in solution, but this is unlikely since activated charcoal is with- 
out effect. The carbonaceous constituents of the coal may, however, affect the 
solubility of SiO^ in an indirect manner, through an interaction (o.g. by adsorp- 
tion) with som^ of the constituents of the ascitic fluid. Whether an adsorptive 
effect plays a part in the phenomenon of depression by coal dust of Si02 
salubrity, as well as the possibility of a reaction of the dissolved SiO^ with 
different constituents of the dust will form the subject of further investigation. 

The stone dusts used in this study^ were samples of dust which have long 
been used for the stone-dusting of coal mines in Great Britain with the purpose 
of diminishing the hazard of explosion. Industrial experience during many years 
has led to the belief that stone-dusting in coal mines has not introduc^ or 
increased the silicosis hazard* Indeed the belief has slowly evolved that stone- 

^ The stone dusts were furnished Dr A. G. R. Whitehouse, of the Safety in Mines Research 
lisboratory, who finds them to have a depressing action on the solution of free ISlOy in NaiOO^ 
solution [1988], and with whom the anthors have been fortunate to be in coDaboiation* The 
wtiimr al dusts — seridte, chlorite, biotite and kaolin---were kindly given us Dr A. Bmmtnall, and 
'the hir-bome coal-mine dusts by Prof. H. V. A. Briscoe. 
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dusting actually diminishes the risk of silicosis in mines [cf. Haldane, 1917; 
1931], and that certain mineral silicates may off-set the action of quartz in its 
relation to the disease. Recent experimental work on the effect of mineral dusts 
on the lungs and other tissues of anunals [Gardner, 1938] has appeared to 
indicate that many mineral silicates may modify and even retard the action of 
free Si02. The linking that certain stone dusts modify the silicosis hazard may 
have its explanation in the experimental findings reported here, but at the 
present time it can only be interpreted as an interesting parallel which merits 
further study. 

Summary 

The presence of shale and of some other silicate minerals may markedly 
diminish the amount of SiO^ dissolved from a mixed rock dust in ascitic fluid. 
The amount of Si02 dissolved from quartz is reduced, and Si02 is removed from 
solution in the presence of these silicates. 

The authors are indebted to the Medical Research Council for a grant 
covering the expenses of this investigation. 
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CCXCII. STUDIES IN THE BIOCHEMISTRY 
OF MICRO-ORGANISMS 

LIX. SPINULOSIN (3:6-DIHYDR0XY-4-METH0XY-2;S- 
TOLUQUINONE) A METABOLIC PRODUCT OF A STRAIN 
OF ASPERGILLUS FUMIGATUS FRESENIUS 

By WINSTON KENNAY ANSLOW and HAROLD RAISTRICK 

From the Division of Biochemistry, London School of Hygiene and Tropical 
Medicine, University of London 

{Received 1 November 1938) 

Anslow & Raistbick [1938, 1] reported the isolation, from cultures of a strain 
of Aspergillus fumigaius Fresenius grown on Raulin-Thom medium at 24°, of 
fiimigatin, which they showed to be 3-hydroxy-4-methoxy-2:5-toluquinonp. 
We have now shown that a different strain of A . fumigaius, when grown under 
the same cultural conditions, produces 6-hydroxyfumigatin, i.e. spinulosin 
(3:6>dihydroxy-4<methoxy*2;5-toluquinone). Spinulosin was first reported by 
Birkinshaw A Raistrick [1931] as a metabolic product of PenieiUium spinvlosum 
Thom and its constitution was settled by synthesis by Anslow A Raistrick 
[1938, 2]. 

The formation of spinulosin by A. fumigaius and P. spinvlosum adds one 
more to the small but growing number of examples of species of moulds in 
different genera which give rise to the same metabolic product. The formation 
of fumigatin by one strain and of spinulosin by a different strain of the same 
species of mould is of interest mycologically since, if, as we believe, fumigatin 
and spinulosin function as oxidation-reduction systems in the vital proeesses of 
the moulds which produce them, then their formation points to quite different 
“oxidation levels’’ in two authentic strains of the same species of mould. It is 
of interest to note in this connexion that Anslow A Raistrick [1938, 1] found 
that only one of six strains of A. fumigaius examined gave fumigatin and none 
produced spinulosin. 

Expebimbntal 

Culture 

The culture used was, morphologically, undoubtedly a strain of Aspergillus 
fumigattts Fresenius. It was isolated by Mr Q. Smith in October 1936 from dried 
Kentish hops, and bears the L.S.H.TJ!d. Catalogue number A 49. Thom A 
CSiurdh [1926], in their diagnosis of A. fumigaius, give “Colonies on Czapek’s 
solution agar in some strains strictly velvety, in others with varying amniin te of 
tufted amal mycelium up to felted floccose forms.” It is interesting to note that 
colonms of A. fumigaius A 49 are almost strictly velvety, spiffing readily, whilst 
A. fumigahis A 46, the strain rnted by Anslow A Raistrick [1938, 1], for the 
, production of fumigatin, gives colonies whicli are densely floccose, sporing very 
13ie two strains thus rejnesent almost the extrmne morjliologioid range 
wpeaea. 


( 2288 ) 
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Cultural conditions 

The culture medium used was a Raulin-Thom solution of the following com- 
position: glucose, 75 g.; tartaric acid, 4-0 g.; ammonium tartrate, 4*0 g.; 
(NHJaHPO^, 0*6 g.; KgCOj, 0-6 g.; MgCOg, 0*4 g.; 0-25 g.; ZnSO^, 

7!^0, 0*07 g. ; FeS04, 7H20, 0*07 g. ; distilled water to 1500 ml. This medium was 
distributed in 350 ml. amounts in each of 1(X) 11. conical flasks, sterilized, sown 
with a spore suspension of A. fumigalus^ A. 49, and incubated in the dark at 24°. 

At the end of the incubation period (25-26 days) the flasks were uniform in 
appearance, having a crumpled grey mycelium with dark green sporing patches 
and a grey reverse. The metabolism solution, which was dark purple-red in 
colour, contained only 0*04 % of residual glucose (by polarimeter) and its pH 
was 5*86. The purple colour was discharged on acidifleation and became yellow. 
The solution rapidly reduced permanganate and gave a brown colour with ferric 
chloride. 50 ml. liberated iodine, from acidified KI solution, equivalent to 
4*87 ml. Njm NajjSgO^. 

Isolation and purification of spinulosin 

The filtered metabolism solution from 90 flasks was acidified by the addition 
of cone. HCl (20 ml./l.) and was then extractt^l twice, in 2 1. lots, with an equal 
volume of ether, the ether used for the second extraction of one lot of metabolism 
solution being used again for the first extraction of another lot. The ethereal 
extracts were washed with a little water, dried over anh^^drous MgS04 and 
evaporated to about 1 1. This ethereal solution was now extracted 4 times with 
a total volume of 200 ml. of a buffer solution (pH 7*0) made by mixing 50 ml. 
Jf KH2PO4 with 29*6 ml. NaOH and diluting with water "to 100 ml. The 
extracted ethereal solution was redried and evaporated to dryness, giving 1*7 g. 
of a gummy residue. No evidence of the presence in this fraction of dihydro- 
spinulosin could be obtained, and nothing crystalline could be isolated except 
0*15 g. of an unidentified yellow solid, m.p. 185-190°. The combint^ buffer 
solution extracts, which were deep purple in colour, were acidified with cone. 
HCl and extracted with ether : the ethereal extract was dried and evaporated, 
giving 2*3 g. of a crystalline, slightly sticky, purple-black residue of crude 
spinulosin. This was purified by crystallization from toluene, followed by 
sublimation in a high vacuum and ^ally by recrystallization from toluene. 
The final product (0*93 g.) was obtained as lustrous purple-black plates and was 
identified as spinulosin by its m.p. 200°, alone or in admixture with an authentic 
specimen, by its colour reactions (a deep pure blue with cold cone. H2SO4, a 
bluish-purple with 2N NaOH, and a very dark rich brown with FeClg in alcohol), 
and by analysis. (Found (Weiler): C, 52*32, 52*39; H, 4*34, 4*40; O.CH3, 16*9, 
16*85%- Calc, for CgHgOg: C, 52*17; H, 4*38; 1 O.CH.,, 16*9%.) 

Summary 

Spinulosin (3:6-dihydroxy-4-methoxy-2:5-toluquinone), previously reported 
as a metabolic product of Penicillium spinulosum Thom, has now been isolated 
from cultures of a strain of Aspergillus fumigatus Fresenius. This finding contrasts 
with the fact that a different strain of A. fumigatus gives fiimigatin (3-hydroxy-4- 
m6thoxy-2:5-toluquinone) . 
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CCXCIII. THE DISSOCIATING POWER OF SALTS 

OF FATTY ACIDS 

PRELIMINARY PAPER 

By RUDOLPH ALBERT PETERS 
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From the Department of -Biodiemistry, Oaford 
{Received 19 October 1938) 

This work had its origin in the observation that the dissociative change in 
colour induced in lobster shell by alcohol was partly reversible. This was made 
shortly before the appearance of the preliminary paper of Stem A Salomon 
[1937], who have drawn attention to the reversible colour change occurring 
upon mild heating of the chromoprotein, ovoverdin, from lobster e^, and 
have explored part of this interesting field [1938]. Denaturation of ovoverdin, 
as ordinarily seen, involves the two processes (o) of dissociation of the 
astacin ester from the associated protein, giving the colour change green to red, 
and (6) of denaturation (with coagulation) of the protein itself. We deal here 
only with the dissociation, making the assumption that the colour change 
represents a change in the state of combination of the carotenoid with the 
protein. We found that this dissociation can be quickly induced at neutral 
reaction by traces of the Na salts of oleic and of other fatty acids, and further that 
these acids, when added to a respiring brain brei, inhibit respiration. It is 
suggested here that the two sets of observations are related, and that this inhi* 
bition is caused by an adsorptive dissociation of the prosthetic groups of certain 
enzymes from the apoenzymes. 

Few investigations have been found of the general problem of the action 
of soaps upon enzymes. Velluz [1927] stated that fatty acids inhibit the action of 
peprin, the effect increasing from to c«; unsaturated fatty acids were more 
potent Hiui the saturated ones, though with urease the latter were more active. 
Related to the question also seems to be the finding of Quastel [1932] that 
unsaturated glycerides increase the toxicity of the triphenylmethane series of 
dyes towards urease, though this action was rather specific.^ 

There is an evident relation also to the film penetration observationB of 
Schuhnan 8c Rideal [1937] and Schulman [1937], though the nature of this 
relation is not yet detoed. 

EXFHBIMliNTAL 

Ovoverdin. Ihis was extracted from lobster eggs [Stem 8c Salomon, 1937] by 
grinding with sand and water and treatment of the fluid portion with an equal 
volume of saturated ammimium sulphate. After filiation, the ovoverdin was 
precipitated from the filtrate by more complete saturation with ammonium 
^ Upon oomplelikm of work, then aj^nd a note in whuh Cook ft Krdw [1938] state 
that &tty adds in a concentration of O'S og./inL stimnlate the resiniation of yeast, and at 1 mg./niL 
stftnnlate ddn respiration aligh%. Higher concentrations wen inhibitoiy. Sooh anunuiits oanse 
ttaasiTe depression in the pyravate eystm hem stndied; a spedal hrOnet test showed that nottw 
0*1 Uw. nor 0-05 mg. Na dccoate had anv stimnlatiny effect with brain aangli th—Ue 
hslew tile oraoenfrotion whidi has an inhibitoiy’ actim, vis. 0'2 ing./8 ml. 

{2m) 
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sulphate, the precipitate collected upon a fluted filter paper, under cool conditions, 
and dissolved in 1 % NaCl. Traces of ammonium sulphate were removed by 
dialysis against 1 % NaCl. It was found to be important to keep the chromo- 
protein moist at all stages with dilute salt solution; drying or approximation to 
sedt-free solutions rapidly causes the dissociative change from green to red. It is 
interesting in view, of what follows that in its relation to salts and drying the 
chromoprotein follows closely in stability the pyruvate oxidase system in brain 
tissue, though there is a difference in sensitivity to freezing. This does not 
appear to affect ovoverdin, whereas it quickly destroys pyruvate oxidase. 

Na salts of fatty acids. With the exception of the Na palmitate and oleate, 
which were of doubtful purity, the remaining soaps were obtained from com- 
mercial sources, but were subjected to several recrystallizations. The Ciq, and 
Ci 4 acids were prepared from acids previously purified to the correct m.p. Some 
difficulty is expc^rienced in obtaining solutions of the less soluble salts at the 
reaction required for test, approximately pH 7-4. It will be realized from the 
study of the pH relations at interfaces of the fatty acids [Peters, 1931 ; Wakelin, 
1938] that at this reaction dodecoic acid tends to be present mainly as the acid 
and to leave an aqueous phase ; decoate on the other hand shows a more marked 
water-solubility. Hence the use of a soap at this reaction must in reality mean 
the use of a mixture of salt and acid, and the really important point is to add it 
ill a sufficiently soluble form to ensure that the mixture reaches the enz 3 mie 
studied. In practice with dodecoate, tetradecoate and palmitate after solution 
in the appropriate amount of water, the whole was warmed, traces of phenol 
red added, and then HCl to give the desired pH. Where solution was possible 
only at 38®, the soap solution was kept in the warm bath until addition, together 
with a control containing water only. The soap and the water control were then 
added in similar volumes as a final addition to the Barcroft bottles. The liighest 
concentrations used were Na octoate 0*1 ilf, Na decoate 0-045 Jf, Na dodecoate 

0- 047 M and Na tetradecoate 0-00206 Jf . 

In other respects the respiration experiments with pigeon’s brain tissue 
followed the usual teclmique of the laboratory; it will be recalled that the 
Ringer-phosphate medium (pH 7-3) does not contain Ca. The experimental 
volumes were 3-0 ml. in the Barcroft bottles; 1-504 x 10 Jf Na decoate = 1 mg. 
in 3-0 ml. In most experiments the figures quoted are the mean of duplicate 
estimations. The vitamin added was enough to produce maximum effects, 

1- 0-2-0 pg. ; Na pyruvate, 6 mg. was added to each bottle. 


Effect of Na salts upon ovoverdin 

The minimum amount of Na salt necessary to cause dissociation was found 
by adding it in solution to 1-0 ml. of a suitable dilution of ovoverdin in 1 % 
NaCl or in phosphate buffer (pH 6-7), until the green colour had disappeared. 
Table 1 shows the results with buffer present: in absence of the latter, the results 
were 20% higher but in the same sense. 


Table I, Amounts of Na salts of fatty acids required to cause dissocialion 
of dilute ovoverdin solutions. Temp, 16-20° 

X 10-» M 


Na octoate 
Na decoate 
Na dodecoate 
Na tetradecoate 
Na palmitate 
Na deste 


>12*8 

4-17 

llOG 

<1-2 

1-09 
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The optimum concentration ia reached witii C^; the difference between this 
and Cx4 is not significant. The figure for palmitate is unreliable owing to the low 
solubility. Since the change from water-solubility to lipoid-solubility takes place 
with a length of C chain of about 10, it seems to be clear that the effect is cor- 
related with adsorption at the surface of an internal phase, and is explained if 
the acid displaces the astaoin ester from its combination. 

ReveraibiUty. We may ask whether the acid interferes by combining irrever- 
sibly, or whether the effect is a loose displacement. It was not found possible to 
extract the fatty acid by any means which would leave the protein undenatured ; 
but a simple addition of GaCl^ to 0*02-0*04 M readily causes precipitation of 
such fatty acids under these conditions, and in the absence of phosphate will 
reverse the colour change to green. This is quite consistent with the idea that we 
are dealing with a reversible adsorptive phenomenon. 

Effects upon some oxidation enzyme systems 

The above observations are of interest in themselves, but they gain in 
importance by the finding that a similar action takes place upon a brain brei. 
The question has not been thoroughly explored; only with p3rruvate and 
succinate as substrates has it been investigated, and with the latter not in detail. 
The interesting point is that with pyruvate there is inhibition increasing from 
the Cg acid to the Oja, as with the dissociation of the lobster pigment. Pig. 1 
illustrates the action of sodium decoate. In Table II the results for pyruvate 
are collected imder the headings of the acid to which they refer. Where the 
actions of more than one acid were compared upon the same brain this may be 
seen from the no. of the exp. (column 6, Table II). In general the results for 
different exps. seemed to be sufficiently similar to make this the best method of 
examination. In the summary (Table II), the essential point is madc^ that the 
inhibitory action increases from Cg to after this the results for tetradecoate 
are of the same order, but are slightly complicated by solubility. Palmitate seems 
to be less active but the result is again rather uncertain, and the figure for con- 
centration can only be regarded as a maximum one. With decoate and dodecoate 
amoimts of 0*2-0*3 mg. produce definite effects. It is suggested in explanation 
that the acids displace an essential component of the oxidase system, as with 
the model ovoverdin. The experiments have been done throughout upon the 
avitaminous brain in order to obtain possible extra information ; they are not 
complicated by the possibility that time was not allowed for combination of 
vitamin, because at least 5 min. were allowed after addition of vitamin and before 
adding the fatty acid. In memy cases the inhibition for vitamin is greater than 
that for pyruvate alone; but t^ is probably not significant, because the figure 
for respiration without added vitamin has a relatively larger contribution from 
the re^ual respiration, which appears to be less inhibited. 

In support of the idea that some coenzyme may be displaced from combina- 
tion by the acid, we have found that with 4*61 x 10*“* M decoate the COg 
evolution from pyruvate by washed yeast (acetone-treated) with added oo- 
carboxylase is reduced by 35% both alone and in the presence of 10 pg. 
vitamin this experiment was carried out as described by Ochoa & Peters 
[1938]. 

The oxidase system for succinate in brain is more stable than that for 
pyruvate; the former survives freezing and extraction with distilled water, 
j^mfiariy it is not much affected by fatty acid ; a complete experiment upon this 
Is given in exp. 12 with dodecoate; similar results have been obtained with decoate. 




Fig. 1. The efTect of small amounts (»f Na decoate upon the Oj uptake of avitaminous pigeon brain 
in Ringer-phosphato pyruvate medium. Upjjor curves: V-with and 0= without vitamin. 
Middle curve (capr.^), addition of 0*2 mg. deroaie. Lower curves (capr.2), 0*7 mg, decoato. 


Table IJ. Inhibiting effect- of Na mils of fatty acids tipon rate, of the O2 uptake of 
pigeon's brain tissue (in prejtence and absence of vitamin Bj) with pyruvate, 
expressed as a decrease in ixl.jg.jhr, and as a decrease. 


So vitamin Vitamin 



(‘one. 

r"* 

„ , 

^ A_ 

^ 



JI X 10-3 


0 

pl. 

0 

0 

Exp. 

Uctoate 

160 

-906 

64*5 

-1576 

71*6 

5 


4-8 

- 266 

18*0 

- 851 

38*8 

5 


1*9 

4. 39 

Kil 

- 357 

18*4 

6 


1*6 

+ 43 

Nil 

- 265 

12*0 

5 

Decoate 

5*27 

-848 

88*7 

-1586 

94*1 

1 



-832 

92*6 

-1375 

94*1 

2 


4*51 

-646 

82*5 

-1314 

89*5 

3 


1*5 

-620 

40*6 

-1182 

55*4 

6 



-485 

48*5 

-1007 

59*0 

7 


105 

-282 

14*6 

- 621 

42*5 

2 


0*31 

- 3 

Na 

- 210 

14*4 

2 



- 32 

4*0 

- 207 

14*0 

3 

Dodecoate 

4-94 

-753 

83*9 

-1262 

82*9 

2 


1-60 

-774 

77*4 

-1341 

78*6 

7 


0-99 

-325 

38*5 

- 674 

43*6 

8 


0*424 

-100 

11*9 

- 312 

20*2 

8 

Tetradecoate 

0*67 

-211 

31*2 

- 516 

33*6 

10 


013 

- 67 

8*5 

- 315 

20*4 

10 


0-33 

- 28 

3*5 

- 175 

13*3 

11 


0-065 

-115 

15*0 

- 160 

12*1 

11 

Palmitate 

0-6 

- 79 

10*6 

- 226 

15*8 

9 


0-12 

+ 18 

Na 

- 102 

7*2 

9 

Oleate 

1-97 

-678 

60*5 

-1217 

72*2 

1 


0-77 

-523 

^64*7 

- 917 

54*4 

1 


The periods of reepiratiQn after start of the exp. upon which the above figures are based are 
as follows: 30-00 min., expe. 6, 7; 30-90 min., exps. 1, 2, 3, 6, 9; 30-120 min., exps. 8, 10, 11. 


Acid 



Gone. 

ifxlO^ 

1-65 

1-6 

1-6 


Decrease % 

- A ^ 

0 V 


77*4 

78*6 

48*5 

59*0 

Na 

12*0 


Summary 
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Sxp. 12. Avitominous brain naed so oa to diminate pjrruTate oxidation to aomo extent in the 
reaidnal oxidation. The dguree quoted are for the period of reeinration lS-90 min. NaDssNa 
dodeooate. 


Substances present 

Rate of reaps 
Ml./g*/hr. 

Difference 

No addition 

968 


Succinate 

2566 

1698 

0-705 X 10-» M NaD 

470 


Same + Succ. 

1922 

1452 

1-41 xlO-* if NaD 

323 


Same + Succ. 

1662 

1339 


Na Buccinate 0‘082 M. Note that 1-66 x 10-* Ji( roduoes respiration with pyruvate 77 % and 
0‘90, 38%. The decrease in the residual oxidation was here 52 and 66% respectively. 

As would be expected from this, the succinic dehydrogenase from liver 
(pigeon) showed no reduction in activity upon adding Na dodeooate (3'4 x 10“* JIf). 
On the other hand exp. 13 shows that the system which causes dehydrogenation 
of pyruvate in brain is much affected. 

Sxp. 13. InhiUtiou of dehydrogenase action by Na dodecoate. The tissue from two normal pgeon 
brains was thoroughly mashed and extracted 6 times with 7 ml. 1 % KCl and 4 times with 7 ml. 
Bingw phosphate^ pH 7‘4. Care was taken to grind the whole thoroughly with a glass rod and to 
keq> ice cold throughout but not frozen. Xhuuberg tubes were set up containing 60 mg. tissue, 
0*2 mL methylene blue (1:6000), 3 mg. Na pyruvate and 1*0 ml. Ringer-phosphate. The Na 
pyruvate was placed in the stopper and added after evacuation just before placing in the bath at 
38*. One tube contained in addition 1 mg. Na dodeooate. Figures are quoted for one out of four 
similar experiments. Time for 

decoloration 

Control 30 min. 

^ Na pyruvate 9 min. 

‘ Na pyruvate with Na dodecoate > 160 min. 

life results for the pyruvate dehydrogenase of pigeon’s brain confirm those 
^ of iipmann [1937]. It will be seen that the dodecoate has inhibited not only the 
pyruvate effect but also tiie residual reduction. 

It'^mi^t be thought that some of the phenomena described above were 
merdy the result of the well-known cytolysing action of soaps, and consequent 
desbraciwn of enzjrme action intimately bound up with cell structure. This 
dewdy could not apply to the ovoverdin, nor to the acetone-treated yeast; in 
the case of the pyruvate oxidase qrstem, l^xon A Meyer [1936] have shown that 
many brain ceUs are destroyed in fcnming a brei ; in confirmation and extension 
of this Dr Gwleton has fotmd that, in our brain brei, the cytoplasmic outlines of 
the cells are destroyed (unpublished). Hence the evidence is that here too the 
effect is on the enzyme 83 mtem itself rather than the cell. 

Discussion 

Hiere seems to be no doubt as to the praotscal importance of these observa- 
Hoitt. Where there is a possibility that &tty adds may pre-exist or be fwmed by 
lipase Mtion os otbwwise during the course of eiperimmital procedure, it seems 
certain that they will influence adversely experimental results with isdi^ 
syshnns. In p^ouku: it is likdy that they oonstatute some of the difference 
hetwiaen the tissue brei and the slice. Ihe insdlttlHlitjr 5*5-4*0 of ^ 
iUlifldtor of Israin glycolyds described by Ckiger [1988] suggests an dSbot of this 
Again, tiik may be part of the reason why Qaastel A Wheatiey [19831, 
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and Jowett & Quastel [1935] found oxidation of fatty acids by slices of liver, but 
none with brei. If there is substance in the idea that the behaviour of ovoverdin 
serves as a model for the more loosely associated groups of enz3nnes, a new 
experimental tool is indicated. It has b^n pointed out previously [Peters, 1931] 
that the fact that fatty acids of the water-insoluble type ionize over the physio- 
logical range of jpH is of biological significance. Here we find that part of the 
colloidal phase of a chromoprotein in solution is affected by the same type of 
acid. This shows that such interfaces exist in practice in such solutions. Further 
it is clear that the cell possesses yet another simple method of controlling its 
activities. 

Summary 

Small amounts of the Na salts of saturated fatty acids (Cioi 0^2 , cause 

dissociation of the astacin ester from the protein compound in ovoverdin ; this 
change can be reversed by Ca salts. 

Similarly these? soaps exert a markedly inhibitory action upon the pyruvate 
oxidase system; the effect upon the succinoxidase system is much less. 

It is suggested that these phenomena are related. 

We are indebted to the Medical Research Council and to the Rockefeller 
Foundation for financial assistance. 
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By EDWARD JAMES MORGAN and ERNST FRIEDMANN 
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{Received SI October 1938) 

Wb have reported previously [Morgan & Friedmann, 1938, 1] that thiol com- 
pounds react with maleic acid giving stable condensation products of the 
general formula HOOC.CH 2 .CH(COOH).SjB. Of the three substances investi- 
gated, thiolacetic acid, l-cysteine and glutathione, only thiolacetic acid gave an 
easily crystallizable reaction product. We have now succeeded in crystallizing 
the product obtained by the interaction of 1-cysteine with maleic acid. 

Tlie new substance which we call S-eysteinosuccinic acid separates from 
methanol in hedgehog crystals, m.p. 134-136° after softening at 102° and from 
glacial acetic acid in needles, softening at 125° and melting at 134-135°. The 
analytical figures of both products were in agreement with the formula C^HjxOgNS, 
butthe optical rotations were different. The substance from methanol was laevo- 
rotatory in aqueous solution whilst that from glacial acetic acid was optically 
inactive. It was found in fact that hot glacial acetic acid induced partial or 
complete racemization; thus the optical rotation of the laevorotatorj' substance 
from methanol ([a]/;s — 29*8°), after one recrystallization from glacial acetic 
acid decreases considerably ([a]i)= —6*1°) and becomes zero after a second re- 
crystallization from the same solvent. Simultaneously the form of the crystals 
changes from rosettes to grid needles. 

The addition of 1-cysteine to maleic acid involves the formation of a second 
asymmetric centre (*•) : 

HOOC . CH, . CH . (COOH) . S . CH* . CH(NH,) . COOH, 

so that two optically active condensation products can result. So far we have no 
e]q>eilmental evidence for the actual formation of a second optically active 
compound. The laevorotatory substance described in this paper is certainly the 
main, if not the only, reaction product. It can be isolated in a yield of 88*76% 
from the amorphous product resulting (93*5% yield) from the interaction of 
1-C3rsteine with maleic acid [Morgan & Friedmann, 1938, 1]. 

The directing influence of the first asymmetric carbon atom (*) on the 
configuration of the newly formed second asymmetric carbon atom (**) is in 
agreement with well known stereochemical observations. The aKstual configura- 
tion of this second asymmetric carbon atom (**) however must at present remain 
open. 

The m^ric acid reaction has been applied by us [Morgan & Friedmann, 
1938, 2] to the study of enzyme reactions induced by SH-compounds. In the 
disonssion of these results we pointed out that the conclusions based on the 
inhibition of an enzyme reeKjtion by maleic acid must be ohedbed by a direct 
method. We suggested Hopkins’s SS, SH reaction [Hopkins, 1921] as suitable 
for this purpose [Hopkins A Morgan, 1938]. Recently v. Eiuler A Hellstrdm 
[1938] have nus^ objections* against the validity^ of conriusioBB based on 
Hojddns’s reaction. We tried to supply the missing direct i4u> wii<M.l evidence 
Pn an assumed interaction of maleio add wi& SH-groups of enzymef or 
eoemymes. As SH occurs naturally, so frtr as we know at present, only as free 
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or combined cysteine, iS-cysteinosucoinic acid should be formed by hydrolysis 
of enzymes or ooenz3m[ies after their reaction with maleic acid. This view has 
been shown to be correct for iS-glutathionosuccinic acid. Hydrolysis of this 
compound gave <S-cysteinosuccinic acid. The product was partially racemized. 

EXFEBJDMENTAn 

CryataUizaiion of S-cyateinosMCcinic acid from methanol 

(1) 0*4 g. amorphous condensation product of ?-cysteine and maleic acid 
[Morgan & Friedmann, 1938, 1] was dissolved in hot methanol. On cooling the 
solution slowly deposited white crystals. After removal of the supernatant fluid 
the crystals are washed with methanol and dried in vacuo at 45"^ over PgOg. 
(Found: C, 35*1 ; H, 4-6; N, 5-6; S, 13-1 %. C^HijOeNS requires C, 35-5; H, 4-6; 
N, 5-9; S, 13-5%.) (a]r-29-75°, -29-84" (0=2-236 in water). 

(2) 0-4 g. amorphous iS-cysteinosuccinic acid was dissolved in approximately 
30 ml. of hot methanol. Next day the solution was slowly taken down to 4 ml. 
under slightly reduced pressure. 0*347 g. of white hedgehog crystals separated 
which were washed with methanol. Yield 86*75%. [a]y/~27*58" (c=2*357 in 
water). 

A’-Cysteinosuccinic acid commences to shrink and soften at 102" and melts 
at 134-135" (deciomp.). It is hygroscopic and the m.p. had to be taken after 
drying the substance in the melting tubes for several days in vacuuo over PgOg. 
The substance is easily soluble in cold water, slightly soluble in cold, better in 
hot methanol. In hot glacial acetic acid it dissolves slowly and sparingly, 
apparently with decomposition which turns the solution yellow. It is not 
soluble in the other usual organic solvents. 

Effect of glacial acetic acid on cryatalliney laevoroiatory S-cyateinoauccinic acid 

(1) 0-1 g. crystalline 48-cysteinosuccinic acid (ra]/>= —29*8") was dissolved in 
boiling glacial acetic acid. On cooling 0*0745 g. of crystals deposited quickly 
as a mixture of forms mostly needles with some rosettes [a]/] —5*12° (c=2*246j|^ 
in water). 

Another sample prepared in the same way was analysed after drying in 
vacuo over PjOg and KOH at 40". (Found: C, 35*9: H, 4*8; N, 5*7; S, 12*8%. 
C^HiiOeNS requires C, 35*5; H, 4*6; N, 5*9; S 13*5%.) 

(2) 0*1 g. substance (fa]D= — 29*8") was dissolved in boiling glacial acetic 
acid and allowed to crystallize overnight. The crystals were redissolvod in the 
mother liquor by boiling. On cooling and standing overnight 0*0430 g. needles of 
uniform appearance were obtained. The mother liquor was deep yellow and gave 
on concentration a gummy residue. m:,p. of the needles was 134-135" (decomp.) 
after softening at 125". [a]/; in water was zero. 

The substance used for polarimetry was recovered and analysed after drying 
as above. (Found: C, 36*5; H, 5*0%. C,HuO«NS requires C, 35*5; H, 4*6 %.) 

8-Gyateinoauccinic acid obtained by hydrolysis of S-glutathioTiostucinic acid 

S-Glutathionosuceinic acid [Morgan & Friedmann, 1938, 1] was hydrolysed 
by Hopkins’s [1929] method us^ for the hydrolysis of glutathione. 

0*6 g. substance was boiled with 25 ml. of 25 % HgS04 for 16 Iir. The solution, 
diluted to 800 ml.^ was precipitated with HgSO^ avoiding excess. The 
precipitate separated slowly. After 2 days it was collected and decomposed with 
H|jB. £1^04 was removed from the filtrate quantitatively with Ba(OH)2, the 
solution transferred to a crystallizing dish and evaporated in vacw over 
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B)S04. Yield 0*21 g. Becrystallized from hot methanol, 0*090 g. hed^hog 
oryet^ were obtained. m.f. 134^136° i^r softening at 102°. For analysis the 
substance was dried in vacuo over PjOs at 46°. (Found : C, 36*2 ; H, 4*8 ; N, 5*6 %. 
CyHiiOgNS requires C, 36*6; H,4*6: N, 6*9 %.) [a]S'-6-43° (c=l*786 in water). 

ihe properties of the isolated substance were identical with those of 3- 
oysteinoBUocinio add. 


Sttmmaby 


iSf-Clysteinosuooinio add crystallizes from methanol in hedgehog crystals, 
softening at 102° and melting at 134-136° (decomp.). 

On treatment with hot glacial acetic add racemization occurs, apparently 
accompanied by partial deoomxK>sition. 

S-CysteinoBuodnic add is formed by hydrolysis of /9-glutathionosuodnio 
add. 

The dgnificance of iS>cysteinosuccinic acid for the interpretation of the 
maleic acid reaction in enz3mie work is pointed out. 
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In recent years the possibility of an antagonism between vitamins A and C has 
often been mentioned. This antagonism, if it easts, might be revealed by the 
partial inhibition of the effects of vitamin C in scurvy by the simultaneous 
administration of vitamin A. 

During the last few years we have had the opportunity of making a close study 
of vitamins A, B complex, C and D, and being somewhat sceptical about the 
existence of the above-mentioned antagonism we decided to make a thorough 
investigation of the subject. We wish to make it clear that when we speak of 
antagonism we have in mind harmful antagonism. 

It is generally agreed that a balance should exist between the various vitamins. 
A state of equilibrium can be preserved in spite of considerable variations in the 
amounts of the vitamins supplied, but if one particular vitamin is present in too 
great an excess, the symptoms of h 3 rpervitamino 8 i 8 will be the consequence. In 
such cases it may be possible to restore the health of the organism by suppl 3 dng 
an adequate quantity of one or more of the other vitamins. The equilibrium 
between the vitamins is now re-established by the increased supply of the rela- 
tively deficient vitamins, an example of beneficial antagonism. 

The existence of beneficial antagonism between the fat-soluble vitamins A 
and D on the one hand, and the water-soluble vitamins B and G on the other, 
appears to be unquestioned. Publications by workers such as Hopkins [1923], 
Harris & Moore [1928], von Euler [1933], Hojer [1926] and Light et al, [1929], 
reveal clearly its existence. We have therefore considered it superfluous to 
investigate this problem and have limited ourselves to a study of the existence 
of the possible harmful antagonistic action of vitamins A and D on vitamin C. 

In studjdng the available literature in order to establish the grounds for the 
belief that there is a harmful antagonism between vitamins A and C, we have 
succeeded in finding only one publication which in our opinion seems to be reliable 
and which might be consf^ed as revealing such an antagonism. This publication 
is by Mouriguand &, Michel [1922], but even here there is no question of an actual 
antagonism between vitamins A and C, because these workers rightly limit them- 
selves to the demonstration that cod liver oil under given conditions may have a 
destructive action on the antiscorbutic effect of vitamin C. We have therefore 
come to the conclusion that there is no evidence for such antagonism in the case 
of either man or the lower animals. On the other hand, there is evidence in 
favour of the existence of a synergistic action between these vitamins. Thus we 
might mention innumerable cases in which physicians prescribe cod liver oil and 
orange juice for infants and also the unquestionably good results obtained with 
various eommercial preparations containing vitamins A and C. 

( 2299 ) 
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Expbbimental 

Our experiments were carried out with a liquid ‘‘Preparation X’’, composed 
chiefly of a concentrate of vitamins A and D, malt extract, orange juice, sugar 
and water. 1 ml. of this product ( = l*32g.) contained 800 i.u. vitamin A (i.e. 
600 I.u. per g.), 120 i.u. vitamin D, between 6 and 5*6 i.u. vitamin C and also a 
little of the vitamin B complex. The ratio of vitamin A to vitamin C was there- 
fore 800 to 6*3 or 150 to 1 in terms of International Units. Preparation X con- 
tained about 1 % of the above-mentioned vitamin concentrate. 

Three series of preliminary experiments were made ; in each series there were 
three groups of guinea-pigs, with four animals in each group. 

The main object was to compare “Pi^paration X*’, which contained vita- 
mins A and D as well as vitamin C, with “Preparation Y“ which differed from 
Preparation X only in the fact that it contained no vitamin A or D. It was 
desired to ascertain whether vitamins A and D in Preparation X would inhibit 
the action of the vitamin C which it contained. 

The daily diet in the three groups is shown in Table I. 


Diet 


Table I 

Added vitaminB 


Ratio vita- 
min A ; vitamin C 


(1) Basal diet + 4 g. Prep. X 2400 x.it. vitamin A + 16 i.it. vitamin C 150 : 1 

(2) Basal diet + 4g. Prep. Y 23 i.u. vitamin A + 16 i.u. vitamin C 1*43 : 1 

(3) Basal diet alone No vitamin C 


The basal diet was that of Tillmans and consisted of oats, milk, hay and a 
little cod liver oil, equivalent to a dose of 23 i.u. vitamin A and 3 i.u. vitamin D 
per diem. Preparations X and Y were given mixed in milk. 

The animals in Groups 1 and 2 were fed on the basal diet alone until increase 
in weight ceased or loss of weight took place and were then given the preparations . 
Weights were recorded twice a week over a period of 50 days except in the case 
of Group 3 when the death of the animals occurred before the close of the testing 
period. 

Following the preliminary experiments in which only a small number of 
animals was used in each group, work was carried out with a series composeHl of 
four groups with 10 animals in each group. 

In order to compare the action of cod liver oil with that of Preparation X an 
extra group was included in this series. The animals in this extra group received 
the same quantities of vitamins A, D and C as those of the group receiving 
Preparation X, but vitamins A and D were given in the form of cod liver oiL 
Vitamin C was administered in the same way as in Group 2, namely in Prepara- 
tion Y. Another reason for introducing this extra group fed on cod liver oil was 
to verify the experiments of Mouriquand & Michel [1922] in which they had used 
a basal diet with added orange juice and cod liver oil. 

In order to have the same quantity of vitamin A (2400 i.u. vitamin A) in 
proportion to vitamin G as in the group fed on Preparation X, and so that the 
quantities of cod liver oil and of Preparation X should be of the same magnitude, 
we used 4 g. cod liver oil containing 600 i.u. vitamin A per g. The basid diet was 
the same as before. The cod liver oil was converted into an emulsion and mixed 
with the milk given to the animals. 

The action of the vitamin C administered was assessed on the one hand by 
the increases in weight and the genial condition and appearance of the animals, 
and on the other hand by post-mortem examinations of the animalB which died or 
were klUed and by X-ray photographs of the thorax. 



Vi 


ly, ay, ly. 




As can be seen from the curves, the mean increase in weight was in every 
series a little greater for animals receiving Preparation X (including vitamins A 
and D) than for those receiving Preparation Y (without added vitamins A and D). 
If, then, increase in weight is ^^en as a criterion of the effect of vitamins A and I) 
on the action of vitamin C, the results of every experiment seem clearly to indi- 
cate that there is no antagonism between vitamins A and D and vitamin C. It 
will be noted that the weight increase of the animals receiving cod liver oil 
(Pig. 4), was less than that of those animals receiving Preparation X or Y. 

In spite of the very large amount of vitamin A administered, large both 
from an absolute point o£ view and in proportion to the amount of vitamin C, 








2302 


R COLLETT AND B. EBIKSEN 


hypervitaminoais-A did not occur and the vitamin A appears to have reinforced 
the action of vitamin C. 

The general appearance of the animals of the X groups was excellent, that of 
the Y groups very good, that of the cod liver oil group bad and the animals of 
the negative control groups were of course miserable in appearance. 

BeauUs of the autopsies 

After the animals had died or had been killed at the end of the testing period , 
observations were made regarding the existence of haemorrhages and fragility 
of the bones and the condition of the thorax was examined. The results of these 
examinations are given below (Table II).- 


Table II. SesuUs of mitopaies 


Series Group 



Bone 


no. 

no. 

Prejiaration 

Haemorrhages 

fragility 

Scorbutic rosary 

I 

1 

X 

None 

Normal 

None 


2 

Y 

Almost none 

' Normal 

Traces 


3 

Negative control 

Severe 

Very fragile 

Pronounced 

11 



Exactly as for Series I 


ra 



Exactly as for Series I 


IV 

1 

X 

None 

Normal 

None 


2 

Y 

Almost none 

Normal 

Traces 


3 

Y +cod liver oil 

Rather pronounced 

Rather fragile 

Rather pronounced 


4 

Negative control 

Severe 

Very fragile 

Pronounced 


All the animals in Group 1 were plump and healthy and the carcasses were 
lig^t in colour. 

The animals belonging to Group 2 (Preparation Y) were likewise in good con- 
dition, but they show^ a few small haemorrhages, the colour of their carcasses 
was not so light as in Group 1, neither were they quite so plump. The bones were 
strong. X-ray examination of the thorax did not give quite so favourable a 
picture as in the case of Group 1 . It could not be said that animals belonging to 
Group 2 exhiluted distinct scorbutic symptoms and the difference between those 
receiving Preparation X and those receiving Preparation Y was very slight on the 
average. Any difference that existed was in favour of the “ X ” animals in Group 1 . 

All the negative control animids (Group 3 in tiie preliminary series I, II and 
III and Group 4 in the “Large Series” IV) showed typical symptoms of scurvy, 
severe haemorrhages, fragile bones (sometimes even breaking before death) and 
a pronounced scorbutic rosary. 

Animals belonging to Group 3 in the “Large series ” (cod liver oil) also showed 
S 3 rmptoms resembling those of scurvy. 

Mouriquand A Michel [1222] have shown that cod liver oil, -under the con- 
ditions obtained in trials with guinea-pgs, cw inhibit the action of ascorbic acid. 
Ho#ever, we agree fully with the reservations made by them that one cannot 
conclude from lliese experiments on guinea-pigs that cod liver oil given in 
ordinary doses inhitats the antiscorbutic action of vitamin C in man. In this 
connexion it is interesting to note that Wieland [1^] denies the existence of any 
antagonism between vitamins A and C in human beings. It must be remembered 
tibat the dosra of cod liver oil administered to the guinea-pigs in our experiments 
\^ere extremely large. Taking into consideration Hie relative weights of Hie 
■ animals and man, the caftesponding dose for a man would amount to nearly 1 kg. 
6od Mvv oil a day. 
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Stability of vitamin C in presence of vitamins A and D 

It has been claimed that vitamin C may be destroyed by vitamin A in vitro. 
We have examined the chemical relations tetween vitamins A and D on the one 
hand and vitamin C on the other, using emulsions corresponding in their make-up 
to Preparations X and Y. The results of such investigations will not be given in 
detail on this occasion but they showed that vitamin C was not appreciably 
reduced in amount in either preparation 3 months after the date of their manu- 
facture. After an interval of 6 months the diminution was 10-15 % . These tests 
were made with a commercial preparation and no special precautions had been 
taken to prevent the destruction of vitamins. The analyses were made by Till- 
mann’s method. Thus it was impossible to prove that vitamin C had been 
affected by the presencje of vitamins A and D in the preparation. 

Summary 

1. Using guinea-pigs as experimental animals it was found that vitamins A 
and D had no antagonistic action on vitamin G, even if the doses of the fat- 
soluble vitamins were very large in relation to the dose of vitamin C. 

2. It seems possible that vitamins A and D can reinforce the action of vita- 
min C, even if the excess of vitamins A and D over vitamin C is very considerable. 

3. Under the conditions of our in vitro experiments vitamins A and D had no 
destructive chemical action on vitamin C, 

4. Verj^ large doses of cod liver oil inhibited the antiscorbutic action of 
vitamin C in guinea-pigs. 
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Nicotiiuo add, curative action of, on pigs suf- 
foring foom effects of maiKe diet (Chick, 
Maeeae, Martin and Martin) 10 
Nitrater r^uotiGin of to ammonia, by Gfos- 
Iridfeei tatkM (Woods) 2000 



Nitrogen, mechanism of symbiotic fixation of 
(Wilson, Umbreit and Lee) 2084 
Nitrogen metabolism of Lucilia sericata Mg. 
(Brown) 903 

Nitrogen metabolism of tbt* Kelsey plum 
(Ihmen) 366 

Nitrogen partition in blood clotting (Jaques) 
1181 

Nitrous acid, action of, on p-oresol and tyrosine 
(Philiiot and Small) 534 
Nitrous add, action of, on Ticpsin (PhiJpot and 
Small) 542 

Norbie, M. see Lemberg, R. 

Notevarp, 0. and Weedon, H. W. Speetro- 
graphic studies on the antimony trichloride 
reaction for vitamin A. II. Infiucnce of 
oxidizing agents on the reaction 1054 
Notevarp, O. and Weedon, H. W. Spectro- 
graphic studies on the antimony trichloride 
reaction for vitamin A. 111. Tlic oblation of 
the sjpectral absorption of the blue solutions 
of oils to that of their concentrates 1668 
5-NucIootidase (GuUand and Jackson) 597 
Nunn, L. C. A. and Smedley-Maclean, I. The 
oxidation products of the unsaturat^ acids 
of linsetd oil 1974 

Nunn, L. C. A. and Smedley-Maclean, I. The 
nature of the fattj’ acids stored by the liver 
in the fat-deficiency disease of rats 2178 
Nunn, L. (\ A. see also Hume, E. M. 
Nutritional factors in lactation (Folley, Ikin, 
Kon and Watson) 1988 
Nutshells, constitution of (Boswell) 980 

Obituary notice of Clutterbuck, P. W. 435 
Ochoa, S. Enzymic phosphoiylations in in- 
vertebrate muscle 237 
Ochoa, S. and Peters, R. A. Vitamin B^ and 
coearboxylase in animal tissues 1501 
a-Oestradiol and its di-esters (Miescher, Scholz 
and Tschopp) 725 

a-Oestradiol, mono-esters of, activity of 
(Miescher, Scholz and Tschopp) 1273 
Oestrogenic agents, phenol methyl ethers as 
(Zondek and Beigmann) 641 * 

Oestrogenic hormones, colorimetric estimation 
of (Kober) 357 

Oestrone and its esters, activation of (Miescher, 
Scholz and Tschopp) 141 
Oestrone, two derivatives of ( Bergel and Todd) 
2145 

OosTON, A. G. see Holiday, E. R. 

Oil, ling liver, vitamin A contejit of (SfaorlAnd) 
488 

Oil, linseed, oxidation products of unsaturated 
acids of (Nunn and Smedley-Maclean) 1974 
Oils, fish liver, 693mft chromogen (vitamin A, ?) 
of (Gillam, Heilbron, Jones and I^erer) 
405 

Oils, New Zealand fish (Shorland) 488; (Shor- 
land and Hilditch) 792 
Oils, relation of spectral absorption of the blue 
solutions of, to that of their concentrates 
(NotevaT|> and Weedon) 1668 
Obr, j. W. and Stigki.and, L. H. The meta- 
bolism of bone marrow 567 
Osbobnb, L. W. see Bartlett, S, 
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OSTSB, B. H. Hitcbinqs, G. H. 

Ox adrenals, isolation of progesterone and 
3:20-a22o-pregnanolone £rom (Beall) 1957 
Ox depot fat, component glycerides of (Hil- 
ditch and Paul) 1775 

Oxidase, ascorbic acid, non-specificity of (Snow 
and ZUva) 1926 

Oxidase system, succinic, distribution of, in 
animal tissues (Elliott and Greig) 1407 
Oxidase, system ascorbic-acid^lutathione-as- 
corbic acid (Kertesz) 621 ; (Crook and Hop- 
kins) 1356 

Oxidase, xanthine, -aldehyde system (Booth) 
503 

Oxidase, xanthine, stability of (Philpot) 2013 
Oxidation catalyst, new, coenzyme factor 
(Dewan and Green) 626 
Oxidation, hepatic, of choline and arseno- 
choUne (Mann, Woodward and Quastel) 
1024 

Oudation of ascorbic acid and haemochromo- 
gens (Lemberg, Oortis- Jones and Norrie) 
149 

Oxidation of protohaematin to verdohaematin, 
chemical mechanism of (Lemberg, Cortis- 
Jones and Norrie) 171 

Oxidation products of unsaturated acids of 
linseed oil (Nunn and Smedley-Maclean) 
1974 

Oxidation, pyruvate, in brain (Long) 1711 
Oxidation-i^uction system of luteoleersin and 
alboleersin (Ashley and Raistrick) 449 
Oxidations, anaerobic (Quastel and Wheatley) 
936 

Oxidations in isolated muscle tissue, effect of 
insulin on (Krebs and Eggleston) 913 
Oxido-reduction, enzymic, and sulphydiyl 
groups (Rapkine) 1729 

Pancreatic extracts, efiects of, on fat deposition 
in the dietaiy fatty liver (Channon, Loach 
and Tristram) 1332 

Pancreatic lipase, digestion of fats by (Hartwell) 
462 

Paul, S. see Hilditch, T. P. 

Pellagra-like dermatitis in rats, effect of tso- 
leucine on the (Lunde and Kringstad) 712 
Pellagra, monkey, and Its cure with nicotinic 
acid (Harris) 1479 

Pellagra-producing diet, experiments with pigs 
on a (Chick, Macrae, Martin and Martin) 
844 

Pellagrins, administration of nicotinic acid to, 
the concentration of coenzyme-like substmu e 
in blood following (Kohn) 2075 
PemGUUum spinvlSmin Ihom., spinuloein 
(3:6 - dfiiydroxy-4-methoxy-2;5 -toluquin- 
one) a metabolic product of (Anslow and 
Raistrick) 687 

PenieiUiwn spinnhsum Thom., synthesis of 
spinulosm (3:6-dihydroxy-4-m6thaxy-2:5- 
iuuquinone) a metabolic product of (Anslow 
and ttaisitirick) 803 

Pentose phosphoric acids and phosphohexonate, 
oxidation of, hy yeast enzymes (Dickens) 
1626 

PMom phoMborio adds, yeast fermentatum of 
j JIllGhens) 1645 

aotioti of nitroas add on (Philpot and 
542 


Pepsin, electrophoresis of (Tiselius, Henschen 
and Svensson) 1814 

Pepsin, interaction of haemopoietin and, with 
myoglobulin and caseinogen (Jones, Grieve 
and Wilkinson) 665 

Peptic digestion, formation of free tyrosine in 
(Damodaran and Krishnan) 1919 
Peptidases of Clostridium histalyticum (Kocho- 
laty, Smith and Weil) 1691 
Peptic}^, asparagine, enzymic hydrolysis of 
(Damodaran and Narayanan) 2105 
Peptides, simple, occurring in marine algae 
(Haas, Hill and Russell-Wells) 2129 
Pericarf) of Corylus (weHana, constitution of 
(Boswell) 986 

PsRLMANN, G. On the preparation of crystal- 
lized egg albumin metaimosphate 931 
PsBLMANN, G. and Hkrbmann, H. On the re- 
action between mctaphosphoric acid and 
egg albumin 926 

Permeability of erythrocytes (Davson and 
l)anielli) 991 

Peroxidase, role of, in tea manufacture (Roberts 
and Sarma) 1819 

Peroxide, alkaline hydrogen, bleaching action 
of, on wood (Campbell and Swann) 702 
PBTBRS, B. a. see (/tTNNTNOHAM, R. N. 

Peters, H. A. The oaiatorulin test for vitamin 
B, 2031 

Peters, R. A. and Wakblin, R. W. The dis- 
sociating power of salts of fatty aeiiia. Pre- 
liminary 2290 

Peters, H. A. see also Kinnerslky, H. W. and 
OOHOA, 8. 

Pett, L. B. and Wynne, A. M. Studies on bac- 
terial phosphatases. III. The phosphatases 
of Aerobaeter aerogenes^ Alraligenes faecalis 
and Bacillus suhiilis 563 
Pbttiobew, J. B. and Wishart, G. M, A 
siiDTile glass electrode of small catiacity 
1075 

Phenazine compounds as carriers in the hex- 
osemonophosphate system (Dickons and 
Mcllwain) 1615 

Phenol methyl ethers os ocstiDgenic agents 
(Zondek and Bergmann) 641 ' 

Phenol, sulphate detoxication of, in the rabbit 
(Williams) 878 

Phenolases, animal, and adrenaline (Bhagvat 
and Richter) 1397 

pH and acids, e!F8^t of, in enzyme system of 
Bad. snhoxydans (Butlin) 1185 
pH values, influence of, on the reaction of sul- 
phites on the cystine disulphide linkages of 
wood (Elsworth and Philliiw) 837 
Phillips, G. E. see Bruce, H. M. 

Phillips, H. see Elsworth, P. P. 

Philpot, P. J. Observations on the stability of 
xanthine oxidase 2013 
Philpot, J. St L. and Small, P. A. The action 
ofnitrous acid on p-cresol and tyrosine 584 
Philfot, j. St L. and Small, P. A. The action 
of nitrous acid on pepsin 542 
Phosphatase and a8<x>rbic add activity (King 
and Ddory) 1157 ^ 

Pho^hatase, salivary, origin and dgnificanoe of 
(Glock, Murray and Pfoous) 2096 
giosphatasm, bacterial (Pete and Wynne) 563 
Phorahato, colorimetric determmation of 
(Berenblum «hd C9iaui) 286, 295 
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Phorahato in muscle, coupled esterification of 
(Needham and Lu) 2040 
Fhosphoesteraseis of bone and snake venoms 
(duiland and Jackson) 590 
Phoephohexonate, oxidation of, by yeast en> 
xymes (Dickens) 1026 

Phosphorus, blood, level of, in the hen, 
gonadotropic hormone and (I^askowski) 

Phosphorus compounds, origin of, in the 
embryo of the chicken (Hevesy, lievi and 
Eebbe) 2147 

Phoirohorylation by the living bacterial cell 
(Wiggert and Workman) lOl 
Phosphorylations, enxymic, in invertebrate 
muscle (Ochoa) 237 

Photochemical decomposition of /-ascorbic acid 
(Kellie and Zilva) 1561 
Photometric estimation of cobalt (Macphersou 
and Stewart) 763 

Phycocyan, molecular weight of (Eriksson- 
Quensel) 585 

j^ycoeiythrin, molecular weight of (Eriksson- 
Quensel) 585 

Pig, water-soluble B-vitamins other than 
aneurin (vitamin B,}, riboflavin and nico- 
tinic acid required by the (Chick, Macrae. 
Martin and Martin) 2207 
Pigment, acid-soluble, of red human hair 
(Amow) 1281 

Pigs, experiments with, on a pellagra-producing 
^et (C^ick, Macrae, Martin ana Martin) 
844 

Pigs suffering lix>m effects of maize diet, curative 
action of nicotinic acid on (Chick, Macrae, 
Martin and Martin) 10 
Pellax, a. K. Dephosphoiylation in muscle 
extracts 1087 

PrLLAi, A, K. Action of arsenate in glycolysis 
1961 

PmoiTs, P. ase Gx-ock, G. E. 

Pine disease in sheep, influence of cobalt on 
(Comer and Smith) 1800 
Pine wood totted by Mendiw ku^rj^marut, pro- 
ducts of the decay of (Boswell) 218 
Pmrx, N. W. see Srxbkzvasaya, M. 

Pituitary, anterior, ketogenio activity of 
(Shipley and Long) 2242 
Pituitary, anterior, {^parations, effect of, on 
the urinaiT creatinine of normal and cas- 
trated rabbits (Oheetham and Zwarenstein) 
871 

Pituitary extracts, anterior, diabetogenic ac- 
tion of (Young) 513 

Pituitary gland, anterior, fractionation of dia- 
betogenic extracts of (Young) 524 
Pituitary gland, anterior, the glyootromc (anti- 
insuon) substance of (Young) 1521 
Pitnitaiy gland, anterior, the production of 
autism to mpacations of prolactin from 
(Young) 656 

pK values of glyoacslines, determination of, and 
use of tlmir salts as buffers (Kirby mid 
Nsnberger) 1146 

Plant leaf protein preparations, the amide, 
tyroshie and tryptophan contents and the 
sulphur diatribimQns of (Lw) 2123 
Plant titsues, asoorbio acid in (Beedman and 
MoEemy) 65 

vitawm It hi (Bam and Glavind) 485 
Bioshtm. 1636 xun 


Plants, fresh leaves of, preparation of proteins 
from (Lugg) 2114 

Plasma, human blood, electrophoresis of 
(Stenhagen) 714 

Plasma, human, normal, cholesterol content of 
(Gardner, Gainsborough and Murray) 15, 
1457 

Platt, A. P. sec Ohanwon, H. J. 

Plum, Kelsey, nitrogen metabolism of (Donen) 
366 

Polycyclic hydrocarbons, elimination of, from 
the mouse (Chalmers) 271 
Polyglycerol esters, utilization of (Bodansky, 
Herrmann and Campbell) 1938 
Polylaevans formed by the carbohydrate mota- 
Wism of certain bacteria (Veibel) 1949 
Polypeptides and amino-acids, potentiometric 
determination of (Balson and Lawson) 230 
Polysaccharide content and reducing power of 
proteins and of their digest products 
(Hewitt) 1554 

Polysaccharide produced from sucrose by Beta- 
bacterium vermiformd (Ward-Meyor) (Daker 
and Stacey) 1946 

Polysaccharide synthMis and enzyme forma- 
tion by bacteria (Cooper, Daker and Stacey) 
1752 

Ponder, £. see Davson, H. 

Potassium content and cell volume of centri- 
fuged eiythrocytes (Crabtree and Maizels) 
74 

Potentiometric determination of polypeptides 
and amino-acids (Balson and Lawson) 230 
Potentiometric titration corves and ultraviolet 
absorption of proteins (Holiday and Ogston) 
1166 

PoTTEE, V. A. see Lipschitz, M.A. 
3:20-a//oPregnanolone, isolation of, from ox 
adrenals (Beall) 1957 

l^CE, J. A. and Stuboess, V. C. A survey of 
anthocyanins 1658 

Price, J. A. see also Lawrence, W. J. C. 
Progesterone, isolation of, from ox adrenals 
(BeaU) 1957 

Prolactin, preparations of, production of anti- 
sera to (Young) 656 

Propionic acid bacteria,, utilization of carbon 
dioxide by (Wood and Workman) 1262 
Protein-free tissue extracts, use of sodium sul- 
phate for preparation of concentrated 
(Deutsob, Eggleton and Eggleton) 203 
Protein metaboflsm, influence of gonads on 
(Cheatham and Zwarenstein) 871 
Protein, plant leaf, preparations, the amide, 
tyrosine and tryptophan contents and sul- 
phur distributions of (Lugg) 2123 
Protein samples, preparation of, from fresh 
leaves of plants (Lugg) 2114 
Protein, virus. Bushy Stunt, physic^ properties 
of (McParlane and Kekwick) 1W7 
Proteinase secretion of Cloatridium histoHyticum 
(Kocholaty, Weil and Smith) 1685 
Proteins and their digest products, poly- 
saccharide content and reducing power of 
(Hewitt) 1664 

Proteins, btolc^ioal value and digestibility of, 
^ect of <h&reat drying methods on (Bart- 
lett, Henry, Kon, Osborne, Thompson and 
Tiasley) 2024 

Proteins, carbohydrates in (Neubeiger) 1435 

148 
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Proteins, effect of, in the prevention of 
dietary fatty livers (Channon, Loach, 
Loixidea, Manifold and Soliman) 976 
Proteins, liberation of ammonia from (Damo- 
daran and Ananta-Narayanan) 1938 
Proteins, preparation and antigenic properties 
of thyroxyl derivatives of, and ph^iological 
effects of their antisera (Glutton, Harington 
and Yuiil) 1119 

Proteins, serological investigation of 
glttoo 8 idot 3 rro«yl derivatives of Glutton, 
mirington and Yuiil) 1111 
Proteins, serum, in normal and pathological 
conditions (Hewitt) 1540 
Proteins, ultraviolet absorption and potentio- 
metric titration curves of (Holiday and 
Ogston) 1166 

Proteolysis, enzymic (Damodaran and Ananta- 
Narayanan) 1877; (Damodaran and Krish- 
nan) 1919; Damodaran and Narayanan) 
2106 

Proteolytic enzymes of sprouted wheat (Moun- 
fiel$ 1675 

Protohaematin, chemical mechanism of the 
oxidation of, to verdohaematin (Lemberg, 
Gortis- Jones and Norrie) 171 
Protopoiphyrinin8heep'8liver(Rimington) 460 
Pbydk, J. see Jordan, R. G. 

Purine metabolism of the Dalmatian coach 
hound (Young, Gonway and Grandall) 1138 
Purmes, imthesis of, from histidine by the dog 
(Grandall and Young) 1133. 

Pyruvate and U( + )glutamate, decomposition 
of, by Clostridium tetanomorphum (Woods 
and Glifbon) 345 

Pyruvate metabolism by Slaph, auretis, 
aneurin and (Hills) 383 
Pyruvate oxidation in brain (Long) 1711 ' 

QcjASTEn, J. H. and Whratlry, A. H. M. 
Anaerobic oxidations. On ferrioyanide as a 
reagent for the manometrio investigation of 
dehydrogenase systems '936 
QtTASTBL, J. H. see also Mann, P. J. 

Rabbit, sulphate detoxication of phenol in the 
(Williams) 878 

Rabbits, normal and castrated, effect of testi- 
cular, urinary and anterior pituitary pre- 
parations on the urinary creatinine of 
(Gheetham and Zwarenstein) 871 
Raistbiok, H. see Anslow, W. K. arid Ashdey, 
J.N. 

Rafxins, L. Sulphydryl groups and' enzymic 
oxido-reduction 1729 

Rat antidermatitis feuutor (vitamin B,), occur- 
rence of, in fish and fish products (Lunde 
and Kringstad) 708 

Rat» effect m vitamin E deficiency on (Barrie) 
1467 

Rat growth methods, estimation of yeast 
duate and filtrate factors by (E^ar, el 
Sadr and Macrae) 2200 
Bat, intestinal bacteria of, synthesis of vitamin 
by (Abdel-Sidaam and lioong) * 958 
Bat Kidney, formation of gluoose &om aceto- 
, acetic acid in (Weil^B^rbe) 2276 
8^, )»reparation from liver of vitaniin B* fac- 
tors essential for (Edgar, el Sadr and Macarae) 


Rat, standardization of, for bio-assay of vitamin 
E (Mason and Bryan) 1785 
Rat urine, calcium in (Truszkowski, Blauth- 
Opiefiska, Dobrowolska and Iwanowska) 
1293 

Rat, vitamin C, studies in (Svirbely) 467 
Rat, vitamin E deficiency in (Barrie) 2134 
Rathmann, F. H. see Lederbr, E, 

Rats, effect of woleucine on the “|)ellagi»-like” 
dermatitis in (Lunde and Kringstad) 712 
Rats, fat-deficiency disease of, essential un- 
saturated fatty acids in their relation to 
(Hume, Nunn, Smedley-Maclean and Smith) 
2162 

‘Rats, fat-deficiency disease of, fatty acids 
stored by the liver in (Nunn and ^edley- 
Maclean) 2178 

Rats, liver of, effect of cholesterol feeding on 
lipoid deposition in (Loizides) 1345 
Rats, milk-fi^, fat composition of (Longeneoker 
and Hilditch) 784 

Rats, response of, to graded doses of flavin 
(Lindholm) 314 

Rats, simplification of vitamin B, tests on 
(Lindholm, Ijaiirsen and Morgan) 308 
Rats, thyroidectomized, blood sugar and blood 
ohlonde changes in, following exposure to 
various damaging agents (Selye) 2071 
Rebbe, O. H. see Hevbsy, 0. C. 

Red human hair, acid -soluble pigment of 
(Amow) 1281 

Hbedman, K. j. and McHenry, IC. W. Gom- 
bined ascorbic acid in plant tissues 85 
Reebman, E. j. see also McHenry, E. W. 
RbIOHBL, M. see THANNHACrSBH, S, .1, 
Respiratory mechanisms of animal tissues, 
effect of bacterial toxins upon (Wooldridge 
and Higginbottom) 1718 
Respiratoiy metabolism of Helir ponuUia 
(Baldwin) 1225 

Riboflavin-deficient diets, influence of different 
casein preparations in, upon the appearance 
of cataract (Day and Darby) 1171 
Ribose, micro-method for the estimation of 
(Trim) 1740 

Riobter, D. Elimination of amines in man 
1763 

Richter, D. see also Bhaovat, K. 

Rmx, M. 8. XL see Gilt^am, A. £. 

Biminoton, C. Identification of the protopor- 
phyrin in sheep^s liver 460 
Roberts, E. A. H. and Sabma, S. N. The fer- 
mentation process in tea manufacture. 1. 
The role of peroxides 1819 
Robinson, F. A. Studies in the stability of 
vitamins A and D 807 
Robinson, G. M. su Lawrence, W. J. C. 
Robinson, R. see Lawrence, W. J. C. 

Roman, W. see Kino, E. J. 

Rottbnsten, K. V. The effect of body stores on 
the effioieniy of calcium utilization 1285 
Rouohton, F. j. W. and Booth, V. H. The 
catalytic effect of buffm on the reaction 
G0* + H,0 5±H,G0, 2049 
Russell- Wells, B. see Haas, P. 

Sadr, M. H. bl see Eboab, G. E. 

Salivary plmsphatase, origin and slgiiificaiice of 
• (Giooi, Murray a^ raoiis) Sm 
Saufbe, W. X Sea Hztohin4»s, G. H. 
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Salts of &tty acids, dissociatiiig power of 
{Peters and Wakelin) 2200 
Salvik, E. «ee Kbebh, H. A. 

SABBfA, S. N. see Roberts, E. A. H. 

SoHOLZ, C. see Miescheb, K. 

ScbOk, K. Studios on carotenoids. V. Gazania- 
xanthin 1560 

Sea-birds, body fats of (^)vern) 2142 
Seeds, germinating, glutamic acid dehydro- 
genase from (Damodaran and Nair) 1064 
Selenium dioxide, sodium selenateand tellurate, 
effect of, in the rat (Svirbely) 467 
Sri.ve, H. Blood sugar and blood chloride 
changes in thyroidectomized rats following 
ex^Bure to various damaging agents 2071 
(U-Heriae deaminase, activity of, in Had, c4li 
(Gale and Ste)»benKon) 302 
Serological investigation of G- /S-glucosidoty- 
rosyl derivatives of proUmis ((Juitton, Har- 
in^on and Viiill) 1111 
Serum, albumin fraction of, preparatum and 
properties of a globulin present in (Hewitt) 
20 

Serum, chemical nature of ultraiiiicroBcopic 
fuirticles of (( hinnmghara and Peters) 1482 
Serum, horse, crystallizable albumin fraction of 
(Kekwick) 552 

Serum, normal, precipitation reactions of, with 
lipoid suH|)enHioTi6 (Anderson) 282 
Serum proteins, human, ultraviolet absorption 
and iiotentiometrie titration curves of 
( H <»liday and Ogston ) 1166 

Serum proteins in normal and pathological c'on- 
clitions (Hewitt) 1540 

Sex hormones, female, a<*tivation of (Mieseher, 
Schoiz and Tsehopp) 141, 725, 1273 
Shaker for quantitative adsorption expc'irimcnts 
(Fisher and Wilhelmi) 606 
Shaw, F. H. The estimation of adrenaline 19 
Shaw\ F. H. The estimation of choline and 
iwetyleholine 1002 

Sheep, pine disttase in. influence of cobalt on 
(Corner and Smith) 1800 
Sheep thyroid, determination of iodine in 
(Sigurjonsson) 945 

Sheep's liver, protopi>rphyrin in (Himingtoti) 
460 

Shsliior, J. H. see 1 >inole, H. 

Sheppard, M. see McHenry, B. W, 

Shipley, K. A. and J^ono, (?. N. H, Studies on 
the ketogenic activity of the anterior 
pituitary. 1. The relation of ketonaemia to 
XBtonuria in the rat. II. A method for the 
assay of the ketogenic activity. 111. The 
nature of the ketogenic principle 2242 
Shorland, F. B. New Ze^nd fish oils. II. 
Seasonal variation in the vitamin A content 
of ling {Genupferus hlacodee) liver oil 488 
Shorland, F. B. and Hilihtoh, T. P. The com- 
ponent fatty acids of some New Zealand 
fish oils 702 

SiOURjQNSSON, J. Determination of iodine in 
sheep thjfToid 945 

Silica and sdioate dusts in body fluids (King and 
MoQeorge) 417 

Bilioa, solution and excretion of (King and 
MoOeoege) 426 

SUieio aciC biochemistry of (King and Me- 
Qeoige} 417; (King and B^an) 2283 
SxBiPRxxa, G. W. see Edisbubv, J. R. 


Sinclair, H. M. The estimation of vitamin B, 
in blo^ 2185 

Skatoie colour reaction for fructose (Jordan and 
Pryde) 279 

Small, P. A. see Philpot, J. St L. 
Smedlbv-Maolkan, I. see Home, E. M., 
Macleod, L. D. and Nunn, L. 0. A. 
Smith, A. M. see Corner, H. H. 

Smith, H. H. see Hume, E. M. 

Smith, J . A. B. Studies in the secretion of milk 
fat. I. The effect of inanition on the blood 
lipoids of the lactating cow 1856 
Smith, J. A. B. and Dastur, N. N. Studies in 
the secretion of milk fat. II. The effect of 
inanition on the yield and composition of 
milk fat 1868 

Smith, L. spe Kocholaty, W. 

Smith, S. see Buttle, G. A. H. 

Snake venoms, phosphoesterases of (Gulland 
and Jackson) 590 

Snook, L. C. and God den, \V. The sugar and 
total ketone content of the blood' of ewes 
and of their new-born lambs 2037 
Snow, G. A. and Zilva, S. S. The non -specificity 
of the ascorbic acid oxidase 1926 
Sodium in faeces, wet ashing method for esti- 
mation of (Stiven) 13 

Sodium sulphate, use of, for the preparation of 
(* 00060 trated protein -free tissue extracts 
(Deutsch, Eggleton and Eggleton) 203 
Soliman, G. see Channon, H. J. 

Solomon, W, see Buttle, G. A. H. 

S|)ectral absorption of the blue solutions of oils, 
relation oC to that of their concentrates 
(Notevarp and Weedon) 1668 
Spectrograph! e examination of the mineral con- 
tent of milk ( Dingle and Sheldon) 1078 
Spectrographic studies (»n the antimon 3 ' tri- 
chloride reaction for vitamin A (Notevarp 
and Weedon) 1054 

Sjiectroscope, direct vision, an apparatus for 
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